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L o QuALITY CONTROL SERA

PRODUCT CODE: TMC-300

LOT# TMCAC1K1 EXP: 2024/11/30

INTENDED USE

The Tumor Marker Controls are intended for use as an assayed quality control material to monitor the
consistency of performance of laboratory test procedures associated with determination and monitoring of
the clinical status. This product is a human-serum based, liquid control, stabilized with preservatives and
can be used with all ELISA and CLIA methods.

SUMMARY AND EXPLANATION

The use of quality control material to assist in the assessment of precision in the clinical laboratory is an
integral part of laboratory practices. Controls that contain varied levels of analytes are necessary to insure
precision and accuracy in immunoassay systems.

REAGENTS

Monobind’'s The Tumor Marker Controls are intended to be used in the exact manner as patient samples.
The control is packaged as 6 vials of 2.0 ml. The analyte activities are adjusted to concentrations in the
low, middle and high range in order to monitor the efficacy of the procedure in use.

INSTRUCTIONS FOR USE

1) Bring the vials to room temperature before use.

2) Carefully unscrew and remove cap.

3) Aliquot the materials in 0.5 ml aliquots in cryo vials and store at -20°C.

STORAGE, STABILITY AND DISPOSAL

This control is provided liquid and ready to use. This product will be stable until the expiration date when
stored unopened at <-20°C. Once the control is opened, all analytes will be stable for 7 days when stored
tightly capped at 2 to 8°C. To avoid contamination, it is recommended labs aliquot required quantities into
vials before each use.

Controls should be tightly capped and returned to refrigerator 2 to 8° C as soon as practical after usage.
(Long term room temperature storage is not supported.) Unused controls should be tightly capped and
frozen within two (2) hours. Once thawed, do not refreeze the control; discard remaining material. It is
recommended that customers aliquot control into separate containers before freezing to allow for usage on
different days. Outdated material should be discarded as a biohazardous component.

STORAGE STABILITY TEMPERATURE
Unopened Three (3) years <-20°C
Unopened Ninety (90) days 2-8°C
Opened Seven (7) days 2-8°C

EXPECTED RANGE OF VALUES

The mean values printed in this insert were derived from replicate analyses and are specific for this lot of
product. The tests listed were performed by Monobind QA using representative lots of this product, as well
as those of Monobind’s AccuBind® ELISA and AcculLite® CLIA reagents.

Method

. 15.69 +5.18 | 60.31+19.90 | 117.81 +38.88 MB ACCUBIND ELISA
CA 125in U/ml
18.16 +5.99| 64.25+21.20 | 126.93 +41.89 MB ACCULITE CLIA
. 14.89 +543 | 52.19+17.22 | 91.50 +30.19 MB ACCUBIND ELISA
CA 19-9 in U/ml
15.01 +5.08 | 46.89 +15.47 | 80.73 +26.64 MB ACCULITE CLIA
. 1550 +5.12 | 47.47+15.67 | 93.09 +30.72 MB ACCUBIND ELISA
CA 15-3 in U/ml
14.63 +4.83 | 44.10 +19.09 | 105.29 +34.75 MB ACCULITE CLIA

Individual laboratory means should fall within the corresponding acceptable range; however laboratory
means may vary from the listed values during the life of this control. Therefore, each laboratory should
establish its own means and acceptable ranges for the product used, using Monobind’s assignment only as
guide. A trend log should be maintained for batch to batch consistency of the test. Variations over time and
between laboratories may be caused by a) differences in laboratory personnel, b) improper technique, c)
instrumentation and reagents, d) improper dilutions from the stated manufacturer's procedure, and/ or e)
modifications in the manufacturer’s test procedure.

Refer to http://Mmww.monobind.com/site/qc-documents.html for any updated insert information.

WARNING AND PRECAUTIONS
FOR IN VITRO DIAGNOSTIC USE

All products that contain human serum have been found to be non-reactive for HIV 1&2, HIV-Ag, HBsAg,
HCV and RPR by FDA required tests. Since no known test can offer complete assurance that infectious
agents are absent, all human serum products should be handled as potentially hazardous and capable of
transmitting disease. Good laboratory procedures for handling blood products can be found in the Center
for Disease Control / National Institute of Health, "Biosafety in Microbiological and Biomedical
Laboratories,” 2nd Edition, 1988, HHS Publication No. (CDC) 88-8395.
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BEKTOP

vE/E/C/T/:

Habop peareHTOB
AN UMMYHOMEPMEHTHOIO
BbISIBIIEHNS UIMMYHOro0ynMHOB
knacca A k Mycoplasma hominis

MHCTPYKUWUA NO NPUMEHEHWIO
Ymeepxdera 10.12.14

HABOP PEATEHTOB

Mycoplasma hominis — IgA —

UDPA - BECT
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1. HASHAYEHME

1.1. HaGop peareHToB mpegHasHAYeH [IJIs
BBISBJIEHUST UMMyHOTI00yanHOB Kiaacca A (IgA) k
aurureny pl120 Mycoplasma hominis B CBIBOPOTKE
(nniazme) KpoBU YeJIOBEKA W MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKHUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop pearenToB paccuuTas Ha IPOBee-
Hre 96 aHAJIM30B, BKIIIOYASI KOHTPOJIH. B0O3MOMKHEI
12 mesaBucuMbIx mmocTaHoBOK MDA, mpu kaskmoi
M3 KOTOPBIX 3 JIYHKU MCIIOJIB3YIOT JJIS IIOCTAHOBKH
KOHTPOJIEH.

2. XAPAKTEPUCTUKA HABOPA

2.1. Ilpusnun geicreus.

Mertos ompesiesieHusT OCHOBAH Ha TBEpPI0das-
HOM WMMYHO(EePMEHTHOM aHAaJIM3e C IIPUMEHEHH-
eM peKoMOMHaHTHOrO aHTUureHa. Bo Bpems miepBoii
WHKYOAINY, IPU HAJWYNU B HUCCIEIyEeMBIX 00paa-
ax MMMYHOIJI00yJImHOB Kiacca A k Mycoplasma
hominis, IPOUCXOOUT MX CBS3BIBAHHE C HMMMOOU-
JIM30BAHHBIM HA ITOBEPXHOCTH JIYHOK ILJIAHIIETa
pexomOuHaHTHEIM antureHom pl20 Mycoplasma
hominis. He cBsizaBiuiicss matepuas yaasoT OT-
MBIBKOH.

Ha BTopoii craguu artuTena k IgA uenosexa,
MeYeHHbIe TTePOKCHIA30M XpeHa (KOH»l02am), CBsi-
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3BIBAIOTCA C KOMILJIEKCOM «aHTHUIreH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCcTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COIEPIKAIINX KOMILJIEKCH «aH-
TUTEH-aHTUTEJION.

Peaxrmmio  ocramaBimBator  mobaBieHHMEM
crom-pearenra. Pesynprater MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OTITHYE-
ckyi1o miaotHocthb (OIl) B 1ByXBOJIHOBOM peskmMe:
OCHOBHOI (puiabTp — 450 HM, pedepeHc-puabTP —
B numanas3oue 620-650 M. omycruma permcrpa-
LUsA Pe3yJIbTaTOB TOJBKO ¢ (miabTpoMm 450 HM.
WuTeHCHBHOCTE KEITOTO0 OKPAIIMBAHUS IIPOIIOP-
ITUOHAJbHA KOJWYECTBY COMEPIKAIIMXCSI B HCCIIE-
IyeMoM o0pasiie MMMYHOIVIOOYJIMHOB Kjacca A K
Mycoplasma hominis.

ITocsie wm3MepeHUs OINTHYECKOM ILJIOTHOCTH
pacTBopa B JIYHKAX HA OCHOBAHUM PACCYUTAHHOIO
suauvenus OIl,,,, anamsupyembie oOpasiibl o1fe-
HUBAIOTCA KAaK II0JIOKUTEJIbHBIE, COMHUTEJIbHBIE
WU OTPULIATEJIbHBIE.

2.2. Cocras mabopa:
° IUIAHIIET Pa30OpHBIA ¢ UMMOOMIN30BAHHBIM PEKOM-
omnanTHEIM antureHom pl20 Mycoplasma hominis
— 1 mmr.;
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IIOJIOKUATEIbHBIM  KOHTPOJbHEIA  obpaserr  (Kt),
WHAKTUBUPOBAHHBINA — HA OCHOBE WHAKTUBUPOBAHHON
CBIBOPOTKY KPOBH YEJIOBEKA, COJIEPIKATIINI HMMYHOTJIO-
oynuubr kaacca A k Mycoplasma hominis — mpoapady-
Has "KUIKOCTD KpacHoro msera — 1 dr., 0,5 Mt
OTPULIATEIbHBIM  KOHTPOJbHEIM  obpaser; (K-,
WHAKTUBUPOBAHHBIN — HA OCHOBE MHAKTUBUPOBAHHON
CBIBOPOTKU KPOBU UYEJIOBEKA, He COMEPIKAIIUN UMMY-
Horo0yuHE Kiacca A k Mycoplasma hominis — mpo-
3pavHas KHUIKOCTH CBETJIO-KEJITOro Isera — 1 .,
1

KOH'BIOraT, KOHIIEHTpPAT — aHTuTejaa K IgA desoBeka,
MedYeHHbIe MEePOKCHUIA30M XpeHa — IPO3padvHas JKUJI-
KOCTh cuHero 1sera — 1 ¢r., 1,5 Mt

pactBop mia pasBemenus xoubiorara (PK) — Gecr-
BETHAS CJIETKA OMaJIeCIIUPYIOAas KUIKOCTh —1 dII.,
13 mum;

pacTBop Uit passesenus cbiBopoTok (PC) — mpospaunas
SKUIKOCTD 3KEITO-KpacHoro msera — 1 doit., 13 mur;
25-KpaTHBIA KOHIIEHTPAT PochaTHO-coIeBoro oydep-
Horo pacrtBopa ¢ TBuHOM (DCB-TX25) — mpospaunas
WJIA CJIETKA OMAJIeCIIUPYIoIiasi OecIiiBeTHAa s KUIKOCTD,
BO3MOKHO BEITIAJIEHUE OCAKA COJIEH, PACTBOPSIOIIE-
rocs mipu HarpeBauwu — 1 diI., 28 Mt

pactBop TMB — mpospaunHas OecliBeTHasT WJIH C $KeJI-
TOBATHIM OTTEHKOM KHIKOCTE — 1 poi1., 13 MuT;
CTOII-peareHT — Ipo3pavyHasi DecIiBeTHasT KUIKOCTDh —
1 da., 12 mut.
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Ha6op JOIIOJIHUTEJIbHO KOMIIJIEKTYETC:
* IIEHKOM JIJIA 3aKJIeMBAHUS ILIAHIIeTa — 3 IIIT.;
* BaHHOYKAMU JJIS peareHToB — 2 IIIT.;
* HaKOHEUYHMKAMU IJId nuireTku Ha 4—200 MK — 16 mrT.

3. AHANNMUTUYECKUE N OUATHOCTUYECKUE
XAPAKTEPUCTUKHN

3.1. PesysbprarT KayecTBEHHOIO OIIpejesie-
HUsT HAOOPOM WMMMYHOIJIOOYJIMHOB KJiacca A K
Mycoplasma hominis moJI3eH COOTBETCTBOBATD Tpe-
oosauusam CIIII (pee. Ne 05-2-178), BRI0OUAOLIEH
00pAa3IThl CBIBOPOTOK, COMIEPIKATIIHE CITeITN(IUIECKIE
IgA & Mycoplasma hominis: 9yBCTBUTEILHOCTD
mo mMmyHoryooyuHam kjgacca A x Mycoplasma
hominis — 100%.

3.2. PesyabraT KadecTBEHHOTO OIIpejesie-
HUA Ha00PpOM HMMYHOIJIOOYJIMHOB KJacca A K
Mycoplasma hominis DOJKeH COOTBETCTBOBATH
tpeboBarusim CIIIT (pee. Ne 05-2-178), BrIIHOUYA-
olIel 00pasiibl CHIBOPOTOK, He comepskainue IgA
K Mycoplasma hominis: crnenuUIHOCTDL II0
uMMyHOrJI00yanHaM EKjaacca A x  Mycoplasma
hominis — 100%.
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4. MEPbI NPEAOCTOPOXHOCTHU

[ToTennua bHBIN PUCK IPUMEHEHNs Habopa —
riacc 2a (Ilpuxaz M3 P® om 06.06.2012 Ne 4n).

[Ipu pabGore ¢ wmcceayeMBbIMH CBIBOPOTKAME
M KOHTPOJIBHBIMHK 00pas3iiaMu CjemyeT COOJIINATH
MepBHI IIPESOCTOPOKHOCTH, IIPUHATEIE IIPU pabore ¢
HOTEHITNAIbHO HH(PEKIIMOHHBEIM MATEPHIAJIOM:

* paboTaTh B PE3MHOBHIX IIEPUATKAX;

He IUIEeTUPOBATEL PACTBOPEL PTOM;

BCE MCIIOJIb30BAHHEIE MATEPUAJIbl Ie3WH-
duimpoBaTEL B COOTBETCTBHUU C TPeOOBAHUAMU
¢ CII 1.3.2322-08 or 01.05.08 u MV-287-113 or
30.12.98;

*  YTUIM3AIMI0 WM YHAYTOMKEHUE, Ie3WH-
deximo HabOPOB peareHToB cieayeT HPOBOIUTE B
coorBercTBuu ¢ CaulluH 2.1.7.2790-10 «Cauurap-
HO-JIHIEeMHOJIOTHYECKe TpeboBaHus K oOparre-
HHUIO ¢ MEIUIIMHCKUMEU oTxomamm» m MY-287-113
«MeToauueckue yKa3aHu 110 Te3UHQPEKIINT, IIPe-
CTEPUJIN3AIMOHHON OUYMCTKE U CTePUJIM3AIUNA H3-
e IUiA MEeIUIIMHCKOI0 HA3HAUYCHUI,

*
*
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5. OBOPYOOBAHUE U MATEPUAITbI

CrerxrpodoToMerp, II03BOJISIONIAN IIPOBOSUTH
M3MEePEeHUs OINTHUYECKOH IIJIOTHOCTH PacTBOPOB B
JIYHKAX IJIAHINeTa IpH JJIHHe BOJIHBI 450 HM w/
WJIN B JBYXBOJTHOBOM PEeyKUMe ITPU OCHOBHOI JJTH-
He BOJIHBI 450 HM U JIJTMHE BOJIHBEI CPABHEHUS B
guara3one 620—-650 mm;

TEPMOCTAT, IIOJJIEPKUBAIOIINU  TeMIepaTypy
(87£1) °C;
XOJIOTUIJTEHUK OBITOBOIL;

HUIETKHU II0JIyaBTOMATHUYECKHE OSHOKAHAIbHEIE
C IepeMEeHHBIM MJIN (PUKCHPOBAHHLIM 00HEMOM
CO CMEHHBIMH HAKOHEUYHHUKAMU, II03BOJISIOIINE
0TOMpPaTh 00BEMBI dKUAKOCTH OT 5 10 1000 MKJI;

MOHUIIETKA II0JIyaBTOMATHYECKAS MHOTOKAHAIbHAS
CO CMEHHBIMH HAKOHEUYHHUKAMH, II03BOJISIONIAA
orbupaTh 00BEMEL KUAKOCTEH 0T 5 10 300 MKJT;

IITPOMBIBOYHOE yCTpOfICTBO JJId IIJTaHIIIeTa;

IIepYaTKX MEOUIITMHCKHE IHAarHoCTHUYeCKHue O-
HOpAa30BEIE;

Oymara puIbTPOBAJIbHAS JIA00PATOPHAST;

IIUJIXHAP MEPHBIN 2-T0 KJIacca TOYHOCTH BMECTH-
mocthio 100 mur;

uarHAp BMecTuMOocTh0 1000 M,
BOJA QUCTUJIJINPOBAMHAT;

JIe3UHQUITUPYIOIIHUA PACTBOD.
D-4358



6. AHAIIM3UPYEMbIE OBPA3LibI

Jlomyckaercst wmcmosib3oBaHME 00pas3IoB, Xpa-
HuUBIHXCS 1Ipu TeMmirepatype (2—8) °C me dostee 5
CYTOK, JT00 mpu TeMmitepatype mumnyc (20+4) °C,
ecJi HeoOXo Mo OoJIee IIUTeIbHOe XpaHeHue.

CBIBOPOTKH, cojepskalyie B3BEIeHHBIE YaACTHU-
IBI, MOTYT JIaTh HEIPABWJILHBINA pedysabpTarT. Ta-
Kre o0pasIibl IIepe]l WCIIOJIb30BAHUEM CJIEIyeT
menTpudyruporats npu 3000 06/MuH B TeueHme
10—15 muHyT.

Henbss wmcmonb3oBaTh IIpopociine, T1eMOJIH-
3HUPOBAHHBIEC, THUIICPJIUIINIHBIE CBIBOPOTKHW HMJIN
IIoaBepraBiIrecdad MHOTOKPATHOMY 3aMOpaKuBa-
HWIO 1 OTTANBAHUIO.

7. NPOBEOAEHUE MMMYHO®EPMEHTHOIO
AHAJIN3A

7.1. BHUMAHHUE! TmareapHOE COOJIIIO-

JleHle OMHWCAHHBIX HUKE TPEeOOBAHUU IO3BO-
JauT n3deKarb HCKasKeHusa pedyiabratos UDA.

[lepen mocTaHOBKOM peakIIuKd BCe KOMIIOHEHTHI
Habopa HeoOXOIMMO BBHIAEPIKAThH HPU TeMIlepa-
Type (18-25)°C me meuee 30 MUHYT.

Jl1si IpUrOTOBJIEHNSI PACTBOPOB W IIPOBEIIEHUS
NDA cremyer mCIIONB30BATHL YHUCTYH MEPHYIO
IOCyy W aBTOMATHYECKHE ITUIIETKU C MOrPell-
HOCTBIO B3MepeHus 00bEMOB He Oostee 5%.
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Ilocie orbopa HeoOXOOHMMOIO  KOJIHMYECTBA
CTPUIIOB OCTABIIKECH CPA3y YIIAKOBATH B IIAKET C
ocyIInTesIeM. Y IaKOBAHHEIE CTPUIILL, ILJIOTHO 34-
KpPBITEIE DIIAKOHEL ¢ MCXOQHBIMUA KOMIIOHEHTAMN
xpauuTh mpu (2—8) °C.

PacrBop xombiorara B pabouem pasBemeHNH IOTO-
BUTH HEIIOCPEICTBEHHO IIepe ] NCII0Ib30BAHMEM.

Pacreop TMB roros mist ucnoss3oBanusa. Heob-
XOJIMMO WCKJIIOUUTH BO3IEHCTBHE IIPSIMOTO CBETA
ua pacrsop TMB.

Ilpu mpombiBKEe JyHKU (cmpuna, hiaHuiema)
3aITOJTHATH IIOJTHOCTHIO, He JIOITyCKas ITepesinBa-
HUS IIPOMBIBOYHOTO PACTBOPA Yepe3 Kpas JIYHOK,
W He KacasiCh JYHOK HAKOHEYHWUKOM ITUIIETKH.
Bpemst mesxay 3amosHeHmEM W OMTOPOKHEHWEM
JIYHOK JIOJIKHO OBITH He MeHee 30 CeKyH/I.

IIpu ucmob3oBaHUM ABTOMATHUYECKOTO I Pyd-
HOT'O IIPOMEBIBATENISI HEOOXOIUMO CJIEIUTH 34 CO-
CTOSTHUEM EMKOCTH JIJII IPOMBIBOYHOTO pacTBOpa
¥ COeIUHUTEJILHBIX IIIJIAHTOB: B HUX HE JIOJIKHO
OBITE «3apocToBy. Pas B Heero sejraTeIbHO EM-
KOCTh JIJIsT IIPOMBIBOYHOTO PaCTBOPA U IMIJIAHTU
unpombiBaThk 70% crrmprom.

He pomyckarh BBICEIXaHHS JIYHOK ILJIQHIIETA

MESKTY OTJeJIbHBIMU OTIePAITAIMH.

IIpu mocranoBke MDA mHemb3st HCIIOIB30BATH

KOMIIOHEHTHI M3 HAO0O0POB PA3HBIX CEpPUHl UInU
D-4358



D-43

CMEIINBATL WX IPHA IIPUTOTOBJICHUN PACTBO-
POB, KpoMe HeCIelupUIeCKNX KOMIIOHEHTOB
(@CB-Tx25), pacmeop TMDB, cmon-peazenm),
KOTOpEIE B3amMoa3aMeHsaeMbl B Habopax AQO
«Bexrrop-Becm.

[Tpu mpuroTorJieHUU PACTBOPOB W IIPOBEIEHUU
VDA crenyer UCIOIBL30BATHE OMHOPA30OBBIE HA-
KOHEUYHUKHU OJId ,Z[OGaTOpOB.

Ilocyny (sarnouku), ncmoyb3yeMble 4J1si padoThI
¢ pacrtBopamu KoHborata u TMDB, He o0pabaTsi-
BATh JEe3NHQUIINPYIOIMIUMY PACTBOPAMH U MOIO-
IIIAMU CPEJCTBAMHU.

B cayuae mOBTOPHOTO WCIOJIB30BAHUS ITOCYTY
(8anHOUKL) IS PACTBOPA KOH'BIOraTa IIPOMBITH
TIPOTOYHOU BOJOU U TIIATEJIBHO OIIOJIOCHYTH JIHC-
THJIJIMPOBAHHON BOHOM, OCYHy (8aAHHOUKL) NJIS
pactBopa TMB cpaay mocsie paboThl HEOOX0IH-
MO TTpoMBITH 50% pacTBOPOM ITHIJIOBOTO CIIUPTA,
a 3aTeM JUCTUJIJIMPOBAHHOM BOJIOH.

Jnsa nesuH@eRIMY moCcy bl U MAaTePUAJIOB, KOH-
TAKTUPYIOIIUX C HKCCJIEAYEMBIMU W KOHTPOJIb-
HBIMH 00pasIaMu, PEKOMEHIyeM HCII0JIb30BATh
Ie3NHMUIIMPYIONIFE CPEeICTBA, He OKAa3bIBalo-
Iie HEeraTUBHOIO BO3IEWCTBHS HA KaYECTBO
VDA, He comepskaliye akTUBHBIM KHCJIOPOL U
XJIOp, HAIpuMep, KOMOMHUPOBAHHBIE CPEICTBA
Ha ocHoBe YAC (uemeepmuurbix AMMOHUCBHLY

co%dunenuzj), CITUPTOB, TPETUUHBIX AMUHOB. »
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— Iunerku u pabodre TOBEPXHOCTH 00pabATHIBATH
ToJIbKO 70% pacTBopoM atmsioBoro ciumpra. He mc-
OJIE30BATH ITEPEKUCH BOJOPO/Ia, XJIOPAMUH U T.J1.

7.2. IlpuroroBjieHuEe peareHTOB.
7.2.1. IIpoMBIBOYHBII PaCTBOP.

Basbosrate COLIEPIKIMOe draxoHa c
OCB-Tx25. Ilpu BEImageHun ocagKa cojiell B KOH-
IleHTpaTe MIPOrpeThb ero Iepes] pasBeleHHeM 0
IIOJIHOT'O PACTBOPEHHUSA 0CATKA.

B cooTBercTBMM ¢ UYMCIIOM MCIIOJIb3YEMBIX
CTPHUIIOB  0TOOPATh HEO0XOAMMOe  KOJIMYECTBO
OCB-TX25 (em. mabauyy) 1 pa3BecTH JUCTUILIIN-
POBAHHOM BOIOH 10 YKA3aHHOI0O B TA0/IMIIE 00BEMA
niu cogepakumoe 1 puraxona — mo 700 .

Xparnenue: npu memnepamype (2-8) °C oo 72
©Qcos.

7.2.2. KourponbHbie 00pas3ubl.
Kourponbusie oopaamsr (Kt 1 K-) rorossr k uc-
0JIL30BAHUIO.

Xpanernue: npu memnepamype (2—8) °C ¢ me-
Yerle 6ce20 CPOKa 200HOCMU HaboPa.

7.2.3. PacrBop kKowborara B padouem
pa3BegeHUN.

Brnumanue! Jins pabomst ¢ komnoviocamom
perxoMendyem UChOSIb3080Mb 00HOPA308bLe HAKO-

HeUHUKU 0218 NUNEMOK.
12 D-4358



0'cL _ 0'LL | 0'0L _ 0'6 _ 0'8 _ 0', _ 0'9 _ 0's _ o'y _ 0'e _ 0'c _ 0L _ uw ‘gL doaLoed
gL dogaloed

o'zl | 0'tL JooL | 06 |08 | 0L |09 | 0S| ov | oe | oc| 0l LW d
. . . . . . . . . . . . W ‘(Led1HahHON)

43 [ 0L | 60| 80| L0]90]|So| Yo ]| €co]| o 1’0 Le1oiaLHOY

unHeaeased wahoged g eleloiaHoy edogaloed auHagoLoindy]

009 0SS | 00S | 0S¥ | 0O | 0SE | 00E | 0S¢ | 00C | OSL | OOL | OS un ‘etfoa
ot [elrg ot ot o ot ot or ot o ot [elrg BseHHegoduuLMLoN
144 144 0c 8l 9l 14 cl ol 8 9 14 4 U ‘GZx1-900

edoaloed oioHhogIanodu avHaLrgoLomndy|
a2 |uwl|ofe]s|s[ofs]|v]|e]z]

goumndid xiIanaAeqaLrousu 0g.199hU oy

goiHaIead eroxoed enuIroe],

13

D-4358



Brnuwmanue! Pacmeop kownoviocama 8 pabdo-
yeM pa36edeHul 20mosumb 68 NJAACMUKO80L 8QH-
HOuKe, 8x00Auell 8 cocmas Habopa, Henocpeo-
cmeerHo nepeo ucnosb3osanuem!

Ilepen mpuroroBIeHrEM pacTBOpa KOHbIOraTa
B paboueM pasBeeHuH He0OX0IMMO AaKKYPaTHO TIe-
peMelraTh, He JOIyCKas BCIEHUBAHWSA, COIEPIKU-
Moe (PJIAKOHOB C KOHIIEHTpaTOM KoHbiorata u ¢ PK.

B miacTUKOBYI0 BAHHOYKY BHECTH He00XO.IH-
moe koamdectBo PK, mobaBuTh cooTBercTByIOIIEE
KOJIMYECTBO KOH'BIOraTa (cm. mabaiuly) i akKypar-
HO IIepeMelaTh IMUIIeTUPOBAHUEM JI0 IIOJIYUCHUS
PABHOMEPHOTO OKPAIIUBAHMA.

7.2.4. Pacrteop TMB.

Brumanue! Pacmeop TME 2omos k ucnoJio-
30sanurw. Heobxooumo uckniiouums sozoeticmaeue
ceema na pacmaop TMB.

HermocpeacTBenHo 1epes  HMCIIOJIB30BAHHEM
0T00pPAaTh B IIACTUKOBYI BAHHOYKY TOJIBKO HEO00-
XOIMMO€ B COOTBETCTBUH C YMCJIOM HCIIOJIb3yEeMBbIX
CTPHUIIOB KoamdecTBo pacrBopa TMB (ecm. mabnu-
uy). Ocratku pacrsopa TMB u3 BamHOUKHM yTH-
JIM3UPOBATE (He CAUBAMD 80 (PJIAKOH C UCXOOHbIM
pacmeopom TMB).

Xpanernue: npu memnepamype (2-8) °C ¢ me-
YyeHue 8ce20 cpoKa 200HoCcmu Habopa.
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7.3. IlpoBenenne amanusa.

7.3.1. IloaroroBuTs HEOOXOOMMOE KOJIMYECTBO
ctpuroB K pabore. Ocrasirmecss — cpasy yIrakoBaThb
BO m3beskaHme I'yOUTeIHBHOTO0 BO3IEeMCTBUS BJIATH.
JIJIst 3TOro CTPUIIBI IOMECTUTDL B Ied)JIeHOBBIM IIa-
KeT C BJIATOHOIJIOTHUTEJIEM, TIIATEJIbHO 3aKpPBITH
HaKeT IJIACTHKOBOM 3aCTEMKKOM. YIIaKOBAHHBIE
TaKKM 00pas3oM cTpunbl Xpauuthk mpu (2—8) °C mo
KOHIIA CPOKa TOTHOCTH Habopa.

[TpuroroBUTEH IIPOMBIBOYHEINA pacTtBop (n. 7.2.1),
KOHTPOJIBHBIE 00pasisl (1. 7.2.2).

7.3.2. Ilepen mocramosroir MDA nyHKHU cTpu-
OB IIPOMBITH OJIMH Pa3 IIPOMBIBOYHBIM PACTBOPOM,
3aJIMBast B KAKIYI0 JIYHKY 110 400 MKJI IIPOMBIBOYHOTO
pactBopa. I[lo ncrevenrn 5 MUH pPacTBOp aKKypaTHO
VIAJIUTH B COCY/T C JE3UH(HUIMPYIONIM PACTBOPOM.

ITo oxoHYaHWM ITPOMBIBKH HEOOXOIHUMO TIIA-
TEJIbHO YAAJIUTH BJIATY M3 JIYHOK, IIOCTYKHUBAS TIe-
PEBEPHYTHIMH CTPUIIAMH II0 CJIOKEHHOM B HECKOJIb-
KO CJIOEB (pUJILTPOBAJIBbHONI Oymare. He donyckamb
BLLCLIXAHUSL JIYHOK CMPUNOE MexcO0yY 0MOeSIbHbLMU
ONepaUAMU NPU NOCMAHOBKE PEAKUUL.

7.3.3. Bo Bce smymrku cTpunoB BHecTH 110 80 MKJT
PC. B oguy nyury suectu 20 mra K, B n1Be apy-
rue syaku mo 20 M K™, B ocranbHble TyHKH — 110
20 MKJI HCCIeayeMBIX OOpPAa3IioB, IOJIydas Ta-
KuM o0pa3om, pasBegenue 1:5. Buecenue 00pasiios
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JOJI3KHO COITPOBOYKIATHCS AKKYPATHBIM ITePeMeTITH-
BaHueM (nunemuposanue He mernee 4 pasz). He mo-
IyCKATh BCIEHWBAHUSA W KACAHUs HAKOHEYHUKOM
ITHA ¥ CTEHOK JIYHKH.

JIlyHku 3axjenTh IUIEHKOM W HMHKYOMPOBATDH
mpu temieparype (37+1) °C 30 mumyT.

3a 5 MUH 10 OKOHYAHUSI UHKYOAIIUY IIPUTOTO-
BUTH PACTBOP KOHBIOTATa B paboueM pa3BeIeHUN.

7.3.4. Ilo okoHUAHNY MHKYOAIIUH COIEPIKIIMOE
JIYHOK cOOpaTh B COCY[ C Ie3WH(MUITUPYIOIIHM Pac-
TBOPOM, ITPOMBITH JIYHKU CTPHUIIOB 5 Pa3 IPOMBIBOY-
HBIM PAacTBOPOM U TIIATEJIFHO YIAJIUTH BJIATY.

Bruwmanue! Kajxcoyio iynky npu npomviéKe He-
00x00UMO 3anoiHAMb nosiHocmvio (400 mx npombi-
80un020 pacmeopa,). Heobxooumo dobusamucs nosiHo-
20 ONOPONCHEHUS, JIYHOK NOCTIe KANCO020 UX 3AN0JIHe-
Hus. Bpemsa medxcoy sanonneruem u onopocrneruem
JLYHOK 00J1/CHO Obimb He meree 30 ceKyHO.

7.3.5. Bo Bce myrxu rutasmera Baectw 110 100 MK
pacrBopa KOHbIOrara B padoyem pa3Be/ieHuun.

Brnuwmanue! Jlns enecenus pacmeopa
KOHBI02ZAMA 8 Pabouem Pa3dedeHUl UCNOJIb308AMb
NJAACMUKOB8YI0 8AHHOUKY U OOHOPA306ble HAKO-
HeUHUKU, 6X00AWUe 8 COCNAE HAbOPA.

3akgenTs JYHKM IUIEHKOM M MHKYOMPOBATH
mpu temreparype (37+1) °C 30 munyT.
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[To oxoHUaHWN MHKYOAIMU COIEP:KUMOE JIy-
HOK COOpaTh B COCY/ C Je3UH(PULIMPYIOIINM PACTBO-
POM, JIVHKH IPOMBITH 5 pa3 IPOMBIBOYHEIM PACTBO-
POM M YIOAJIUTE BJIATY, KAK OIMCAHO BBIIIIE.

7.3.6. Bo Bce nyuku Buectu mo 100 Mk pac-
tBopa TMB.

Brumanue! Jlns snecenus pacmeopa TMB
UCNROJIL308AMb NJIACMUKOBYH) 6AHHOUKY U OOHO-
Pa306vie HAKOHEUHUKU, 6X00auULUe 8 COCMAB HA-
bopa.

CTpunbl OMECTHUTH B 3AIMUIIEHHOE OT CBETa
mecto pu Temireparype (18-25) °C ma 30 munyT.

7.3.7. OCTaHOBUTL peaKIHI0 J00ABJIEHHEM BO
Bce JyHKU 1m0 100 MKJI cTOI-peareHTa M 4depes
2—3 muHyTH n3meputsb OI1.

Cnedyem  usbecamv  nonadanus  CmMon-
peazenma Ha 00exc0y U OMKDPbLMbLE YUACMKU
mena. Ilpu nonadanuu — npomovimos 60bULUM KO-
JLUUECmE0M 800bL.

8. PETUCTPALIUA PE3YIILTATOB

Pesymprater MDA peruvcrpupoBaTh ¢ IIOMOIIBIO
crrexrpoporomerpa, uamepsas OIl B nByxBosrHOBOM
peskmMe: ocHOBHOM (myibTp — 450 HM, pedeperc-
dmsTp — B quamasorne 620—650 um. Jomycruma pe-
THUCTPAIINS PE3yJIbTATOB TOJIBKO ¢ (pryibTpoM 450 HM.

BriBenenme crexTpodoTomerpa Ha HyJIEBOM

YPOBEHB («ON1QHK)) OCYIIECTBIISATD 110 BO3IYXY.
D-4358 17



9. YYET PE3YINLTATOB PEAKLINU

9.1. PesynbraThl MCCIEIOBAHUNA YYUTHIBATD
TOJIBKO IIPU COOIIONEHUH CIEIYIONIUX YCIIOBIIMA:

— cpenuee sgauenne OII B nyHrax ¢ orpuma-
TeJILHBIM KOHTPOJILHBEIM oOpasitom He Oosiee 0,25
(OII, K~ <0,25).

— smavenne OIl B JyHKe ¢ IIOJIOMKHUTEILHBIM
KOHTPOJILHBIM 00pasiioM He meree 0,6 (OTTK+ > 0,60).

Brruncimints kpuTUYECKOE 3HAYEHUE OITH-
geckoii mirorHoctu (OIL, ;) 1o bopmyire:

Onxpum = Oncp(R_) +0,3,
rae OII,(K") — cpennee snauenme OII nya
OTPHULIATEIFHOT0 KOHTPOJILHOTO 00paalia.
VcenemyeMsiii 00paselr OLeHUTh KaK:

— OTPULIATEJIbHBIN, T.e. HE COIepsKaIlUil
IgA & Mycoplasma hominis, eciiu IIOJIyYeHHOE JIJIs
uero sHavenue Oll,q, < OIl,,,, —0,05;

— IOJIOKUTEJIbHBIN, T.e. comepskamuit IgA
Kk Mycoplasma hominis, ecu sHadenue Oll,q, >
OIL,,ym + 0,055

— comuurenbubii, ecnim Oll,,, — 0,05 <
OHo6p < OHHpum+ 0,05.
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10. YCNIOBUA XPAHEHUA U SKCNNYATALUN
HABOPA

10.1. TpancropTrpoBanme HaAbOPa TOJIHKHO IPO-
BomuThest Tipu Temrepatype (2—8) °C. Jlomyckaercst
TPaHCIOPTUPOBaHMe ITpu Temireparype a0 25 °C He
6ostee 10 cyTok. 3amMopaskuBaHNe He JOIMYCKACTCS.

10.2. Xpamenume HaOOpa B yHAKOBKE IIpej-
MIPUATHAS-U3TOTOBUTEJIST JOJLKHO ITPOU3BOTUTHCS
mpu Temmeparype (2—-8) °C. 3amopaskupamue He
JIOITYCKAETCSI.

10.3. Cpox rogHocTH Habopa peareHToB — 12
MECSIITER CO JTHS BBIIYCKA.

11. TAPAHTUWHBIE OBA3ATENBLCTBA

11.1. TlpomsBomguTesib TapaHTUPYET COOT-
BETCTBHE BBIIMYCKAEMBIX H3JeJIUll TPeOOBAHUIM
HOPMATUBHOU U TEXHUYECKON JOKYMEHTAITUH.

Besomacuocts 1 xavecTBo n3aeyind rapaHTHh-
PYIOTCA B Te€UEHHE BCETr0 CPOKA I'OJHOCTH.

11.2. IlponsBoguTe b OTBEUAET 34 HEIOCTATKH
u3aesns, 3a UCKIYeHreM Jed)eKTOB, BOSHUKIITUX
BCJIeACTBUE HAPYIIIeHUs IIPaBUJI I0JIB30BAHUS, yC-
JIOBUH TPAHCIIOPTUPOBAHUS U XpPAHEHUS, JIM00 Jeii-
CTBUS TPETHUX JIUI, JTUO0 HEIIPEOJOTUMOM CUJTHI.

11.3. IIpomsBoauTesib 006s13yeTCsT 3a CBOM CUET
3aMEHUTh U3JeJINe, TeXHUYeCKHe U PYHKITTOHAIb-

D-4358 19



HBIEe XapPaKTePUCTUKHU (nompedumenvckue Cceoli-
cmea) KOTOPOro He COOTBETCTBYIOT HOPMATUBHOM U
TeXHUYIECKOU JOKYMEHTAIINH, eCJIU YKa3aHHbIE He-
JIOCTATKU SIBUJINCH CJIEJICTBHUEM CKPBITOTO JTedeKTa
MaTepuasioB WX HEKAYEeCTBEHHOI'O0 M3TOTOBJIEHUS
U3[IeJIUS IIPOU3BOIUTEIIEM.

Ilo sonpocam, rkacarnuumcs Kauecmaea Ha-
6opa «Mycoplasma hominis-IgA-UDA-BECT»,
obpawamucsa 8 AO «Bexmop-Becm» no adpecy:
630117, e. Hosocubupck-117, a/s 492,
men.: (383) 832-92-49, 227-60-30;
men./pakc: (383) 332-94-47, 332-94-44;

E-mail: plkobtk@uector-best.ru

OOMOJNIHUTENbHAA NH®OPMALIUA
ANns NOTPEBUTENEN:

— Habop pearenToB mpemHasHaveH OJig IIpodec-
CHOHAJILHOTO IIPUMEHEHUS U JTOJIKEH UCIT0JIb30-
BATHCS 00YUYEHHBIM IIEPCOHAJIOM;

— Ilpu wucmonbzoBaHum HabOpa 00pPa3yIOTCS OT-
xomel KiaaccoB A, B u I', xoroprie xiaaccudmiim-
PYIOTCA ¥ YHUUYTOMXKAIOTC (YMUJIUSUPYIOMCA)
B coorBerctBum ¢ CamlluH 2.1.7.2790-10 «Ca-
HUATAPHO-3IIHAIEMUOJIOTAUECKIIE TpeboBaHuI
K O0OpallleHu0 ¢ MEeIUIIMHCKHUMU OTXOIAMIN».
JleauHperimo Ha00POB CIIEAyeT IIPOBOJUTE II0

20 D-4358



MV-287-113 «Meroguueckne ykasaHWs IIO [e-
3UHQEKIINH, IIPeICTePUIN3AIINOHHON OUNCTKE 1
CTEPUJIN3AITUN U3IEJTUH MeIUIIMHCKOTO Ha3Ha-
UEHUSY;

— TpeboBaunsa 0€30IIaCHOCTA K MEIUIIMHCKUAM JIa-
6oparopusam npusegensl B [OCT P 52905-2007;

— He mpumensaTts Habop peareHTOB IO Ha3HAYe-
HUIO TI0CJIe OKOHYAHUS CPOKA TOJHOCTH;

— TpancmopTupoBaHme TOIKHO TPOBOIUTHCS BCe-
MU BUJAMHU KPBITOTO TPAHCIIOPTA B COOTBETCTBUH
C IpaBWJIAMH IIePeBO30K, IeHCTBYOIIUMH Ha
TpaHCIIOPTe JAaHHOI'O BUIA.

— IlpomsBomuTesib TAaPAHTUPYET COOTBETCTBUE BHI-
IyCKaeMbIX H3JeJIMA TpeOOBAHUSIM HOPMATHUB-
HOU U TEXHUYECKOUN JOKYMEHTAIIUN.

D-4358 21
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Cxema aHanun3a D-4358

OATOTOBUTE # IPOMBIBOYHBIN pactsop (n. 7.2.1)
1o 20 mra K, K~
¥ MCCIeAyeMBbIX 00pa3noB

PacTBOpP KOHBIOraTa

R
5 pa3
HPOMBIBKA o 400 mMx
BHECTH 1o 100 MK pacTBOpa KOHBIOTATa
B paGoueM pasBeeHuU

=
| mo 100 MKk crom-peareHTa |
L
crnexkTpogoToMeTpupoBaHUe
perucrpanua ,IZ'.>| 450 HM/620 HM |
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I'PAOMYECEKNE CMMBOJIBI

Homep no katanory

MeagnumHckoe
napenvie

ONs1 ANarHocTukm
in vitro

CO,EI,ep)KI/IMOFO [0CTaToO4YHO
Ona nposeneHnA
N Konn4yectea TeCTOB

>

He ctepunbHo

TemnepaTtypHbIf

Lor] | Koa naptym 1 AvanasoH
[ata narotoBnenmst: XXXX-XX-XX
dopmart aaTbl: rog-MecsiL-41cro d Wsrotosutens
UE ObpartuTecb

Mcnonb3oBaTb 40: XXXX-XX-XX

dopmart aaTbl: rog-MecsiL-41cro

K IHCTpyKUmMK
no NPUMEHEHWIO

> 00 [ |«

OctopoxHo! O6paTutech kK MIHCTPYKLMM MO NPUMEHEHMIO

Koncynbmayuio cneyuanucma no pabome ¢ Ha-
OOPOM MONCHO NOJLYUUMD N0 met.: (383) 332-81-44.

D-4358

18.04.16
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AKUMOHEPHOE OBLUECTBO
«BEKTOP-BECT»

MesxayHapoaHeIil cepTuQUKAT
ISO 13485

Ham agpec: 630117, HoBocubupck-117, a/s 492

Ten.: (383) 332-37-58, 332-37-10, 332-36-34,
332-67-49, 332-67-52

Ten./dpaxrc: (383) 227-73-60 (MHOrOKaHAIbHBII)

E-mail: vbmarket@vector-best.ru
Internet: www.vector-best.ru



BEKTOP

vE/E/C/T/:

Habop peareHTOB
AN UMMYHOPEPMEHTHOIO
BbISIBIIEHNS UIMMYHOro0ynMHOB
knacca G k Mycoplasma hominis

MHCTPYKUWMNA NO NPUMEHEHWIO

YmeepxdeHa 10.12.2014

HABOP PEAFEHTOB

Mycoplasma hominis — IgG —

UDA - BECT
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1. HASHAYEHME

1.1. HaGop peareHToB mpegHasHAYeH [IJIs
BbIBJIeHUST nMMyHoryI00yanaoB Ki1acca G (IgG) x
aurureny pl120 Mycoplasma hominis B CBIBOPOTKE
(nniazme) KpoBU YeJIOBEKA W MOYKET OBITH HCITOJIb-
30BaH B KIMHUYECKHUX U JIUIEMUOJIOTTIECKUX HC-
CIIeIOBAHUAX.

1.2. Habop pearenToB paccuuTas Ha IPOBee-
Hre 96 aHAJIM30B, BKIIIOYASI KOHTPOJIH. B0O3MOMKHEI
12 mesaBucuMbIx mmocTaHoBOK MDA, mpu kaskmoi
M3 KOTOPBIX 3 JIYHKU MCIIOJIB3YIOT JJIS IIOCTAHOBKH
KOHTPOJIEH.

2. XAPAKTEPUCTUKA HABOPA

2.1. Ilpusnun geicreus.

Mertos ompesiesieHusT OCHOBAH Ha TBEpPI0das-
HOM WMMYHO(EePMEHTHOM aHAaJIM3e C IIPUMEHEHH-
eM peKoMOMHaHTHOrO aHTUureHa. Bo Bpems miepBoii
WHKYOAINY, IPU HAJWYNU B HUCCIEIyEeMBIX 00paa-
max mMmyHOTI00ymHOB Kiaacca G k Mycoplasma
hominis, IPOUCXOOUT MX CBS3BIBAHHE C HMMMOOU-
JIM30BAHHBIM HA ITOBEPXHOCTH JIYHOK ILJIAHIIETa
pexomOuHaHTHEIM antureHom pl20 Mycoplasma
hominis. He cBsizaBiuiicss matepuas yaasoT OT-
MBIBKOH.

Ha Bropoii craguu aaturesna k IgG uenosexa,
MeYeHHbIe TTePOKCHIA30M XpeHa (KOH»l02am), CBsi-
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3BIBAIOTCA C KOMILJIEKCOM «aHTHUIreH-aHTuTeao». He
CBSI3aBIIUNCS KOHBIOTAT yYaaJIdgamnT OTMBIBKOM.

Bo Bpemst TpeThe#l MHKyOAIMU C PaCcTBOPOM
TeTpaMeTUI0CH3UINHA TPOUCXOIUT OKPATIINBAHIE
pacTBopa B JIyHKAX, COIEPIKAIINX KOMILJIEKCH «aH-
TUTEH-aHTUTEJION.

Peaxrmmio  ocramaBimBator  mobaBieHHMEM
crom-pearenra. Pesynprater MDA peructpupyior
C TIOMOIIIBIO CIIEKTPOdOTOMETPA, U3MEPSISI OTITHYE-
ckyi1o miaotHocthb (OIl) B 1ByXBOJIHOBOM peskmMe:
OCHOBHOI (puiabTp — 450 HM, pedepeHc-puabTP —
B numanas3oue 620-650 M. omycruma permcrpa-
LUsA Pe3yJIbTaTOB TOJBKO ¢ (miabTpoMm 450 HM.
WuTeHCHBHOCTE KEITOTO0 OKPAIIMBAHUS IIPOIIOP-
ITUOHAJbHA KOJWYECTBY COMEPIKAIIMXCSI B HCCIIE-
IyeMoM 00pasiie MMMYHOTJI00yIMHOB KJacca G K
Mycoplasma hominis.

ITocsie wm3MepeHUs OINTHYECKOM ILJIOTHOCTH
pacTBopa B JIYHKAX HA OCHOBAHUM PACCYUTAHHOIO
suauvenus OIl,,,, anamsupyembie oOpasiibl o1fe-
HUBAIOTCA KAaK II0JIOKUTEJIbHBIE, COMHUTEJIbHBIE
WU OTPULIATEJIbHBIE.

2.2. Cocras mabopa:
° IUIAHIIET Pa30OpHBIA ¢ UMMOOMIN30BAHHBIM PEKOM-
omnanTHEIM antureHom pl20 Mycoplasma hominis
— 1 mmr.;
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IIOJIOKUATEIbHBIM  KOHTPOJbHEIA  obpaserr  (Kt),
WHAKTUBUPOBAHHBINA — HA OCHOBE WHAKTUBUPOBAHHON
CBIBOPOTKY KPOBH YEJIOBEKA, COJIEPIKATIINI HMMYHOTJIO-
oysmubl kinacca G k Mycoplasma hominis — mmpo3pad-
Has "KUIKOCTD KpacHoro msera — 1 dr., 0,5 Mt
OTPHIIATEJIbHBIA  KOHTPOJILHEIA  obOpasern (K-),
WHAKTUBUPOBAHHBIA — HaA OCHOBE HWHAKTUBUPO-
BAHHOM CHIBOPOTKH KPOBU YeJOBEKa, HE COJepIKa-
mui uMMmyHoryo0ynuabl kiracca G k Mycoplasma
hominis — mpo3pavyHasi KUIKOCTH CBETJIO-3KEJITOTO
nsera — 1 ., 1 mu;

KOHBIOraT, KOHIleHTpaT — aHTuTena K 1gG desoBeka,
MedYeHHbIe MEePOKCHUIA30M XpeHa — IPO3padvHas JKUJI-
KOCTh cuHero 1sera — 1 ¢r., 1,5 Mt

pactBop mia pasBemenus xoubiorara (PK) — Gecr-
BeTHASI CJIETKA OIaJIeCIUPYIONas IKUIKOCTD —
1 1., 13 mu;

passomsmii Oydep s cesoporok (PBC) — mpospaunas
SKHIKOCTD KpacHoro msera — 1 ¢, 13 Mt

25-KpaTHBIA KOHIIEHTPAT PochaTHO-coIeBoro oydep-
Horo pacrtBopa ¢ TBuHOM (DCB-TX25) — mpospaunas
WJIA CJIETKA OMAJIeCIIUPYIoIiasi OecIiiBeTHAa s KUIKOCTD,
BO3MOKHO BEITIAJIEHUE OCAKA COJIEH, PACTBOPSIOIIE-
rocs mipu HarpeBauwu — 1 diI., 28 Mt

pactBop TMB — mpospaunHas OecliBeTHasT WJIH C $KeJI-
TOBATHIM OTTEHKOM KHIKOCTH — 1 oJ1., 13 MuT;
CTOII-peareHT — Ipo3pavyHasi DecIiBeTHasT KUIKOCTDh —
1 da., 12 mut.

D-4352 5



Ha6op JOIIOJIHUTEJIbHO KOMIIJIEKTYETC:
* IIEHKOM JIJIA 3aKJIeMBAHUS ILIAHIIeTa — 3 IIIT.;
* BaHHOYKAMU JJIS peareHToB — 2 IIIT.;
* HaKOHEUYHMKAMU IJId nuireTku Ha 4—200 MK — 16 mrT.

3. AHANNMUTUYECKUE N OUATHOCTUYECKUE
XAPAKTEPUCTUKHN

3.1. PesynbraT KadecTBEHHOIO oIpejeJie-
HusT HabOpOM WMMYyHOTJIOOyMHOB Kiaacca G K
Mycoplasma hominis moJI3eH COOTBETCTBOBATD Tpe-
oosauusam CIIII (pee. Ne 05-2-176), BRIHOYAOLIEH
00pAa3IIbl CEIBOPOTOK, COJIePIKAIIie CelnUIecKre
IgG & Mycoplasma hominis: 9yBCTBUTEIBHOCTD
mo mMmmyHorsiobyuaam kiacca G ¥ Mycoplasma
hominis — 100%.

3.2. PesyabraT KadecTBEHHOTO OIIpejesie-
HusT HaObOpOM WMMYyHOTJIOOyIWHOB Kiaacca G
Mycoplasma hominis DOJKeH COOTBETCTBOBATH
tpeboBarusim CIIIT (pee. Ne 05-2-176), BERIIO-
JafoIrel 00pasIfkl CHIBOPOTOK, HE COMep:Kkalme
IgG ® Mycoplasma hominis: cneuuPpUIHOCTH
mo umMmyHoraobynuuaaMm kjacca G x Mycoplasma
hominis — 100%.
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4. MEPbI NPEAOCTOPOXHOCTHU

[ToTennua bHBIN PUCK IPUMEHEHNs Habopa —
riacc 2a (Ilpuxaz M3 P® om 06.06.2012 Ne 4n).

[Ipu pabGore ¢ wmcceayeMBbIMH CBIBOPOTKAME
M KOHTPOJIBHBIMHK 00pas3iiaMu CjemyeT COOJIINATH
MepBHI IIPESOCTOPOKHOCTH, IIPUHATEIE IIPU pabore ¢
HOTEHITNAIbHO HH(PEKIIMOHHBEIM MATEPHIAJIOM:

* paboTaTh B PE3MHOBHIX IIEPUATKAX;

He IUIEeTUPOBATEH PACTBOPEL PTOM;
BCE WCIIOJIb30BAHHEIE MATEPUAJIBI IEe3UH-
duimpoBaTh B COOTBETCTBHUM C TPeOOBAHHSIMN
¢ CII 1.3.2322-08 or 01.05.08 mw MVY-287-113 or
30.12.98;

¥  YTUIM3AIMI0 WM YHAYTOKEHUE, Ie3WH-
dex1mio HabOpOB peareHToB CJIeayeT IPOBOIUTH B
cooreercTBuu ¢ CaulluH 2.1.7.2790-10 «Cauurap-
HO-JIHIEeMHOJIOTHYECKe TpeboBaHus K oOparre-
HUIO ¢ MEIUIIMHCKUMEK oTxomamm» m MY-287-113
«Metomudueckre yRa3aHU 110 Ne3NHQEKIINH, IIpe/I-
CTePHMJIN3AIIMOHHON OYMCTKE U CTEPHJIN3AIINN W3-
OeJINH MeIUITMHCKOI0 Ha3HAUYCHUI).

*
*
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5. OBOPYOOBAHUE U MATEPUAITbI

CrerxrpodoToMerp, II03BOJISIONIAN IIPOBOSUTH
M3MEePEeHUs OINTHUYECKOH IIJIOTHOCTH PacTBOPOB B
JIYHKAX IJIAHINeTa IpH JJIHHe BOJIHBI 450 HM w/
WJIN B JBYXBOJTHOBOM PEeyKUMe ITPU OCHOBHOI JJTH-
He BOJIHBI 450 HM U JIJTMHE BOJIHBEI CPABHEHUS B
guara3one 620—-650 mm;

TEPMOCTAT, IIOJJIEPKUBAIOIINU  TeMIepaTypy
(87£1) °C;
XOJIOTUIJTEHUK OBITOBOIL;

HUIETKHU II0JIyaBTOMATHUYECKHE OSHOKAHAIbHEIE
C IepeMEeHHBIM MJIN (PUKCHPOBAHHLIM 00HEMOM
CO CMEHHBIMH HAKOHEUYHHUKAMU, II03BOJISIOIINE
0TOMpPaTh 00BEMBI dKUAKOCTH OT 5 10 1000 MKJI;

MOHUIIETKA II0JIyaBTOMATHYECKAS MHOTOKAHAIbHAS
CO CMEHHBIMH HAKOHEUYHHUKAMH, II03BOJISIONIAA
orbupaTh 00BEMEL KUAKOCTEH 0T 5 10 300 MKJT;

IITPOMBIBOYHOE yCTpOfICTBO JJId IIJTaHIIIeTa;

IIepYaTKX MEOUIITMHCKHE IHAarHoCTHUYeCKHue O-
HOpAa30BEIE;

Oymara puIbTPOBAJIbHAS JIA00PATOPHAST;

IIUJIXHAP MEPHBIN 2-T0 KJIacca TOYHOCTH BMECTH-
mocthio 100 mur;

uarHAp BMecTuMOocTh0 1000 M,
BOJA QUCTUJIJINPOBAMHAT;

JIe3UHQUITUPYIOIIHUA PACTBOD.
D-4352



6. AHAIIM3UPYEMbIE OBPA3LibI

— Jlomycraercs HCIIOJIb30BAHUE 00pasIoBs,
XpaHHUBIMHUXCS IIpu Temiepartype (2-8) °C mHe
Gosee 5 cyTok, anbO0 HpU TeMIEpaType MUHYC
(20+4) °C, ecsmz HeoOX0aMMO 0oJIee NJIUTEIbHOE
XpaHeHue.

— ChBIBOpOTKH, cojepskallyie B3BEIeHHBIE YaCTHU-
IBI, MOTYT JIaTh HEIIPABUJILHBINA pedysabpTarT. Ta-
Kre o0pasIbl IIepel WCIIOJIb30BAHUEM CJIEIyeT
nenTpudyruporats npu 3000 06/MuH B TeueHme
10—15 munHyT.

— Henpss wcmonn3oBaTh IIpopociimne, T1eMOJIH-
3HUPOBAHHBIEC, THUIICPJIUIINIHBIE CBIBOPOTKHW HJIN
IIoaBepraBiIrecdad MHOTOKPATHOMY 3aMOpaKuBa-
HHWIO 1 OTTANBAHUIO.

D-4352 9



7. NPOBEAEHUE MMMYHO®EPMEHTHOIO
AHAIU3A

7.1. BHUMAHHUE! TmarenbHOE COOGJIIO-

IJeHHe OMHCAHHBLIX HHUKe TPeOOBAaHUU MO3BO-
auT n3bdeskaTh HCKakeHus pedyabratoB MDA,

10

Ilepen mocTaHOBKOM peakiimy BCe KOMIIOHEHTHI
Habopa HeOOXOOMMO BBIIEPIKATH IIPU TeMIlepa-
type (18-25)°C ue menee 30 MUHYT.

JIJ1sT TpUTOTOBJIEHUS PACTBOPOB M IIPOBEICHUS
N®A cnenyer HCIIOIB30BATH YHCTYI0 MEPHYIO
TOCYZly M aBTOMATHYECKHE MHUIETKHA C IIOTPeIl-
HOCTBIO U3MepeHus 00bEMOB He bostee 5%.

Ilocme orbopa HeEoOXOOZHMMOIO  KOJIMYECTBA
CTPHUIIOB OCTABIINECS CPA3y YIIAKOBATDH B IAKET C
ocyurmuresaeM. Y IaKOBAHHBIE CTPHUIILL, ILJIOTHO 34-
KpPBITEIEe DIIAKOHEL ¢ MCXOQHBIMUA KOMIIOHCHTAMN
xpauuTh 1npu (2—8) °C.

PactBop xombiorara B paboueMm pasBeIeHnH TOTO-
BUTH HEIIOCPEICTBEHHO IIepe ] NCIIOIb30BAHIEM.

Pacreop TMB roros mist ucrosrb3oBanusi. Heo0-
XOJIMMO WCKJIIOUUTH BO3IEHCTBHE IIPSIMOTO CBETA
Ha pactsop TMB.

IIpu TpoMEBIBKE JIYHKH (cmpuna, NJaaGHUEma)
3aIT0JIHATH ITOJTHOCTHIO, He JIOIyCKAas ITepesinBa-
HUS IIPOMBIBOYHOTO PACTBOPA Yepes3 Kpast JIYHOK,
W He KacasiCh JIYHOK HAKOHEYHWKOM ITHIIETKH.

D-4352



BpeMH MeXKOAYy 3allOJIHEeHKHEeM H OIIOPOKHEHMEM
JIYHOK OOJIZKHO ObITH He MeHee 30 CeKYH/I.

— Ilpu ncmosrb30BaHUHU aBTOMATHYECKOTO UJIH PYU-
HOT'O IIPOMBIBATEISI HEOOXOIUMO CJIEIUTH 3a CO-
CTOAHUEM €MKOCTH IJII IPOMBIBOYHOTO PACTBOPA
¥ COETMHUTEJbHBIX IIJIAHTOB: B HUX HE JOJIKHO
OBITH «3apocToB». Pa3 B HemesIo sKeIaTeIbHO EM-
KOCTH JJI ITPOMBIBOYHOTO PACTBOPA U IIIJIAHTHU
apombrBaTh 70% compTom.

— He pmomyckaTth BBICBIXAQHHS JIYHOK ILTaHIIETa
MEKIY OTJAEeJIbHBIMU OTIePATTHSIMHU.

— ITpu mocranoBke MDA Henb3s HCIOJIL30BATH
KOMIIOHEHTBI 13 HAOOPOB PA3HBIX CEPUU WJIU
CMEIUBATh WX IIPU I[IPUTOTOBJIEHUHM PACTBO-
POB, KpoMe HecHelnpUIecKuX KOMIIOHEHTOB
(OCB-Tx25), pacmeop TMDB, cmon-peacenm),
KOTOpBIe B3amMo3aMeHseMbl B Habopax AQO
«Bexkrop-Becm».

— Ilpu IpUroTOBJIEHUN PACTBOPOB M IIPOBEICHUM
N®A citeqyer mciosb3oBaTh OJHOPA30BbIE Ha-
KOHEGUHUKH ]I I03aTOPOB.

— Ilocyny (sanmnouKw), HCTIOJIB3yeMbIE 11 pabOThI
¢ pacrBopamu kKouboorara u TMB, e odpabdarsi-
BATh JIE3UHQUIMPYIOIINMHA PACTBOPAMH U MOIO-
IIMMH CPEICTBAMM.

— B cayuae IOBTOPHOIO MCIIOJIB30BAHUS IIOCYLY
(6aHHOUKL) OIS PACTBOPA KOH'BIOIAaTA IIPOMEITH
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IIPOTOYHOM BOJOM U TIIATEJIIHHO OIIOJIOCHYTH JTUC-
THUJIJIMPOBAHHOR BOHOM, OCYRY (6QAHHOUKL) NJIA
pacrBopa TMB cpaay mmocie paboThl HEOOXOI -
MO TIPOMBITE 50% pPacTBOPOM ITHJIOBOTO CIIHPTA,
a 3aTeM OJUCTUJLJIMPOBAHHOM BOJIOH.

JlJ1st mesmH@EeKIINY IoCY bl 1 MaTePUAJIOB, KOH-
TAKTUPYIOIIMX C MCCIEAYEMBIMU W KOHTPOJIb-
HBEIMHI 00pasiiaMu, PeKOMEHIyeM HCIIOJIb30BAThH
IEe3UH(UIIMPYIOINEe CPEeICTBA, He OKa3bIBalo-
e HeraTHBHOI'O BO3OEHCTBUSA HA KadvyecTBO
MDA, He comep:kaiiye aKTUBHBIA KHCJIOPOI U
XJIOp, HAIpHUMep, KOMOMHUPOBAHHBIE CPEICTBA
Ha ocHoBe YAC (uemeepmuuHbiX AMMOHUEBHIX
CcOeOuHeH L), CIIMPTOB, TPETUYHBIX AMUHOB.

INunerkn 1 paboure MOBEPXHOCTH 00padATHIBATE
ToJIbKO 70% pactBopom atmsioBoro crmpra. He wmc-
TI0JIb30BATH IIEPEKUCH BOJIOPO/IA, XJIOPAMUH U T.]I.

7.2. IlpurorosijieHue peareHTOB.
7.2.1. IIpoMBIBOYHBIII PaCTBOP.

Basbosrrate COLIEPIKIMOe draxoHa c

OCB-Tx25. Ilpu BEImageHun ocagKa cojiell B KOH-
IleHTpaTe IIPOrpeThb ero Iepes pasBeldeHHeM 10
IIOJIHOT'O PACTBOPEHUSA 0CATKA.

B coorBercTBMM ¢ umcioM HCIIOJIB3YEMBIX

CTPHUIIOB  0TOOpATh HE00XOAWMOe  KOJIMYECTBO
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OCB-TX25 (em. mabauyy) u pa3sBecTH JUCTUILIN-
POBAHHOM BOIOH 10 YKA3aHHOI'O B TA0/IMIIE 00BEMA
niu cogepakumoe 1 poraxona — mo 700 .

Xpawnernue: npu memnepamype (2-8) °C oo 72
©Qcos.

7.2.2. KouTposibHbIE 00pPA3IIHI.

Kourponburie obopasmer (Kt u K-) rorosBor x
HCIIOJIE30BAHUIO.

Xpanenue: npu memnepamype (2-8) °C
8 meuenue 8ce20 CPOKa 200HOCMU HAbOPA.

7.2.3. PacrBop kKowborara B padouem
pa3BegeHUN.

Brnuwmanue! Jlna pabomer ¢ Konosiocamom
pexomendyem  UCNOb308AMb  O00HOPA308bLe
HAKOHEUHUKU OJIA NUNEMOK.

Bruwmanue! Pacmeop KoHnviocama 8 pabouem
paszeedenuu 20Mmosums 8 NJAACIMUK080L 8AHHOUKE,
exooaweli 8 cocmas Habopa, HenocpeocmeeHHo
nepeo ucnosb3osaruem!

[Tepen mpuroroBIeHrEM pacTBOpa KOHbIOraTa
B paboueM pasBeqeHNHN HeoOX0IMMO aKKypaTHO IIe-
peMeliaTh, He JOIyCKas BCIEHUBAHUSA, COIEPIKU-
Moe (PJIAKOHOB C KOHIIeHTpaToM KoHbiorata u ¢ PK.

B mracTukoBy0 BaHHOUKY BHECTH HEOOXOIH-
moe kosamdectBo PK, mobaBuTh cooTBeTcTBYyIOIIEE
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KOJIMYECTBO KOH'bIorara (CmM. mabnuly) i aKkkypar-
HO IIepeMeInaTh ITUIIeTUPOBAHUEM JI0 ITOJIYYEeHUST
PaBHOMEPHOTO OKPAIINBAHUS.

7.2.4. Pacreop TMB.

Bruwmanue! Pacmeop TMB 2omos k ucnoJio-
308arnurw. Heobxodumo ucksiouums eozdeiicmeue
ceema Ha pacmaop TMB.

HemocpencrBenHo Iepes HCIIOIB30BAHHEM
0TOOPATh B IIACTHUKOBYIO BAHHOYKY TOJBKO HEO00-
XOIMMO€ B COOTBETCTBHUH C UMCJIOM MCIOJIB3YEeMBbIX
cTpUIIOB KoJndecTBO pactBopa TMB (em. mabau-
uy). Ocratku pacrBopa TMB u3 BamHOYKH yTH-
JIM3UPOBATE (He CAUBAMb 80 (PJIAKOH C UCXOOHIM
pacmeopom TMBE).

Xpanenue: npu memnepamype (2-8) °C ¢ me-
yeHue 8ce20 CPoKa 200HOCmu Habopa.

7.3. IlpoBeneune anausa.

7.3.1. IloaroroBuTh HEOOXOOUMOE KOJIMIECTBO
cTpuIoB K pabore. Ocrasiimecss — cpasy yIIakoBaTh
BO m3beskaHme I'yOUTeILHOrO0 BO3IEeHCTBUS BJIATH.
JlJ1sg oTOrO CTPUMIBI MOMECTUTE B I1ed)JI€HOBBIN I1a-
KeT C BJIATOIIOIJIOTHUTEJIEM, TIIATEeJIbHO 3aKPBHITh
maKeT ILJIACTUKOBOM 3aCTEKKOM. YIIaKOBAHHBIE
TAaKUM 00pas3oM CcTpuIirkl Xxpauuth npu (2—8) °C mo
KOHIIA CPOKAa MOTHOCTH Habopa.
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[TpuroToBUTH TPOMBIBOUHEIN pacTeop (n. 7.2.1),
KOHTPOJILHEIE 00pasiel (n. 7.2.2).

7.3.2. Ilepex mocranoBroit MDA smyuku cTpu-
IIOB IIPOMBITH OOWH Pa3 IIPOMBIBOYHBIM PACTBOPOM,
3aJIBas B KK OYI0 JIyHKY 110 400 MKJI IIPOMBIBOYHOTO
pactBopa. [lo ncredernuu 5 MUHYT pacTBOp aKKYypPaTHO
YIAJIUTE B COCY/T C TE3UHMPUITIPYIOIIAM PACTBOPOM.

[To oxoHUAaHWM TIPOMBIBKA HEOOXOIHUMO
TIIATEJILHO YIAJIUTh BJATy U3 JIYHOK, IIOCTyKUBAaSA
IIepeBEPHYTHIMU CTPUIAMH II0 CJOKEHHOU B
HECKOJIBKO CJIOEB (priIbTpoBaJIbHON Oymare. He
00nyCKAMb BbICLIXAHUSL JIYHOK CMPUNO8 MeHCOY
OMOCNIbHLIMU — ONEPAUUAMU  NPU  NOCMAHOBKE
pearuyuu.

7.3.3. Bo Bce JIyHKM CTPUIIOB BHECTH II0
80 Mk PBC. B ogny snyaky Buectu 20 mra K+,
B aBe npyrue jgyaku mo 20 mra K-, B ocranbubie
JOyHEH — 1m0 20 MKJI ucciieqyeMbIXx o0pas3ios,
mosmyyasi TakuM ~o0pa3oM, pasBemeHme  1:5.
Brecenme 00pas3rioB  JOKHO COIPOBOKIATHCS
aKKYpPaTHBIM IIepeMeluBaHueM (NUNnemuposaHue
He meHee 4 pas). He momyckaThb BCIIeHWBaHUS U
KacaHus HAKOHEYHUKOM JHA U CTEHOK JIYHKH.

Jlyuku 3axjenTh IUIEHKOM W WHKYOMPOBATH
mpu temieparype (37+1) °C 30 munyT.

3a 5 MHHYT [0 OKOHYAHUA WHKyOAITUH
IIPUTOTOBUATH PACTBOP KOHBIOraTa B pabodem
pasBeleHun.
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7.3.4. 1o oxoHUaHUY HHKYOAITUH COMTEPIKIMOE
JIYHOK coOpaTb B COCYI C Je3WHQUITUPYIOIIUM
pacTBOpOM, TIPOMBITH JIYHKH CTPHIIOB b pas
IPOMBIBOYHBIM PACTBOPOM M TIIATEJIBHO YIAJIUTH
BJIATY.

Brumanue! Kaowcoyio JyHKY npu npomvigre
HeobxX00uMO  3anoHAMbL  noJiHocmvio (400 mka
nPoOMbLEOUH020 pacmeopa,). Heobxooumo dobusamucs
NOJIHO20  ONOPONCHEHUS. JIYHOK NOCJe  Kan#co0020
ux 3anosninenus. Bpems medxcdy 3anosineHuem u
ONOPONCHEHUEM JLYHOK 00JIHCHO 6btmb He meree 30 cek.

7.3.5. Bo Bce JIyHKHM ILTaHIIETa BHECTH IIO
100 mxa pacTBOpa KoHbBIOrara B pabdoueMm
pasBeneHuun.

Brumanue! Jlna emecenus pacmeopa
KOH®lO2AMa 8 pabouem pazsedenul UCNOIb308AMD
NJACTNUKOB8YI0O — 8QAHHOYKY U  OOHOPaA308ble
HAKOHEeUHUKU, 8X00AULLe 8 cOcmas Habopa.

3akgenTh JYHKMW TJIEHKOM W WHKYOHMpPOBATH
mpu temirepatype (37+1) °C 30 muHyT.

[lo oxoHUaHWM WHKYOAIIMH COAEPIKHMOE
JIYHOK co0paThb B cocyd C Je3UHMUIIMPYIOIIIM
pPacTBOPOM, JIVHKH IIPOMBITH 5 pa3 MPOMBIBOYHBIM
PaCTBOPOM U YIAJIUTH BJIATY, KAK OIIMCAHO BHIIIIE.

7.3.6. Bo Bce nayuxku BHectm mo 100 MK
pacreopa TMB.

D-4352 17



Brnuwmanue! Jlna emecenus  pacmeopa
TMFE ucnosivzosamv nJAACMUKOBYI0 8AHHOUKY U
00HOPA308ble HAKOHEUHUKU, 8X00AWUe 8 COCNA8
nabopa.

CTpuIlbl IOMECTUTDH B 3AIIUINEHHOE OT CBETA
mecto npu Temieparype (18-25) °C ua 30 munyT.

7.3.7. OCTaHOBUTDH peaKIUo J00ABIEHHEM BO
Bce gyHKU 110 100 MKJI CcTOI-peareHTa U 4depe3
2—-3 munyTH n3mepursb OIL.

Cnedyem  uabecamv  nonaodaumus  CmMon-
peazenma Ha 00excOy U OMKpPbimble YUACMKU
mena. Ilpu nonadanuu — npomwvimb 6GOLULUM
KOJIUYecmeom 600bL.

8. PETUCTPALINA PE3YJIbTATOB

Pesymnbrare: MDA perrcrpupoBaTh € IIOMOIIHIO
criekTpodoromeTpa, uamepss Ol B nByxBosiHOBOM
pesxmMe: ocHOBHOU uiibTp — 450 HM, pedeperc-
bmapTp — B mmamasome 620—650 um. Jlomycrmma
perucrpaiusi pe3yabTaToB TOJBKO € (QHUIBTPOM
450 =M.

BriBenenue cmexTpodoToMerpa Ha HyJIEBOMN
YPOBEHbB («6J1aHK») OCYIIECTBIIATH 10 BO3IYXY.
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9. YYET PE3YILTATOB PEAKLIMU

9.1. PesynbraThl mMcCIeIOBAHUN YYUTHIBATH
TOJIBKO IIPH COOIIONEHUN CIIEIYIONINUX YCIIOBHIA:

— cpexnee snadenne OII B myHkax c orpuia-
TeJIbHBIM KOHTPOJILHBIM OOpasiiom He Oosiee 0,25
(OII, K~ <0,25).

— suauenne OIl B JIyHKe ¢ HOJIOMRUTEIIHHBIM
KOHTPOJILHBIM 00pasiioMm He meree 0,6 (OIIK+ > 0,60).

Brrumcnnth KpuTUYECKOE 3HAYEHUE ONTU-
geckoii miotHoctu (OIl,,,.,) 0 dbopmy:e:
Onnpum = OHcp(R_) +0,3,

rge OII,(K") — cpennee spauernme OII nia
OTPHIIATEILHOT0 KOHTPOJIBLHOIO 00paaIia.

Wccnemyemsrii o0paselr OIeHUTh KaK:

— oTpULAaTEeJIbHBIH, T.€. He comepskanuii [gG
K Mycoplasma hominis, eciu TOJIydYeHHOE IJIsT
nero sHavenue Oll,q, < OIl,y, —0,05;

— IOJIOYKUTEJIBHBIN, T.e. comeps:karmuii 1gG
k Mycoplasma hominis, ecma sanaverne Ollyg, >
OIL,,yn + 0,05;

— comuuTtenbHbit, ecnu Oll,,, — 0,05 <
OIl,4, < OILpym+ 0,05.
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9.2. Uurepuperanus pe3yIbTATOB.

OII oGpasma Peaynprar 'IigT
ot 0 o (OII,y, — 0,05) OTPHUIIATEJIHbHBIA -
ot (OIl,epym — 0,05) .

10 (OTL, o, + 0,05) COMHUTEJIHHBIA -
ot (OIl,pym, + 0,05) €12060TI0TI0 KN - 1:5
10 2 X OTLpum TeJIbHBIN )

ot 2 X OlLpm | 110
10 4% Ol TIOJIOYKATEITHHBIN
ot 4 X OIlLpym CHUTBHOTIONIOMRA- | 1.9
10 8 X OTL,pum TeJIbHBIA )
oT 8 X Oll,pyum CHUTBHOIIOIOMRA- | .40
10 11 X OIL,pum TeJIbHBIA ’
CHTHHOTIOJIOMKH- .
osee 11 X OTL,pym p—— 1:80

HaL[I/IeHTaM C COMHUTEJIbBHBIMU U II0JIO-
JKUTEeJIbHBIMN pe3yjJibTaTaMn PEKOMEeHOyeTCA
IIOIIOJIHATEILHOE 00CIeIOBAHNE (8blA8JIeHUE 8030Y-
oumens, obcnedosarnue nNapHuLx cbteopomok). Bee
KJIMHUYEeCKue u na60paTopHHe JaHHbIE ITOJIYKHBI
6LITI) PaccMOTpPEeHEBI B COBOKYITHOCTH.
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10. YCNNOBUA XPAHEHUA N SKCIJTYATALIUU
HABOPA

10.1. TpaucmoprupoBanme HaOOpa IJOJIHKHO
npoBoauThea mpu TeMieparype (2—8) °C. Homycka-
eTcs TPaHCIIOPTUPOBAHWE NPHU TemIlepaTrype 0
25 °C me 6osee 10 cyToK.

3aMopaskuBaHMe He JOMMYCKAeTCS.

10.2. Xpamenme Habopa B YIAKOBKe
MIPeIIPUATUS-U3TOTOBUTEA  JIOJBKHO  ITPOU3BO-
IuThesa ipu Temmepatrype (2—8) °C.

BaMopaskrBaHue He JOIYCKAETC .
10.3. Cpox rommoctu Habopa peareHTOB — 12
MECSIIIEB CO JIHS BBIIIYCKA.

11. TAPAHTUMHBIE OBA3ATENIbCTBA

11.1. IIpomsBoguTenb TrapaHTHPYET COOT-
BETCTBHE BBIIIyCKAEMBIX W3IeJINi TPeOOBaAHUSIM
HOPMATUBHON U TEXHUYECKOU JIOKYMEHTAIIUU.

Besonacuocts u KavecTBO M3/IesIUS TapaHTU-
PYIOTCS B T€UEHUE BCETO CPOKA TOTHOCTHU.

11.2. ITIpousBoauTe b OTBEYAET 38 HEJIOCTATKH
U3IesusI, 38 UCKIYeHneM JeeKTOB, BOSHUKIIHIX
BCJIEZICTBUE HAPYIIeHUs IIPaBUJ I0JIH30BAHUSI, YC-
JIOBUH TPAHCIIOPTUPOBAHUS U XPAHEHU, JIM0O Jeii-
CTBUS TPETHUX JIUII, TUOO0 HEIIPEOTOTUMOM CHJIHL.
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11.3. IIpomsBomuTesb 00sI3yeTCsI 32 CBOM CUET
3aMEHUTh U3JejIne, TeXHUIECKNe U (PYHKIIMOHAIIb-
HBIE XAPAKTEPUCTUKHU (nompebumenvckue ceoli-
€mea) KOTOPOro He COOTBETCTBYIOT HOPMATUBHOM U
TEeXHUYECKON NOKYMEHTAIINU, eCJIU YKa3aHHbIe He-
JIOCTATKU SIBUJINCH CJIEJICTBHEM CKPBITOTO JederTa
MaTepUaJIOB WJIM HEKaYeCTBEHHOTO M3TOTOBJIEHUS
M3JeJINS TIPOU3BOTUTETIEM.

Ilo eonpocam, KacamLWUMCL Ka4ecmea
nabopa  «Mycoplasma hominis-IgG-U®DA-
BECT», obopausamovcs 6 AO «Bexmop-Becm» no
aopecy:

630117, e. Hosocubupck-117, a/s 492,
mean.: (383) 832-92-49, 227-60-30;
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OOMOJIHUTENBbHAA NH®OPMALINA
OnA NOTPEBUTENEN:

— Habop pearenToB mpegHasHadyeH I Ipodec-
CHOHAJIBHOI'O IIPMMEHEHMNA 1 JOJIKEeH HCII0JIb30-
BaThCA 00YUYEHHBIM IIEPCOHATIOM;

— Ilpu wucnonbp3oBanum HaGopa 00pas3ywTCsa OT-
xoxbel KiaaccoB A, B u I', koropnie Kiaccudmiim-
PyIOTCA ¥ YHHUYTOMKAITCI (YMUJUIUPYIOMCS)
B coorBerctBun ¢ CamlluH 2.1.7.2790-10 «Ca-
HUTAPHO-IIIHIEMHUOJIOITYECKIE TpeOOBaAHUS
K OOpalleHHI0 ¢ MEIUIIMHCKHMIU OTXOIaMI».
JlesuHpermmo HA00POB ciieayeT IIPOBOAUTL II0
MV-287-113 «Meroguyeckrne ykasaHWs II0 [e-
3UHQEKINH, IIPeICTePUIN3AIMOHHON OUNCTKE 1
CTePUJIN3ALUN M3OEJINM MeOUIIMHCKOrO Ha3Ha-
UeHUY,

— TpeboBauusa 0e30IIaCHOCTA K MEIUIIMHCKUM Jia-
boparopusim mpuseersl B 'OCT P 52905-2007;

— He IIPMEHATDH HaGOp pearedToB II0 Ha3Have-
HWIO II0CJI€ OKOHYAaHMNA CPOKAa I'OJHOCTH,

— TpamcmoprupoBaHue TOJIFKHO TPOBOIUTHCSA BCe-
MU BHIaMU KPBITOTO TPAHCIIOPTA B COOTBETCTBUU
C TpaBWJIAMU II€PEBO30K, IEHCTBYIOIIMMU Ha
TPAHCIIOPTE JAHHOTO BH/IA.

— IlpousBoguTesb rapaHTHPYET COOTBETCTBHE BBI-
IyCKAeMBbIX HM3IeJIMi TPeOOBAHMSM HOPMATHUB-
HOM M TEXHUYECKOU JOKYMEHTAITUH.
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ENGLISH
1. INTRODUCTION

The mycoplasms belong to the class Mollicutes comprising three distinct families and four genera, one of which is Mycoplasma
with over 60 species. Mycoplasms are the smallest free living organisms known (300 to 500 nm in diameter) and unlike regular
bacteria they lack a cell wall. Mycoplasms are extracellular parasites, especially on mucous membranes, which can cause
infections in human, animals, plants, and cell cultures. Mycoplasma pneumoniae is primarily a respiratory pathogen (obligat) in
human involving the nasopharynx, throat, trachea, bronchi, bronchioles, and alveoli. Other Mycoplasms, M. buccale, M.
faucium, M. orale and M. salivarium are commensals in the oral cavity. Mycoplasma hominis and Ureaplasma urealyticum
inhabit primarily the genital tract and may act as opportunistic invaders. M. pneumoniae is by far the most important pathogen of
this group. Infection with M. pneumoniae occurs worldwide, its epidemiology has been studied primarily in the USA, Europe, and
Japan. Infections are endemic in larger urban areas, and epidemic increases are observed at varying intervalls. M. pneumoniae
has been estimated to cause 15-20% of all pneumoniae; the rate is highest in children and young adults. 74% of infections with
M. pneumoniae are asymptomatic, reinfection may occur. Naturally acquired immunity to infection with M. pneumoniae appears
to be of limited duration (2-3 years).

Species Disease Symptoms (e.g.) Transmission route
M. Respiratory Fever, headache, and a persistent cough. Transmitted by aerosol
pneumoniae diseases by Respiratory tract disease: from asymptomatic infection to droplets

Mycoplasma colds, pharyngitis, bronchitis, croup, tracheobronchitis,

pneumoniae pneumonitis and primary atypical pneumonia

Infection or presence of pathogen may be identified by:
=  Microscopy
= Serology: e.g. by ELISA

2. INTENDED USE

The Mycoplasma pneumoniae IgG ELISA is intended for the qualitative determination of 1gG class antibodies against
Mycoplasma pneumoniae in human serum or plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on the ELISA (Enzyme-linked Immunosorbent
Assay) technique.

Microtiterplates are coated with specific antigens to bind corresponding antibodies of the sample. After washing the wells to
remove all unbound sample material a horseradish peroxidase (HRP) labelled conjugate is added. This conjugate binds to the
captured antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound
conjugate is visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product.

The intensity of this product is proportional to the amount of specific antibodies in the sample. Sulphuric acid is added to stop
the reaction. This produces a yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA Microtiterplate reader.

4. MATERIALS

41. Reagents supplied

] Microtiterplate: 12 break-apart 8-well snap-off strips coated with Mycoplasma pneumoniae antigens; in resealable
aluminium foil.

] IgG Sample Dilution Buffer: 1 bottle containing 100 mL of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2;
coloured yellow; ready to use; white cap; < 0.0015% (v/v) CMIT/ MIT (3:1).

] Stop Solution: 1 bottle containing 15 mL sulphuric acid, 0.2 mol/L; ready to use; red cap.

] Washing Buffer (20x conc.): 1 bottle containing 50 mL of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 + 0.2, for washing the wells; white cap.

] Conjugate: 1 bottle containing 20 mL of peroxidase labelled antibody to human in phosphate buffer (10 mM); coloured
blue; ready to use; black cap.

] TMB Substrate Solution: 1 bottle containing 15 mL 3,3',5,5'-tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow
cap.

] Positive Control: 1 vial containing 2 mL control; coloured yellow; ready to use; red cap; < 0.02% (v/v) MIT.

] Cut-off Control: 1 vial containing 3 mL control; coloured yellow; ready to use; green cap; < 0.02% (v/v) MIT.

] Negative Control: 1 vial containing 2 mL control; coloured yellow; ready to use; blue cap; < 0.0015% (v/v) CMIT/ MIT
(3:1).

For hazard and precautionary statements see 12.1
For potential hazardous substances please check the safety data sheet.



4.2. Materials supplied

1 Cover foll
1 Instruction for use (IFU)
1 Plate layout

»
w

Materials and Equipment needed

ELISA Microtiterplate reader, equipped for the measurement of absorbance at 450/620 nm
Incubator 37 °C

Manual or automatic equipment for rinsing Microtiterplates

Pipettes to deliver volumes between 10 and 1000 pL

Vortex tube mixer

Distilled water

Disposable tubes

5. STABILITY AND STORAGE
Store the kit at 2...8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2...8 °C.

6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Microtiterplate

The break-apart snap-off strips are coated with Mycoplasma pneumoniae antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foil along with the desiccant supplied and stored at 2...8 °C.

6.2. Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 mL Washing Buffer + 190 mL distilled water. The diluted buffer is stable for 5 days at
room temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37 °C e.g. in a water bath.
Mix well before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2...8 °C, away from the light. The solution should be colourless or could
have a slight blue tinge. If the substrate turns into blue, it may have become contaminated and should be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (citrate, heparin) samples with this assay. If the assay is performed within 5 days after sample
collection, the samples should be kept at 2...8 °C; otherwise they should be aliquoted and stored deep-frozen (-70...-20 °C). If
samples are stored frozen, mix thawed samples well before testing. Avoid repeated freezing and thawing.

Heat inactivation of samples is not recommended.

7.1. Sample Dilution

Before assaying, all samples should be diluted 1+100 with IgG Sample Dilution Buffer. Dispense 10 pyL sample and 1 mL IgG
Sample Dilution Buffer into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.



8. ASSAY PROCEDURE

Please read the instruction for use carefully before performing the assay. Result reliability depends on strict adherence to the
instruction for use as described. The following test procedure is only validated for manual procedure. If performing the test on
ELISA automatic systems we recommend increasing the washing steps from three up to five and the volume of Washing Buffer
from 300 pL to 350 pL to avoid washing effects. Pay attention to chapter 12. Prior to commencing the assay, the distribution and
identification plan for all samples and standards/controls (duplicates recommended) should be carefully established on the plate
layout supplied in the kit. Select the required number of microtiter strips or wells and insert them into the holder.

Perform all assay steps in the order given and without any delays.
A clean, disposable tip should be used for dispensing each standard/control and sample.
Adjust the incubator to 37 + 1 °C.

1. Dispense 100 pL standards/controls and diluted samples into their respective wells. Leave well Al for the Substrate
Blank.

2. Cover wells with the foil supplied in the kit.
3. Incubate for 1 hour +5min at 37 + 1 °C.

4. When incubation has been completed, remove the foil, aspirate the content of the wells and wash each well three times
with 300 pL of Washing Buffer. Avoid overflows from the reaction wells. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing results in poor precision and false results.
Dispense 100 pL Conjugate into all wells except for the Substrate Blank well Al.

Incubate for 30 min at room temperature (20...25 °C). Do not expose to direct sunlight.
Repeat step 4.

Dispense 100 uL TMB Substrate Solution into all wells.

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 100 pL Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution.

© ©o N oGO

8.1. Measurement
Adjust the ELISA Microtiterplate reader to zero using the Substrate Blank.

If - due to technical reasons - the ELISA Microtiterplate reader cannot be adjusted to zero using the Substrate Blank, subtract its
absorbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1. Run Validation Criteria

In order for an assay run to be considered valid, these Instructions for Use have to be strictly followed and the following criteria
must be met:

] Substrate Blank:  Absorbance value < 0.100

] Negative Control:  Absorbance value < 0.200 and < Cut-off

] Cut-off Control: Absorbance value 0.150 — 1.300

] Positive Control:  Absorbance value > Cut-off

If these criteria are not met, the test is not valid and must be repeated.

9.2. Calculation of Results
The Cut-off is the mean absorbance value of the Cut-off Control determinations.

Example: Absorbance value Cut-off Control 0.44 + absorbance value Cut-off control 0.42 =0.86 /2 =0.43
Cut-off = 0.43
9.2.1. Results in Units [NTU]
Sample (mean) absorbance value x 10 = [NovaTec Units = NTU]
Cut-off
Example: 1.591x10 = 37 NTU (Units)
0.43



9.3. Interpretation of Results
Cut-off 10 NTU -

Antibodies against the pathogen are present.

Positive >11NTU There has been a contact with the antigen (pathogen resp. vaccine).

Antibodies against the pathogen could not be detected clearly.
Equivocal 9-11 NTU It is recommended to repeat the test with a fresh sample in 2 to 4 weeks. If the
result is equivocal again the sample is judged as negative.

The sample contains no antibodies against the pathogen.

Negative <9NTU A previous contact with the antigen (pathogen resp. vaccine) is unlikely.

Diagnosis of an infectious disease should not be established on the basis of a single test result. A precise diagnosis should
take into consideration clinical history, symptomatology as well as serological data.
In immunocompromised patients and newborns serological data only have restricted value.

9.3.1. Antibody Isotypes and State of Infection

Serology Significance
Characteristic of the primary antibody response
IgM High IgM titer with low IgG titer: — suggests a current or very recent infection

Rare: — persisting IgM

Characteristic of the secondary antibody response
IgG May persist for several years
High IgG titer with low IgM titer: — may indicate a past infection

Produced in mucosal linings throughout the body (= protective barrier)
Usually produced early in the course of the infection

IgA

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications.
For further information about the specific performance characteristics please contact NovaTec Immundiagnostica GmbH.

10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0.434 3.80
#2 24 1.240 4.08
#3 24 1.635 6.03
Interassay n Mean (NTU) CV (%)
#1 12 32.58 5.73
#2 12 31.56 13.32
#3 12 4.36 11.10

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the specific analyte.
It is 97.8% (95% confidence interval: 92.29% - 99.73%).

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the specific analyte.
It is 100% (95% confidence interval: 96.87% - 100%).

10.4. Interferences

Interferences with hemolytic, lipemic or icteric samples are not observed up to a concentration of 10 mg/mL hemoglobin,
5 mg/mL triglycerides and 0.5 mg/mL bilirubin.

10.5. Cross Reactivity

Investigation of a sample panel with antibody activities to potentially cross-reacting parameters did not reveal evidence of false-
positive results due to cross-reactions.

11.LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.



12. PRECAUTIONS AND WARNINGS

=  The test procedure, the information, the precautions and warnings in the instructions for use have to be strictly followed.
The use of the testkits with analyzers and similar equipment has to be validated. Any change in design, composition and
test procedure as well as for any use in combination with other products not approved by the manufacturer is not
authorized; the user himself is responsible for such changes. The manufacturer is not liable for false results and incidents
for these reasons. The manufacturer is not liable for any results by visual analysis of the patient samples.

= Only for in-vitro diagnostic use.

=  All materials of human or animal origin should be regarded and handled as potentially infectious.

=  All components of human origin used for the production of these reagents have been tested for anti-HIV antibodies, anti-

HCV antibodies and HBsAg and have been found to be non-reactive.

Do not interchange reagents or Microtiterplates of different production lots.

No reagents of other manufacturers should be used along with reagents of this test Kkit.

Do not use reagents after expiry date stated on the label.

Use only clean pipette tips, dispensers, and lab ware.

Do not interchange screw caps of reagent vials to avoid cross-contamination.

Close reagent vials tightly immediately after use to avoid evaporation and microbial contamination.

After first opening and subsequent storage check conjugate and standard/control vials for microbial contamination prior to

further use.

=  To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the wells.

=  The ELISA is only designed for qualified personnel following the standards of good laboratory practice (GLP).

] For further internal quality control each laboratory should additionally use known samples.

12.1. Safety note for reagents containing hazardous substances

Reagents may contain CMIT/MIT (3:1) or MIT (refer to 4.1)
Therefore, the following hazard and precautionary statements apply.

Warning H317 May cause an allergic skin reaction.
P261 Avoid breathing spray
P280 Wear protective gloves/ protective clothing.

P302+P352 IF ON SKIN: Wash with plenty of soap and water.
P333+P313 If skin irritation or rash occurs: Get medical advice/ attention.
P362+P364 Take off contaminated and Wash it before reuse.

Further information can be found in the safety data sheet.

12.2. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of waste is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION

Prod. No.: MYCGO0350 Mycoplasma pneumoniae IgG ELISA (96 Determinations)



DEUTSCH
1. EINLEITUNG

Die Mykoplasmen gehoren zur Klasse der Mollicutes, welche drei unterschiedliche Familien und vier Genera einschlief3t. Eines
davon ist Mycoplasma mit tber 60 Arten. Mycoplasmen sind die kleinsten bekannten frei lebenden Organismen (300 bis 500
nm Durchmesser). Die besitzen im Gegensatz zu Bakterien keine Zellwand. Mycoplasmen sind extrazellulare Parasiten speziell
der Schleimhdute und kénnen bei Menschen, Tieren, Pflanzen und in Zellkulturen Infektionen hervorrufen. Mycoplasma
pneumoniae ist in erster Linie ein obligat pathogener Erreger respiratorischer Erkrankungen unter Einbeziehung von
Nasopharynx, Rachen, Luftréhre, Bronchien, Bronchiolen und Aveolen. Andere Mycoplasmen (M. buccale, M. faucium, M.
orale, M. salivarium) sind Kommensalen in der Mundhdéhle. Mycoplasma hominis und Ureaplasma urealyticum besiedeln
vorwiegend den Genitaltrakt und kénnen als opportunistische Invasoren auftreten. Mycoplasma pneumoniae ist mit Abstand das
wichtigste Pathogen dieser Gruppe. Infektionen mit M. pneumoniae treten weltweit auf, deren Epidemiologie ist hauptséchlich in
den USA, Europa und Japan untersucht worden. In gréReren urbanen Regionen sind die Infektionen endemisch und
epidemieartige Zuwachse werden in unregelmaRigen Abstanden beobachtet. Es wird geschatzt, dass M. pneumoniae 15 bis 20
% aller Pneumonien verursacht; die Rate ist bei Kindern und jungen Erwachsenen am grof3ten. 74 % der Infektionen mit M.
pneumoniae verlaufen symptomlos; Reinfektionen kénnen auftreten. Eine nattrlich erworbene Immunitat gegen Infektionen mit
M. pneumoniae hélt nur fur 2 bis 3 Jahre an.

Spezies Erkrankung Symptome (z.B.) Infektionsweg
M. pneumoniae Erkrankungen der | Fieber, Kopfschmerzen und hartnackiger Husten. Aerogen durch Tropfchen
Atemwege duch Atemwegserkrankung, von asymptomatischer
Mycoplasma Infektion Uber Erkaltungskrankheit, Pharyngitis,
pneumoniae Bronchitis, Krupp, Tracheobronchitis, Pneumonitis
und primare atypische Pneumonie

Nachweis des Erregers bzw. der Infektion durch:

=  Mikroskopie
=  Serologie: z.B. ELISA

2. VERWENDUNGSZWECK

Der Mycoplasma pneumoniae IgG ELISA ist fur den qualitativen Nachweis spezifischer IgG-Antikérper gegen Mycoplasma
pneumoniae in humanem Serum oder Plasma (Citrat, Heparin) bestimmt.

3. TESTPRINZIP

Die qualitative immunenzymatische Bestimmung von spezifischen Antikérpern beruht auf der ELISA (Enzyme-linked
Immunosorbent Assay) Technik.

Die Mikrotiterplatten sind mit spezifischen Antigenen beschichtet, an welche die korrespondierenden Antikdrper aus der Probe
binden. Ungebundenes Probenmaterial wird durch Waschen entfernt. AnschlieBend erfolgt die Zugabe eines Meerettich-
Peroxidase (HRP) Konjugates. Dieses Konjugat bindet an die an der Mikrotiterplatte gebundenen spezifischen Antikorper. In
einem zweiten Waschschritt wird ungebundenes Konjugat entfernt. Die Immunkomplexe, die durch die Bindung des Konjugates
entstanden sind, werden durch die Zugabe von Tetramethylbenzidin (TMB)-Substratldsung und eine resultierende Blaufarbung
nachgewiesen.

Die Intensitat des Reaktionsproduktes ist proportional zur Menge der spezifischen Antikérper in der Probe. Die Reaktion wird
mit Schwefelsaure gestoppt, wodurch ein Farbumschlag von blau nach gelb erfolgt. Die Absorption wird bei 450/620 nm mit
einem Mikrotiterplatten-Photometer gemessen.




4. MATERIALIEN

41. Mitgelieferte Reagenzien

. Mikrotiterplatte: 12 teilbare 8er-Streifen, beschichtet mit Mycoplasma pneumoniae Antigenen; in wieder
verschlieBbarem Aluminiumbeutel.

. IgG-Probenverdinnungspuffer: 1 Flasche mit 100 mL Phosphatpuffer (10 mM) zur Probenverdiinnung; pH 7,2 + 0,2;
gelb geférbt; gebrauchsfertig; weiRe Verschlusskappe; < 0,0015% (v/v) CMIT/ MIT (3:1).

. Stoppldsung: 1 Flasche mit 15 mL Schwefelsaure, 0,2 mol/L; gebrauchsfertig; rote Verschlusskappe.

- Waschpuffer (20x konz.): 1 Flasche mit 50 mL eines 20-fach konzentrierten Phosphatpuffers (0,2 M), zum Waschen
der Kavitaten; pH 7,2 + 0,2; weil3e Verschlusskappe.

. Konjugat: 1 Flasche mit 20 mL Peroxidase-konjugierten Antikdrpern gegen humanes IgG in Phosphatpuffer (10 mM);
blau gefarbt; gebrauchsfertig; schwarze Verschlusskappe.

. TMB-Substratldsung: 1 Flasche mit 15 mL 3,3°,5,5 -Tetramethylbenzidin (TMB), < 0,1 %; gebrauchsfertig; gelbe
Verschlusskappe.

- Positivkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geféarbt; rote Verschlusskappe; gebrauchsfertig; < 0,02% (v/v)
MIT.

. Cut-off Kontrolle: 1 Flaschchen mit 3 mL Kontrolle; gelb gefarbt; grine Verschlusskappe; gebrauchsfertig; < 0,02%
(vIv) MIT.

. Negativkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geférbt; blaue Verschlusskappe; gebrauchsfertig; < 0,0015%

(v/v) CMIT/ MIT (3:1).

Fur Gefahren- und Sicherheitshinweise siehe 12.1.
Fur potenzielle Gefahrstoffe Gberprifen Sie bitte das Sicherheitsdatenblatt.

4.2. Mitgeliefertes Zubehor

= 1 selbstklebende Abdeckfolie

] 1 Arbeitsanleitung

] 1 Plattenlayout

4.3 Erforderliche Materialien und Gerate

Mikrotiterplatten-Photometer mit Filtern 450/620 nm

Inkubator 37 °C

Manuelle oder automatische Waschvorrichtung fir Mikrotiterplatten
Mikropipetten (10 - 1000 pL)

Vortex-Mischer

Destilliertes Wasser

Plastikrohrchen fiir den einmaligen Gebrauch

5. STABILITAT UND LAGERUNG

Testkit bei 2...8 °C lagern. Die geéffneten Reagenzien sind bis zu den auf den Etiketten angegebenen Verfallsdaten
verwendbar, wenn sie bei 2...8 °C gelagert werden.

6. VORBEREITUNG DER REAGENZIEN

Es ist sehr wichtig, alle Reagenzien und Proben vor ihrer Verwendung auf Raumtemperatur (20...25 °C) zu bringen
und zu mischen!
6.1. Mikrotiterplatte

Die abbrechbaren Streifen sind mit Mycoplasma pneumoniae Antigenen beschichtet. Nicht verbrauchte Vertiefungen im
Aluminiumbeutel zusammen mit dem Trockenmittel sofort wieder verschliel3en und bei 2...8 °C lagern.

6.2. Waschpuffer (20x konz.)

Der Waschpuffer ist im Verhéltnis 1 + 19 zu verdunnen; z.B. 10 mL Waschpuffer + 190 mL destilliertes Wasser.
Der verdunnte Puffer ist bei Raumtemperatur (20...25 °C) 5 Tage haltbar. Sollten Kristalle im Konzentrat auftreten, die Lésung
z.B. in einem Wasserbad auf 37 °C erwarmen und vor dem Verdiinnen gut mischen.

6.3. TMB-Substratldsung

Die gebrauchsfertige L6sung ist bei 2...8 °C vor Licht geschitzt aufzubewahren. Die Lésung ist farblos, kann aber auch leicht
hellblau sein. Sollte die TMB-Substratldsung blau sein, ist sie kontaminiert und kann nicht im Test verwendet werden.

7. ENTNAHME UND VORBEREITUNG DER PROBEN

Es sollten humane Serum- oder Plasmaproben (Citrat, Heparin) verwendet werden. Werden die Bestimmungen innerhalb von
5 Tagen nach Blutentnahme durchgefiihrt, kénnen die Proben bei 2...8 °C aufbewahrt werden, sonst aliquotieren und
tiefgefrieren (-70...-20 °C). Wieder aufgetaute Proben vor dem Verdinnen gut schiitteln. Wiederholtes Tiefgefrieren und
Auftauen vermeiden!

Hitzeinaktivierung der Proben wird nicht empfohlen.



7.1. Probenverdiinnung

Proben vor Testbeginn im Verhdltnis 1 + 100 mit IgG-Probenverdinnungspuffer verdiinnen, z. B. 10 uL Probe und 1 mL IgG-
Probenverdiinnungspuffer in die entsprechenden Rohrchen pipettieren, um eine Verdinnung von 1 + 100 zu erhalten; gut
mischen (Vortex).

8. TESTDURCHFUHRUNG

Arbeitsanleitung vor Durchfuihrung des Tests sorgfaltig lesen. Fur die Zuverlassigkeit der Ergebnisse ist es notwendig, die
Arbeitsanleitung genau zu befolgen. Die folgende Testdurchfiihrung ist fir die manuelle Methode validiert. Beim Arbeiten mit
ELISA Automaten empfehlen wir, um Wascheffekte auszuschlieen, die Zahl der Waschschritte von drei auf bis zu finf und das
Volumen des Waschpuffers von 300 uL auf 350 pL zu erhéhen. Kapitel 12 beachten. Vor Testbeginn auf dem mitgelieferten
Plattenlayout die Verteilung bzw. Position der Proben und der Standards/Kontrollen (Doppelbestimmung empfohlen) genau
festlegen. Die bendtigte Anzahl von Mikrotiterstreifen (Kavitaten) in den Streifenhalter einsetzen.

Den Test in der angegebenen Reihenfolge und ohne Verzégerung durchfihren.
Fur jeden Pipettierschritt der Standards/Kontrollen und Proben saubere Einmalspitzen verwenden.
Den Inkubator auf 37 + 1 °C einstellen.
1. Je 100 pL Standards/Kontrollen und vorverdiinnte Proben in die entsprechenden Vertiefungen pipettieren. Vertiefung
Al ist fUr den Substratleerwert vorgesehen.
2. Die Streifen mit der mitgelieferten Abdeckfolie bedecken.
3. 1h*5minbei 371 °Cinkubieren.

4. Am Ende der Inkubationszeit Abdeckfolie entfernen und die Inkubationsfliissigkeit aus den Teststreifen absaugen.
AnschlieRend dreimal mit 300 pL. Waschpuffer waschen. UberflieRen von Fliissigkeit aus den Vertiefungen vermeiden.
Das Intervall zwischen Waschen und Absaugen sollte > 5 sec betragen. Nach dem Waschen die Teststreifen auf
FlieRBpapier ausklopfen, um die restliche Flissigkeit zu entfernen.

Beachte: Der Waschvorgang ist wichtig, da unzureichendes Waschen zu schlechter Prazision und falschen
Messergebnissen fiihrt!

5. 100 pL Konjugat in alle Vertiefungen, mit Ausnahme der fir die Berechnung des Leerwertes Al vorgesehenen,
pipettieren.

30 min bei Raumtemperatur (20...25 °C) inkubieren. Nicht dem direkten Sonnenlicht aussetzen.
Waschvorgang gemaR Punkt 4 wiederholen.
100 pL TMB-Substratlésung in alle Vertiefungen pipettieren.

Genau 15 min im Dunkeln bei Raumtemperatur (20...25 °C) inkubieren. Bei enzymatischer Reaktion findet eine
Blaufarbung statt.

10. In alle Vertiefungen 100 pL Stopplésung in der gleichen Reihenfolge und mit den gleichen Zeitintervallen wie bei
Zugabe der TMB-Substratlésung pipettieren, dadurch erfolgt ein Farbwechsel von blau nach gelb.

11. Die Extinktion der Lésung in jeder Vertiefung bei 450/620 nm innerhalb von 30 min nach Zugabe der Stopplésung
messen.
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8.1. Messung
Mit Hilfe des Substratleerwertes den Nullabgleich des Mikrotiterplatten-Photometers vornehmen.

Falls diese Eichung aus technischen Grunden nicht méglich ist, muss nach der Messung der Extinktionswert des
Substratleerwertes von allen anderen Extinktionswerten subtrahiert werden, um einwandfreie Ergebnisse zu erzielen!

Extinktion aller Kavitaten bei 450 nm messen und die Messwerte der Standards/Kontrollen und Proben in das Plattenlayout
eintragen.

Eine bichromatische Messung mit der Referenzwellenlange 620 nm wird empfohlen.
Falls Doppel- oder Mehrfachbestimmungen durchgefiihrt wurden, den Mittelwert der Extinktionswerte berechnen.

9. BERECHNUNG DER ERGEBNISSE

9.1. Testgultigkeitskriterien

Damit ein Testlauf als valide betrachtet werden kann, muss diese Gebrauchsanweisung strikt befolgt werden, und die folgenden
Kriterien missen erfillt sein:

. Substrat-Leerwert: Extinktionswert < 0,100

- Negativkontrolle:  Extinktionswert < 0,200 und < Cut-off

. Cut-off Kontrolle:  Extinktionswert 0,150 — 1,300

. Positivkontrolle: Extinktionswert > Cut-off

Sind diese Kriterien nicht erfillt, ist der Testlauf ungultig und muss wiederholt werden.



9.2. Messwertberechnung
Der Cut-off ergibt sich aus dem Mittelwert der gemessenen Extinktionen der Cut-off Kontrolle.
Beispiel: 0,44 OD Cut-off Kontrolle + 0,42 OD Cut-off Kontrolle = 0,86: 2 = 0,43

Cut-off = 0,43
9.2.1. Ergebnisse in Einheiten [NTU]
Mittlere Extinktion der Probe x 10 = [NovaTec Einheiten = NTU]
Cut-off
Beispiel: 1,591 x10 = 37 NTU
0,43
9.3. Interpretation der Ergebnisse
Cut-off 10 NTU -
. Es liegen Antikdrper gegen den Erreger vor. Ein Kontakt mit dem Antigen
Positiv >11NTU (Erreger bzw. Impfstoff) hat stattgefunden.
Antikdrper gegen den Erreger konnen nicht eindeutig nachgewiesen
Grenzwerti 9—11 NTU werden. Es wird empfohlen den Test nach 2 bis 4 Wochen mit einer frischen
9 Patientenprobe zu wiederholen. Finden sich die Ergebnisse erneut im
grenzwertigen Bereich, gilt die Probe als negativ.
Negativ <9 NTU Es liegen keine Antikdrper gegen den Erreger vor. Ein vorausgegangener
9 Kontakt mit dem Antigen (Erreger bzw. Impfstoff) ist unwahrscheinlich.

Die Diagnose einer Infektionskrankheit darf nicht allein auf der Basis des Ergebnisses einer Bestimmung gestellt werden.
Die anamnestischen Daten sowie die Symptomatologie des Patienten missen zusétzlich zu den serologischen
Ergebnissen in Betracht gezogen werden. Bei Immunsupprimierten und Neugeborenen besitzen die Ergebnisse
serologischer Tests nur einen begrenzten Wert.

9.3.1. Antikorper-Isotypen und Infektionsstatus

Serologie Bedeutung
Typisch fur Primarantwort
IgM Hoher IgM-Titer bei gleichzeitig niedrigem 1gG-Titer: — Hinweis auf relativ frische Infektion

Selten: — persistierendes IgM

Typisch fur Sekundarantwort
19G Kdnnen auch noch nach Jahren nachweisbar sein
Hoher IgG-Titer bei gleichzeitig niedrigem IgM-Titer: — wahrscheinlich Ianger zurlickliegende Infektion

Sezerniert in allen Schleimhauten (= Schutzbarriere)

IgA Meist frih im Verlauf einer Infektion gebildet

10. TESTMERKMALE

Die Ergebnisse beziehen sich auf die untersuchten Probenkollektive; es handelt sich nicht um garantierte Spezifikationen.
Fur weitere Informationen zu den Testmerkmalen kontaktieren Sie bitte NovaTec Immundiagnostica GmbH.

10.1. Préazision

Intraassay n Mittelwert (E) CV (%)
#1 24 0,434 3,80
#2 24 1,240 4,08
#3 24 1,635 6,03
Interassay n Mittelwert (NTU) CV (%)
#1 12 32,58 5,73
#2 12 31,56 13,32
#3 12 4,36 11,10

10.2. Diagnostische Spezifitat

Die diagnostische Spezifitdt ist definiert als die Wahrscheinlichkeit des Tests, ein negatives Ergebnis bei Fehlen des
spezifischen Analyten zu liefern. Sie betragt 97,8% (95% Konfidenzintervall: 92,29% - 99,73%).
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10.3. Diagnostische Sensitivitat

Die diagnostische Sensitivitat ist definiert als die Wahrscheinlichkeit des Tests, ein positives Ergebnis bei Vorhandensein des
spezifischen Analyten zu liefern. Sie ist 100% (95% Konfidenzintervall: 96,87% - 100%).

10.4. Interferenzen

Hamolytische, lipamische und ikterische Proben ergaben bis zu einer Konzentration von 10 mg/mL Hamoglobin, 5 mg/mL
Triglyceride und 0,5 mg/mL Bilirubin keine Interferenzen im vorliegenden ELISA.

10.5. Kreuzreaktivitat

Die Untersuchung eines Probenpanels mit Antikérperaktivitditen gegen potenziell kreuzreagierende Parameter lieR keine
Anzeichen von falsch-positiven Ergebnissen aufgrund von Kreuzreaktivitdten erkennen.

11. GRENZEN DES VERFAHRENS

Kontamination der Proben durch Bakterien oder wiederholtes Einfrieren und Auftauen kdénnen zu einer Veranderung der
Messwerte fuihren.

12. SICHERHEITSMASSNAHMEN UND WARNHINWEISE

. Die Testdurchfuihrung, die Information, die Sicherheitsmafinahmen und Warnhinweise in der Arbeitsanleitung sind strikt zu
befolgen. Bei Anwendung des Testkits auf Diagnostika-Geraten ist die Testmethode zu validieren. Jede Anderung am
Aussehen, der Zusammensetzung und der Testdurchfiihrung sowie jede Verwendung in Kombination mit anderen
Produkten, die der Hersteller nicht autorisiert hat, ist nicht zulassig; der Anwender ist fiir solche Anderungen selbst
verantwortlich. Der Hersteller haftet fur falsche Ergebnisse und Vorkommnisse aus solchen Grunden nicht. Auch fir
falsche Ergebnisse aufgrund von visueller Auswertung wird keine Haftung ibernommen.

. Nur flr in-vitro-Diagnostik.

= Alle Materialien menschlichen oder tierischen Ursprungs sind als potentiell infektios anzusehen und entsprechend zu
behandeln.

= Alle verwendeten Bestandteile menschlichen Ursprungs sind auf Anti-HIV-AK, Anti-HCV-AK und HBsAg nicht-reaktiv
getestet.

. Reagenzien und Mikrotiterplatten unterschiedlicher Chargen nicht untereinander austauschen.

. Keine Reagenzien anderer Hersteller zusammen mit den Reagenzien dieses Testkits verwenden.

. Nicht nach Ablauf des Verfallsdatums verwenden.

- Nur saubere Pipettenspitzen, Dispenser und Labormaterialien verwenden.

Verschlusskappen der einzelnen Reagenzien nicht untereinander vertauschen, um Kreuzkontaminationen zu vermeiden.
Flaschen sofort nach Gebrauch fest verschlieRen, um Verdunstung und mikrobielle Kontamination zu vermeiden.
Nach dem ersten Offnen Konjugat und Standards/Kontrollen vor weiterem Gebrauch auf mikrobielle Kontamination priifen.
- Zur Vermeidung von Kreuzkontamination und falsch erhéhten Resultaten, Reagenzien sorgféltig in die Kavitédten
pipettieren.
- Der ELISA ist nur fur qualifiziertes Personal bestimmt, das den Standards der Guten Laborpraxis (GLP) folgt.
- Zur weiteren internen Qualitatskontrolle sollte jedes Labor zusétzlich bekannte Proben verwenden.

12.1. Sicherheitshinweis fir Reagenzien, die Gefahrstoffe enthalten

Die Reagenzien kénnen CMIT/MIT (3:1) oder MIT enthalten (siehe 4.1)
Daher gelten die folgenden Gefahren- und Sicherheitshinweise.

Achtung H317 Kann allergische Hautreaktionen verursachen.
P261 Einatmen von Aerosol vermeiden.
P280 Schutzhandschuhe/ Schutzkleidung tragen.

P302+P352 BEI BERUHRUNG MIT DER HAUT: Mit viel Seife und Wasser waschen.

P333+P313 Bei Hautreizung oder -ausschlag: Arztlichen Rat einholen/ arztliche Hilfe
hinzuziehen.

P362+P364 Kontaminierte Kleidung ausziehen und vor erneutem Tragen waschen

Weitere Informationen kdnnen dem Sicherheitsdatenblatt entnommen werden.

12.2. Entsorgungshinweise

Chemikalien und Zubereitungen sind in der Regel Sonderabfélle. Deren Beseitigung unterliegt den nationalen abfallrechtlichen
Gesetzen und Verordnungen. Die zustandige Behorde informiert Gber die Entsorgung von Sonderabféllen.

13. BESTELLINFORMATIONEN

Produktnummer: MYCGO0350 Mycoplasma pneumoniae 1gG ELISA (96 Bestimmungen)
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FRANGAIS
1. INTRODUCTION

Les mycoplasmes appartiennent a la classe des Mollicutes qui comprend trois familles distinctes et quatre genres, dont I'un est
le mycoplasme avec plus de 60 espéces. Les Mycoplasmes sont les plus petits organismes libres connus (300 a 500 nm de
diametre) et contrairement aux bactéries régulieres ils n’ont pas de membrane cellulaire. Les mycoplasmes sont des parasites
extracellulaires, particulierement sur les membranes muqueuses, qui peuvent causer des infections dans I'homme, les animaux,
les plantes, et les cultures cellulaires. Mycoplasma pneumoniae est d’abord un pathogéne respiratoire (obligatoire) dans
'homme qui peut atteindre le nasopharynx, la gorge, la trachée, les bronches, les bronchioles, et les alvéoles. D’autres
mycoplasmes, M. buccale, M. faucium, M. orale et M. salivarium sont des commensales dans la cavité buccale. Mycoplasma
hominis et Ureaplasma urealyticum habitent surtout la région génitale et peuvent agir en tant qu'envahisseurs opportunistes.
Mycoplasma pneumoniae est de loin le microbe pathogéne le plus important de ce groupe. L'infection avec Mycoplasma
pneumoniae se produit dans le monde entier, son épidémiologie a surtout été étudiée aux Etats-Unis, en Europe, et au Japon.
Les infections sont endémiques dans les grands secteurs urbains, et des augmentations épidémiques sont observées a
intervalles variables. On a estimé que Mycoplasma pneumoniae cause 15-20% de toutes les pneumonies; le taux est le plus
élevé chez les enfants et de jeunes adultes. 74% des infections avec Mycoplasma pneumoniae sont asymptomatiques, et des
réinfections peuvent se produire. L'immunité naturellement acquise contre l'infection avec Mycoplasma pneumoniae semble étre
de durée limitée (2 ou 3 ans).

Espéce La maladie Symptdmes (p.ex.) Modes de transmission

Mycoplasma les maladies de région Fievre, maux de téte et toux persistante. La transmission du virus

pneumoniae respiratoire par Mycoplasma se produit principalement
pneumoniae Maladie de région respiratoire: de l'infection par le contact de

asymptomatique a la pharyngite, la bronchite, le | gouttelettes.
croup, la trachéo-bronchite et & la pneumonie
atypique primaire

L'infection ou la présence d'un agent pathogéne peut étre identifiée par:

] Microscopie
= Sérologie: p.ex. ELISA

2. INDICATION D’UTILISATION

La trousse Mycoplasma pneumoniae IgG ELISA est prévue pour la détection qualitative des anticorps IgG anti-Mycoplasma
pneumoniae dans le sérum humain ou plasma (citrate, héparine).

3. PRINCIPE DU TEST

La détermination immunoenzymatique qualitative des anticorps spécifiques est basée sur le la technique ELISA (du anglais,
Enzyme-Linked Immunosorbent Assay).

Plaques de Microtitrage sont recouvertes d'antigénes spécifiques pour lier les anticorps correspondants de I'échantillon. Aprés
le lavage des puits pour éliminer I'échantillon détaché, le conjugué peroxydase de raifort (HRP) est ajouté. Ce conjugué se lie
aux anticorps capturés. Dans une deuxieme étape de lavage, le conjugué non lié est éliminé. Le complexe immun formé par le
conjugué lié est visualisé par I'addition tétraméthylbenzidine (TMB) qui donne un produit de réaction bleu.

L'intensité de ce produit est proportionnelle a la quantité d'anticorps spécifiques dans I'échantillon. L'acide sulfurique est ajouté
pour arréter la réaction. Cela produit un changement du bleu au jaune. L'absorbance a 450/620 nm est lue en utilisant un
Photométre de Plaque de Microtitrage ELISA.
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4. MATERIEL

4.1. Réactifs fournis

. Plague de Microtitrage: 12 barrettes de 8 puits sécables revétus d’antigéne d’Mycoplasma pneumoniae; en sachets
d'aluminium refermables.

] Tampon de Dilution d’Echantillon 1gG: 1 flacon contenant 100 mL de tampon phosphaté (10 mM) pour la dilution de
I'échantillon; pH 7,2 £ 0,2; prét a 'emploi; couleur jaune; bouchon blanc; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solution d'arrét: 1 flacon contenant 15 mL d'acide sulfurique, 0,2 mol/L; prét a I'emploi; bouchon rouge.

] Tampon de Lavage (concentré x 20): 1 flacon contenant 50 mL d'un tampon phosphaté (0,2 M) concentré 20 fois
(pH 7,2 £ 0,2) pour laver les puits; bouchon blanc.

] Conjugué: 1 flacon contenant 20 mL d'anticorps IgG anti-humaines conjuguées a de la peroxydase du raifort dans le
tampon phosphaté (10 mM); prét a I'emploi; couleur bleue, bouchon noir.

] Solution de Substrat TMB: 1 flacon contenant 15 mL de 3,3',5,5'-tétraméthylbenzidine (TMB), < 0,1 %; prét a I'emploi;
bouchon jaune.

] Contr6le Positif: 1 flacon contenant 2 mL contrdle; prét a I'emploi; couleur jaune; bouchon rouge; < 0,02% (v/v) MIT.

= Contréle Cut-off: 1 flacon contenant 3 mL contréle; prét a 'emploi; couleur jaune; bouchon vert; < 0,02% (v/v) MIT.

= Contréle Négatif: 1 flacon contenant 2 mL contrdle; prét a 'emploi; couleur jaune; bouchon bleu; <0,0015% (v/v)

CMIT/ MIT (3:1).

Pour les mentions de danger et les conseils de prudence voir chapitre 12.1.
Pour les substances potentiellement dangereuses s'il vous plait vérifiez la fiche de données de sécurité.

4.2. Matériel fourni

L] 1 couvercle autocollante

] 1 instructions d’utilisation

] 1 présentation de la plaque

4.3. Matériel et équipement requis

Photomeétre de Plaque de Microtitrage ELISA, pour mesurer I'absorbance a 450/620 nm
Incubateur 37 °C

Laveur manuel ou automatique pour le lavage des Plaques de Microtitrage

Pipettes pour utilisation entre 10 et 1000 pL

Mélangeur Vortex

Eau distillée

Tubes jetables

5. STABILITE ET CONSERVATION

Conserver le kit a 2...8 °C. Les réactifs ouverts sont stables jusqu'a la date de péremption indiquée sur I'étiquette lorsqu'il est
conservé a 2...8 °C.

6. PREPARATION DES REACTIFS

Il est trés important porter tous les réactifs et échantillons a température ambiante (20... 25 °C) et les mélanger
avant de commencer le test!

6.1. Plaque de Microtitrage

Les barrettes sécables sont revétues d’antigéne d’Mycoplasma pneumoniae. Immédiatement aprés avoir prélevé les barrettes
nécessaires, les barrette restantes doivent étre scellés le vide dans de feuille d'aluminium avec le sac de silicium (le
déshydratant) fourni et emmagasiner a 2...8 °C.

6.2. Tampon de Lavage (conc. x 20)

Diluer le Tampon de Lavage 1+19; par exemple 10 mL du Tampon de Lavage + 190 mL d'eau distillée. Le Tampon de Lavage
diluée est stable pendant 5 jours a la température ambiante (20...25 °C). Cas apparaissent des cristaux dans le concentré,
chauffer la solution a 37 °C par exemple dans un bain-marie mélangez bien avant dilution.

6.3. Solution de Substrat TMB

La solution est préte a utiliser et doit étre emmagasiné a 2...8 °C, a I'abri de la lumiére. La solution doit étre incolore ou pourrait
avoir une légére couleur bleu clair. Si le substrat devient bleu, il peut avoir été contaminé et ne peut pas étre utilisé dans le test.

7. PRELEVEMENT ET PREPARATION DES ECHANTILLONS

Utiliser des échantillons humains de sérum ou plasma (citrate, héparine) pour ce test. Si le test est réalisé dans les 5 jours
apres le prélevement, les échantillons doivent étre conservés a 2...8 °C; autrement ils doivent étre aliquotés et conservés
surgelés (-70...-20 °C). Si les échantillons sont conservés congelés, bien mélanger les échantillons décongelés avant le test.
Eviter les cycles répétés de congélation et décongélation.

L’inactivation par la chaleur des échantillons n’est pas recommandée.
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7.1. Dilution de I’échantillon

Avant du test, tous les échantillons doivent étre dilués 1 + 100 avec Tampon de Dilution d’Echantillon I1gG. Diluer 10 pL
d'échantillon avec 1 mL | Tampon de Dilution d’Echantillon IgG dans des tubes pour obtenir une dilution 1 + 100 et mélanger
soigneusement sur un Vortex.

8. PROCEDE DE TEST

Lire attentivement les instructions d'utilisation avant de réaliser le test. La fiabilité des résultats dépend du suivi strict
d'utilisation comme décrit. La technique de test suivante a été validée uniquement pour une procédure manuelle. Si le test doit
étre effectué sur un systemes automatiques pour ELISA, nous conseillons d’augmenter le nombre d’étapes de lavage de trois a
cing et le volume du Tampon de Lavage de 300 a 350 uL. Faites attention au chapitre 12. Avant de commencer le test, le plan
de distribution et d'identification de tous les échantillons et les étalons/contrbles (il est recommandé déterminer en double)
doivent étre soigneusement établi sur la feuille présentation de la plaque prévue dans le conseil de kit. Sélectionner le nombre
de barrettes ou de puits nécessaires et les placer sur le support.

Réaliser toutes les étapes du test dans I'ordre donné et sans délai.

Un embout de pipette propre et jetable doit étre utilisé pour distribuer chaque étalon/contrdle et échantillon.

Régler l'incubateur a 37 £ 1 °C.
1. Pipeter 100 pL de étalons/contréles et d’échantillons dilués dans leurs puits respectifs. Garder le puits A1 pour le blanc
substrat.
2. Couvrir les puits avec le couvercle, fourni dans le kit.
Incuber pendant 1 heure =5 minutes 4 37 £ 1 °C.

4. Alafin de l'incubation, enlever le couvercle, aspirer le contenu des puits et laver chaque puits trois fois avec 300 UL du
Tampon de Lavage. Eviter les débordements des puits de réaction. L'intervalle entre le cycle de lavage et I'aspiration
doit étre > 5 sec. A la fin, enlever soigneusement le liquide restant en tapotant les barrettes sur du papier absorbant
avant la prochaine étape.

Note: L'‘étape de lavage est trés importante! Un lavage insuffisant peut conduire a une précision faible et de faux
résultats !

Pipeter 100 puL du conjugué dans tous les puits sauf le puits Blanc Al.

Incuber pendant 30 minutes a température ambiante (20...25°C). N'exposer pas a la lumiere directe du soleil.

w

Répéter I'étape numéro 4.
Pipeter 100 pL de la Solution de Substrat TMB dans tous les puits.

Incuber pendant exactement 15 minutes a température ambiante (20...25°C) dans I'obscurité. Une couleur bleue
se produit en raison d'une réaction enzymatique.

10. Pipeter 100 uL de la solution d'arrét dans tous les puits dans le méme ordre et & la méme vitesse que pour la Solution
de Substrat TMB, ainsi, il y a un changement du bleu au jaune.

11. Mesurer l'absorbance a 450/620 nm dans les 30 minutes aprés l'addition de la solution d'arrét.

© N o’

8.1. Mesure

Réglez le Photometre de Plaque de Microtitrage ELISA a zéro en utilisant le Blanc substrat.

Si - pour des raisons techniques - le Photométre de Plaque de Microtitrages ELISA ne peut pas étre ajusté a zéro en utilisant le
Blanc substrat, la valeur d’absorbance de cette doit étre soustraire la valeur d'absorbance de toutes les autres valeurs
d’absorbance mesurées afin d'obtenir des résultats fiables!

Mesurer I'absorbance de tous les puits a 450 nm et enregistrer les valeurs d'absorbance pour chaque étalon/controle et
échantillon dans la présentation de la plaque.

Il est recommandé d'effectuer la mesure dichromatique utilisant 620 nm comme longueur d'onde de référence.
Si doubles déterminations ont été effectuées, calculer les valeurs moyennes d'absorbance.

9. RESULTATS

9.1. Critéres de validation

Pour qu'une série d'analyses soit considérée comme valide, ces instructions d'utilisation doivent étre strictement suivies, et les
criteres suivants doivent étre respectés:

. Blanc Substrat: Valeur d’absorbance < 0,100

. Contrdle Négatif: Valeur d’absorbance < 0,200 et < Cut-off
. Contrble Cut-off: Valeur d’absorbance 0,150 - 1,300

. Contréle Positif: Valeur d'absorbance > Contréle Cut-off

Lorsque ces critéres ne sont pas remplis, le test n'est pas valide et doit étre recommencé.

9.2. Calcul des résultats

La valeur seuil correspond a la moyenne des valeurs d’absorbance du Contrdle Cut-off.

Exemple: 0,44 DO Contréle Cut-off + 0,42 DO Contrble Cut-off = 0,86: 2 = 0,43
Cut-off = 0,43
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9.2.1. Résultats en unités [NTU]

Valeur (moyenne) d'absorbance de I' échantillon x 10= [unités NovaTec = NTU]
Cut-off

Exemple: 1,591 x10 = 37 NTU
0,43

9.3. Interprétation des résultats

Cut-off 10 NTU -
Positif > 11 NTU Les antlcorpsl dlr!ggs contre Ia}gent pathogepe sont présents. Il ya eu un
contact avec I'antigéne (pathogéne resp. vaccin).
Les anticorps dirigés contre l'agent pathogéne ne pouvaient pas étre
. détectés clairement. Il est recommandé de répéter le test avec un échantillon
Zone grise 9-11 NTU . s - : . .
frais dans 2 a 4 semaines. Si le résultat est encore dans la zone grise
I'échantillon est jugé négatif.
. L'échantillon ne contient pas d'anticorps contre l'agent pathogene. Un
Negatif <9 NTU . SNt . ?
contact préalable avec l'antigéne (pathogéne resp. vaccin) est peu probable.
Le diagnostic d'une maladie infectieuse ne devrait pas étre établi sur la base du résultat d’'une seule analyse. Un diagnostic
précis devrait prendre en considération I'histoire clinique, la symptomatologie ainsi que les données sérologiques. Les
données sérologiques sont de valeur limité dans le cas des patients immunodéprimeés et des nouveaux-nés.

9.3.1. Isotypes d'anticorps et I’Etat de I'infection

Sérologie Signification

IgM Caractéristique de la réponse primaire du anticorps

Titre élevé d'lgM avec une faible titre d'IgG: — suggére une infection trés récente ou aigie
Rare: — persistante IgM

IgG Caractéristique de la réponse secondaire du anticorps

Peut persister pendant plusieurs années

Des titres élevés d'lgG a faible titre d'lgM: — peuvent indiquer une infection ancienne

IgA lls sont produits au niveau des muqueuses dans tout le corps (= barriére de protection)
Habituellement ils sont produits en début d'infection

10. PERFORMANCES DU TEST

Ces résultats s’appuient sur les groupes d’échantillons étudiés; il n’agit pas de caractéristiques techniques garanties.
Pour plus d'informations sur les performances du test s'il vous plait contactez NovaTec Immundiagnostica GmbH.

10.1. Précision

Intra-essai n moyenne (DO) CV (%)
#1 24 0,434 3,80
#2 24 1,240 4,08
#3 24 1,635 6,03
Inter-essai n movyenne (NTU) CV (%)
#1 12 32,58 5,73
#2 12 31,56 13,32
#3 12 4,36 11,10

10.2. Spécificité diagnostique

La spécificité diagnostique est définie comme la probabilité d’obtenir un résultat négatif en I'absence d'un analyte spécifique.
Elle est 97,8% (95% Intervalle de confiance: 92,29% - 99,73%).

10.3. Sensibilité diagnostique

La sensibilité diagnostique est définie comme la probabilité d’obtenir un résultat positif en présence d'un analyte spécifique.
Elle est 100% (95% Intervalle de confiance: 96,87% - 100%).

10.4. Interférences

Des échantillons hémolytiques ou lipémiques ou ictériques n’ont pas montré d’interférences, avec des concentrations jusqu’a
10 mg/mL de hémoglobine, 5 mg/mL de triglycérides et 0,5 mg/mL de bilirubine.

10.5. Réaction croisée

L’étude d’un panel d’échantillons avec des anticorps dirigés contre différents paramétres interférents n’a pas révélé de preuves
de résultats faussement positifs dus a des réactions croisées.
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11.LIMITES DE LA TECHNIQUE

Une contamination bactérienne ou des cycles de congélation/décongélation répétés de I"échantillon peuvent affecter les valeurs
d'absorption.

12. PRECAUTIONS ET AVERTISSEMENTS

La procédure de test, 'information, les précautions et mises en garde de la notice d’emploi, doivent étre suivies de fagon
stricte. L'utilisation de ces trousses avec des automates ou dispositifs similaires doit étre validée. Aucun changement de la
conception, composition et procédure de test, ainsi que I'utilisation avec d’autres produits non approuvés par le fabricant,
ne sont pas autorisés; seul I'utilisateur est responsable de tels changements. Le fabricant n’est pas responsable des faux
résultats et des incidents dus a ces motifs. Le fabricant n’est pas responsable des résultats fournis par analyse visuelle des
échantillons des patients.

Uniquement pour diagnostic in vitro.

Tous les matériaux d’'origine humaine ou animale doivent étre considérés et traités comme étant potentiellement infectieux.
Tous les composants d’origine humaine utilisés pour la fabrication de ces réactifs ont été analysés et ont été trouvés non
réactifs en Ag HBs, en anticorps anti-VHI 1 et 2 et en anticorps anti-VHC.

Ne pas échanger les réactifs ou les Plaque de Microtitrage provenant de différents lots de production.

Ne pas utiliser de réactifs provenant d’autres fabricants avec les réactifs de cette trousse.

Ne pas utiliser les réactifs aprés la date de péremption indiquée sur I'étiquette.

Utiliser seulement des embouts de pipette, des distributeurs et du matériel de laboratoire propres.

Ne pas échanger les bouchons des flacons, pour éviter la contamination croisée.

Fermer soigneusement les flacons apres utilisation pour éviter I'évaporation et la contamination microbienne.

Avant une nouvelle utilisation, vérifier les flacons de conjugué et de étalon/contrdle, déja utilisés, pour exclure une
contamination microbienne.

Pour éviter la contamination croisée et des résultats faussement élevés, introduire les échantillons de patients et les
réactifs exactement au fond des puits sans éclabousser.

L'ELISA est uniqguement congu pour le personnel qualifié suivant les normes de bonnes pratiques de laboratoire (Good
Laboratory Practice, GLP).

Pour un contr6le de qualité interne plus poussé, chaque laboratoire doit en outre utiliser des échantillons connus.

12.1. Note de sécurité pour les réactifs contenant des substances dangereuses

Les réactifs peuvent contenir du CMIT/MIT (3 :1) ou du MIT (voir chapitre 4.1)
Par conséquent, les mentions de danger et les conseils de prudence suivants s’appliquent.

Attenttion H317 Peut provoquer une allergie cutanée
P261 Eviter de respirer les aérosols
P280 Porter des gants de protection/ des vétements de protection.
P302+P352 EN CAS DE CONTACT AVEC LA PEAU: Laver abondamment savon a
I'eau.

P333+P313 En cas d'irritation ou d'éruption cutanée: consulter un médecin.
P362+P364 Enlever les vétements contaminés et les laver avant réutilisation.

De plus amples informations peuvent étre trouvées dans la fiche de données de sécurité.

12.2. Elimination des déchets

Les résidus des produits chimiques et des préparations sont considérés en général comme des déchets dangereux.
L’élimination de ce type de déchet est réglementée par des lois et réglementations nationales et régionales. Contacter les
autorités compétentes ou les sociétés de gestion des déchets pour obtenir des renseignements sur I'élimination des déchets
dangereux.

13.INFORMATION POUR LES COMMANDES

Référence: MYCGO0350 Mycoplasma pneumoniae IgG ELISA (96 déterminations)
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ITALIANO
1. INTRODUZIONE

Il Mycoplasma pneumoniae € un membro della classe dei Mollicuti, in quanto privo di parete cellulare e rivestito soltanto da
membrana plasmatica. Pertanto rappresenta la piu piccola cellula vivente al momento conosciuta. La famiglia dei
Mycoplasmataceae si divide nei generi Mycoplasma ed Ureaplasma. Al momento sono conosciute piu di 80 specie. Le specie
piu importanti e patogene per 'uomo sono: M. pneumonite, M. hominis e M. genitalis. Oltre a queste esistono altre specie
eventualmente patogene: M. orale, M. salivarum, M. faucium e M. buccale. M. hominis e M. genitalis sono gli agenti eziologici di
infezioni non specifiche del tratto urogenitale. Il Mycoplasma pneumoniae & I'agente eziologico della polmonite atipica primaria
e puo anche essere causa di bronchite, laringite e tracheite. Colpisce soprattutto i bambini sopra i 5-6 anni di vita e predilige, in
particolare, gli adolescenti e gli adulti. Dopo un periodo di incubazione di 2-3 settimane esordisce con febbre, cefalea, scarso
appetito e malessere generale. Il quadro clinico della polmonite atipica si manifesta nel 5-25% delle persone infette. L’agente &
ubiquitario, molto contagioso e & trasmesso per via aerea.

Specie Malattia Sintomi (p.es.) Via di trasmissione
Mycoplasma Infezioni del tratto | Febbre, mal di testa, e una tosse persistente. Trasmissione: aerea;
pneumoniae respiratorio per Trasmesso da gocce infette
Mycoplasma Infezioni del tratto respiratorio: Da infezione nell'aria
pneumoniae asintomatica da faringiti, bronchiti,
groppa, tracheobronchite, polmonite e polmonite
atipica primaria

L'infezione o la presenza di un agente patogeno puo essere identificata da:
=  Microscopia:
=  Sierologia:  p.es.ELISA

2. USO PREVISTO

Il Mycoplasma pneumoniae IgG ELISA & un kit per la determinazione qualitativa degli anticorpi specifici della classe 1gG per
Mycoplasma pneumoniae nel siero o plasma (citrato, eparina) umano.

3. PRINCIPIO DEL TEST

La determinazione immunoenzimatico qualitativa degli anticorpi specifici si basa sulla tecnica ELISA (d'inglese Enzyme-linked
immunosorbent assay).

Piastre di Microtitolazione sono rivestiti con antigeni specifici che si legano agli anticorpi presenti nel campione. Dopo aver
lavato i pozzetti per rimuovere tutto il materiale campione non legato, il coniugato di perossidasi di rafano (HRP) & aggiunto.
Questo coniugato si lega agli anticorpi catturati. In una seconda fase di lavaggio coniugato, non legato e rimosso. Il complesso
immunitario formato dal coniugato legato sara evidenziato aggiungendo tetrametilbenzidina (TMB) substrato che da una
colorazione blu.

L'intensita di questa colorazione € direttamente proporzionale alla quantita di anticorpi specifici presenti nel campione. Acido
solforico & aggiunto per bloccare la reazione. Questo produce un cambiamento di colore dal blu al giallo. Assorbanza a 450/620
nm é letto utilizzando un fotometro di Piastre di Microtitolazione ELISA.

4. MATERIALI

4.1. Reagenti forniti

] Piastre di Microtitolazione: 12 strisce divisibili in 8 pozzetti, con adesi antigeni della Mycoplasma pneumoniae; dentro
una busta d’alluminio richiudibile.

] Tampone di Diluizione del Campione IgG: 1 flacone contenente 100 mL di tampone fosfato (10 mM) per diluire i
campioni; pH 7,2 + 0,2; colore giallo; pronto all’'uso; tappo bianco; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Soluzione Bloccante: 1 flacone contenente 15 mL di acido solforico, 0,2 mol/L, pronto all’'uso; tappo rosso.

] Tampone di Lavaggio (20x conc.): 1 flacone contenente 50 mL di un tampone fosfato concentrato 20 volte (0,2 M)
per il lavaggio dei pozzetti; pH 7,2 £ 0,2; tappo bianco.

] Coniugato: 1 flacone contenente 20 mL di anticorpi 1gG anti-umani, coniugati a perossidasi in tampone fosfato
(10 mM); colore azzurro; pronto all’'uso; tappo nero.

] Soluzione Substrato TMB: 1 flacone contenente 15 mL di 3,3°,5,5-Tetrametilbenzidina (TMB), < 0,1 %; pronto
all'uso; tappo giallo.

] Controllo Positivo: 1 flacone da 2 mL controllo; colore giallo; tappo rosso; pronto all'uso; < 0,02% (v/v) MIT.

= Controllo Cut-off: 1 flacone da 3 mL controllo; colore giallo; tappo verde; pronto all’'uso; < 0,02% (v/v) MIT.

] Controllo Negativo: 1 flacone da 2 mL controllo; colore giallo; tappo blu; pronto all'uso; < 0,0015% (v/v) CMIT/ MIT
(3:1).

Le indicazioni di pericolo e consigli di prudenza vedi capitolo 12.1.
Per le sostanze potenziali pericolose si prega di leggere la scheda di dati di sicurezza.

4.2. Accessori forniti

] 1 pellicola adesiva
] 1 istruzione per I'uso
] 1 schema della piastra
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Materiali e attrezzature necessari

] Fotometro per Piastre di Microtitolazione con filtri da 450/620 nm
] Incubatrice 37 °C

= Lavatore, manuale o automatico, di Piastre di Microtitolazione

. Micropipette per I'uso tra 10-1000 pL

] Vortex-Mixer

] Acqua distillata

] Provette monouso

5. MODALITA DI CONSERVAZIONE

Conservare il kit a 2...8 °C. | reagenti aperti sono stabili fino alla data di scadenza indicata sull'etichetta quando sono conservati
az2...8°C.

6. PREPARAZIONE DEI REAGENTI

E molto importante, portare tutti i reagenti e campioni a temperatura ambiente (20...25 °C) e mescolare prima di
iniziare il test.

6.1. Piastre di Microtitolazione

Le strisce divisibili sono rivestite con gli antigeni della Mycoplasma pneumoniae. Immediatamente dopo la rimozione degli
strisce necessari, le strisce rimanenti devono essere sigillare nuovamente in un foglio di alluminio insieme con il sacchetto di gel
di silice conservati a 2...8 °C.

6.2. Tampone di Lavaggio (20x conc.)

Diluire il Tampone di Lavaggio 1+19; per esempio: 10 mL del Tampone di Lavaggio + 190 mL di acqua distillata. Il Tampone di
Lavaggio diluito € stabile per 5 giorni a temperatura ambiente (20...25 °C). Se cristalli appaiono nel concentrato, riscaldare la
soluzione a 37 °C per esempio in un bagnomaria. Mescolare bene prima della diluizione.

6.3. Soluzione Substrato TMB

La soluzione sta pronta all'uso e deve essere conservata a 2...8 °C, al riparo dalla luce. La soluzione deve essere incolore o
potrebbe avere un leggero colore blu chiaro. Se il substrato diventa blu, potrebbe essere stato contaminato e non pud essere
utilizzato nel test.

7. PRELIEVO E PREPARAZIONE DEI CAMPIONI

Per questo test si prega di usare campioni di siero o plasma (citrato, eparina) umano. Se il test & fatto entro 5 giorni dal prelievo
i campioni possono essere conservati tra 2...8 °C. Altrimenti devono essere aliquotati e congelati tra (-70...-20 °C). Se i
campioni sono conservati congelati, mescolare bene i campioni scongelati prima del test. Evitare cicli ripetuti di
congelamento/scongelamento.

L’inattivazione dei campioni per mezzo del calore non € raccomandata.

7.1. Diluizione dei campioni

Prima del test, diluire i campioni 1+100 con Tampone di Diluizione del Campione IgG. Per esempio, pipettare nelle provette
10 pL di campione + 1 mL di Tampone di Diluizione del Campione IgG e mescolare bene (Vortex).
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8. PROCEDIMENTO

Leggere bene le istruzioni per 'uso prima di iniziare il teste. L’affidabilita dei risultati dipende dalla stretta aderenza le istruzioni
per l'uso di prova come descritto. La seguente procedura € stata validata per 'esecuzione manuale. Per un’esecuzione su
strumentazione automatica si consiglia di incrementare il numero di lavaggi de 3 a 5 volte e il volume del Tampone di Lavaggio
da 300 a 350 pL per evitare effetti di lavaggio. Prestare attenzione al capitolo 12. Stabilire innanzitutto il piano di distribuzione e
identificazione dei campioni e standards/controlli (¢ raccomandato determinare in duplicato) sullo schema della piastra fornito
con il kit. Inserire i pozzetti necessari nel supporto.

Eseguire il test nell'ordine stabilito dalle istruzioni, senza ritardi.
Sul pipettaggio utilizzare puntali nuovi e puliti per ogni campione e standard/controllo.
Regolare l'incubatore a 37 + 1 °C.

1. Pipettare 100 pL di standard/controllo e di campione diluito nei relativi pozzetti. Usare il pozzetto Al per il Bianco-
substrato.

2. Coprire i pozzetti con la pellicola adesiva, fornita nel kit.
3. Incubareloratx5mina37+1°C.

4. Al termine dell'incubazione, togliere la pellicola e aspirare il liquido dai pozzetti. Successivamente lavare i pozzetti tre
volte con 300 pL di Tampone di Lavaggio. Evitare che la soluzione trabocchi dai pozzetti. L’intervallo tra il lavaggio e
I'aspirazione deve essere > 5 sec. Dopo il lavaggio picchiettare delicatamente i pozzetti su una carta assorbente per
togliere completamente il liquido, prima del passo successivo.

Attenzione: Il lavaggio € una fase molto importante. Da lavaggio insufficiente risulta una bassa precisione e
risultati falsi!

Pipettare 100 pL di Coniugato in tutti i pozzetti, escludendo quello con il Bianco-substrato (Blank) Al.
Incubare per 30 min a temperatura ambiente (20...25 °C). Non esporre a fonti di luce diretta.
Ripetere il lavaggio secondo punto 4.

Pipettare 100 pL di Soluzione Substrato TMB in tutti i pozzetti.

Incubare precisamente per 15 min a temperatura ambiente (20...25 °C) al buio. Un colore blu verifica a causa
della reazione enzimatica.

10. Pipettare 100 pL di Soluzione Bloccante in tutti i pozzetti, nello stesso ordine della Soluzione Substrato TMB, in tal
modo un cambiamento di colore dal blu al giallo si verifica.

11. Misurare I'assorbanza a 450/620 nm entro 30 min dopo I'aggiunta della Soluzione Bloccante.

© NGO

8.1. Misurazione
Regolare il fotometro per le Piastre di Microtitolazione ELISA a zero usando il substrato-Bianco (Blank).

Se, per motivi tecnici, non e possibile regolare il fotometro per le Piastre di Microtitolazione a zero usando il Bianco-substrato, il
valore de assorbanza de questo deve essere sottratto dai valori dell’assorbanza da tutti i valori delle altre assorbanze per
ottenere risultati affidabili!

Misurare I’assorbanza di tutti i pozzetti a 450 nm e inserire tutti i valori misurati nello schema della piastra.

E raccomandato fare le misurazioni delle onde bichrome (due colori). Utilizzando la lunghezza d’onda de 620 nm come misura
di riferimento.

Dove sono state misurate in doppio, calcolare la media delle assorbanze.

9. RISULTATI

9.1. Validazione del test

Affinché un test possa essere considerato valido, le presenti Istruzioni per I'uso devono essere rigorosamente seguite e devono
essere soddisfatti i seguenti criteri:

- Substrato Bianco (Blank): Valore di assorbanza < 0,100

. Controllo Negativo: Valore di assorbanza < 0,200 e < Cut-off
. Controllo Cut-off: Valore di assorbanza 0,150 — 1,300

. Controllo Positivo: Valore di assorbanza > Cut-off

Se non sono soddisfatti questi criteri, il test non & valido e deve essere ripetuto.

9.2. Calcolo dei risultati

Il Cut-off e la media dei valori di assorbanza dei Controlli Cut-off.

Esempio: Valore di assorbanza del Controllo Cut-off 0,44 + valore di assorbanza del Controllo Cut-off 0,42 = 0,86/2 = 0,43
Cut-off = 0,43
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9.2.1. Risultati in unita [NTU]

Assorbanza media del campione x 10 = [unita NovaTec = NTU]
Cut-off
Esempio: 1,591 x10 = 37 NTU
0,43
9.3. Interpretazione dei risultati
Cut-off 10 NTU -
PoSitivo > 11 NTU Antlc':orpl contro il patogeno sono  presenti. C'e stato un contatto con
I'antigene (patogeno resp. vaccino).
Anticorpi contro il patogeno non ¢ stato possibile rilevare chiaramente.
. Si consiglia di ripetere il test con un nuovo campione in 2-4 settimane.
Zona grigia 9-11NTU S \ L . . -
Se il risultato & nuovamente nella zona grigia, il campione viene giudicato
come negativo.
Negativo <9 NTU Il campione 'nor.1 contiene anticorpi contro il \p.atogeno.. Un precedente
contatto con l'antigene (patogeno resp. vaccino) € improbabile.

La diagnosi di una malattia infettiva non deve essere fatta soltanto sulla risultanza di un unico test.
E importante considerare anche I'anamnesi ed i sintomi del paziente.
| risultati del test da pazienti immunosoppressi e neonati hanno un valore limitato.

9.3.1. Isotipi degli anticorpi e Stato dell’infezione

Sierologia Significato

IgM Caratteristica della risposta primaria dell’anticorpo

Alto titolo IgM con basso titolo IgG: —suggerisce una infezione molto recente o acuta
Raro: — IgM persistente

IgG Caratteristica della risposta secondaria dell’anticorpo

Puo persistere per diversi anni

Alto titolo IgG con basso titolo IgM: — pud indicare un‘infezione passata

IgA Sono prodotte a livello delle mucose in tutto il corpo (= barriera protettiva)
Solitamente sono prodotte all'inizio dell'infezione

10. CARATTERISTICHE DEL TEST

| risultati si riferiscono al gruppo di campioni investigato; questi non sono specifiche garantite.
Per ulteriori informazioni su caratteristiche del test, si prega, di contattare NovaTec Immundiagnostica GmbH.

10.1. Precisione

Intradosaggio n Media (OD) CV (%)
#1 24 0,434 3,80
#2 24 1,240 4,08
#3 24 1,635 6,03
Interdosaggio n Media (NTU) CV (%)
#1 12 32,58 5,73
#2 12 31,56 13,32
#3 12 4,36 11,10

10.2. Specificita diagnostica

La specificita diagnostica € la probabilita del test di fornire un risultato negativo in assenza di analita specifici.
La specificita diagnostica € 97,8% (95% intervallo di confidenza: 92,29% - 99,73%).

10.3. Sensibilita diagnostica

La sensibilita diagnostica é la probabilitd del test di fornire un risultato positivo alla presenza di analita specifici.
La sensibilita diagnostica &€ 100% (95% intervallo di confidenza: 96,87% - 100%).

10.4. Possibili interferenze

Campioni emolitici, lipidici et itterici contenenti fino a 10 mg/mL di emoglobina, 5 mg/mL di trigliceridi e 0,5 mg/mL di bilirubina
non hanno presentato fenomeni d’interferenza nel presente test.

10.5. Reattivita crociata

L’investigazione di un gruppo di campioni con attivita di anticorpi contro parametri potenzialmente interferenti non ha rivelato
alcuna evidenza di risultati falsamente positivi dovuto a reattivita crociata.
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11.LIMITAZIONI

Una contaminazione da microorganismi o ripetuti cicli di congelamento-scongelamento possono alterare i valori delle
assorbanze.

12. PRECAUZIONI E AVVERTENZE

. La procedura analitica, le informazioni, le precauzioni e le avvertenze contenute nelle istruzioni per I'uso devono essere
seguite scrupolosamente. L’'uso dei kit con analizzatori e attrezzature similari deve essere previamente convalidato.
Qualunque cambiamento nello scopo, nel progetto, nella composizione o struttura e nella procedura analitica, cosi come
qualunque uso dei kit in associazione ad altri prodotti non approvati dal produttore non & autorizzato; I'utilizzatore stesso &
responsabile di questi eventuali cambiamenti. Il produttore non & responsabile per falsi risultati e incidenti che possano
essere causati da queste ragioni. Il produttore non € responsabile per qualunque risultato ottenuto attraverso esame visivo
dei campioni dei pazienti.

. Solo per uso diagnostico in-vitro.

- Tutti i materiali di origine umana o animale devono essere considerati potenzialmente contagiosi e infettivi.

- Tutti gli elementi di origine umana sono stati trovati non reattivi con Anti-HIV-Ab, Anti-HCV-Ab e HBsSAQ.

- Non scambiare reagenti e Piastre di Microtitolazione di lotti diversi.

. Non utilizzare reagenti d’altri produttori insieme con i reagenti di questo kit.

- Non usare dopo la data di scadenza.

. Utilizzare soltanto punte per pipette, distributori, e articoli da laboratorio puliti.

. Non scambiare i tappi dei flaconi, per evitare contaminazione crociata.

. Richiudere i flaconi immediatamente dopo I'uso per evitare la vaporizzazione e contaminazione.

. Una volta aperti e dopo relativo stoccaggio verificare i reagenti per una loro eventuale contaminazione prima dell’'uso.

. Per evitare contaminazioni crociate e risultati erroneamente alti pipettare i campioni e reagenti con molta precisione nei
pozzetti senza spruzzi.

- L'ELISA é progettato solo per il personale qualificato che segue le norme di buona pratica di laboratorio (Good Laboratory
Practice, GLP).

. Per un ulteriore controllo di qualita interno ogni laboratorio dovrebbe inoltre utilizzare campioni noti.

12.1. Nota di sicurezza per i reagenti contenenti sostanze pericolose

| reagenti possono contenere CMIT/MIT (3:1) o MIT (vedi capitolo 4.1)
Pertanto, si applicano le seguenti indicazioni di pericolo e le consigli di prudenza.

Attenzione H317 Puo provocare una reazione allergica cutanea.
P261 Evitare di respirare gli aerosol.
P280 Indossare guanti/ indumenti protettivi.

P302+P352 IN CASO DI CONTATTO CON LA PELLE: lavare abbondantemente con
sapone acqua.

P333+P313 In caso di irritazione o eruzione della pelle: consultare un medico.

P362+P364  Togliere tutti gli indumenti contaminati e lavarli prima di indossarli
nuovamente.

Ulteriori informazioni sono disponibili nella scheda di dati di sicurezza.

12.2. Smaltimento

In genere tutte le sostanze chimiche sono considerati rifiuti pericolosi. Lo smaltimento & regolato da leggi nazionali. Per ulteriori
informazioni contattare I'autorita locale.

13.INFORMAZIONI PER GLI ORDINI

Numero del prodotto: MYCGO0350 Mycoplasma pneumoniae IgG ELISA (96 determinazioni)
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ESPANOL
1. INTRODUCCION

Las Mycoplasma son procariotas con la caracteristica principal de no tener pared celular. Por esta facultad se forma la nueva
clase de los “Mollicutes” (mollis: suave, cutis: piel). La familia de los Mycoplasmataceae se divide en los géneros Mycoplasma y
Ureaplasma. En los Mycoplasma se conocen mas de 80 especies dentro de las mas importantes como patdégenos para el
hombre son M. pneumoniae, M. hominis y M. genitalis. Aparte de estos patégenos obligatorios existen varias especies que son
facultativo patégeno (M. orale, M. salivarium, M. faucium, M. buccale).

M. pneumoniae produce infecciones del tracto respiratoiro (neumonias atipicas), M. hominis y M. genitalis infectan al tracto
urogenital. M. pneumoniae coloniza la traquea y los bronquios destruyendo el epitelio sin entrar en el tejido peribronquial. Las
infiltraciones en el tejido peribronquial son probablemente reacciones fuertes del sistema inmunitario con presencia de
linfocitos, células plasma y macréfagos. Muchas veces se muestran fendmenos autoinmunitarios en forma de la formacion de
anticuerpos con reacciones cruzadas con tejidos corporales. Después de un periodo de incubacién medio de 3 semanas se
producen en el 75% de los casos infecciones gripales fuertes con faringitis o traqueobronquitis. Del 5 al 25 % de los casos
solamente de desarolla una neumonia atipica que comienza con cansancio, dolores de cabeza, fiebre y tos pertinante.

El M. pneumoniae no pertenece a la flora normal del hombre. Las Mycoplasma son de manifestacion mundial y se transmiten
con alta contagiosidad por el aire y por gotats de fluido contaminado. El grupo mas afectado son los jovenes de 5 a 20 afios.
Las infecciones dentro de una familia o en comunidades se explican por la alta contagiosidad y el modo de infeccion. Son
comunes las reinfecciones.

Especies Enfermedad Sintomas (p.ej.) Via de transmision
M. pneumoniae | Enfermedad Fiebre, dolor de cabeza y tos persistente A erdgena, por gotitas de
respiratoria por Enfermedad respiratoria, de infeccion fluido contaminado
Mycoplasma asintomatica a resfriados, faringitis, bronquitis,
pneumoniae krupp, traqueobronquitis, pneumonitis y neumonia
atipica primaria

La infeccion o la presencia de un patégeno puede identificarse mediante:
] Microscopia
=  Serologia: p.ej. ELISA

2. USO PREVISTO

El enzimoinmunoensayo Mycoplasma pneumoniae 1gG ELISA se utiliza para la determinacion cualitativa de anticuerpos 1gG
especificos contra Mycoplasma pneumoniae en suero o plasma (citrato, heparina) humano.

3. PRINCIPIO DEL ENSAYO

La determinacion inmunoenzimética cualitativa de anticuerpos especificos se basa en la técnica ELISA (Enzyme-linked
Immunosorbent Assay).

Las Placas de Microtitulacion estan recubiertas con antigenos especificos unen a los anticuerpos de la muestra. Después de
lavar los pocillos para eliminar todo el material de muestra no unida, el conjugado de peroxidasa de rabano (HRP) se afiade.
Este conjugado se une a los anticuerpos capturados. En una segunda etapa de lavado se retira el conjugado no unido. El
complejo inmune formado por el conjugado unido se visualiza afiadiendo substrato tetrametilbencidina (TMB), que da un
producto de reaccion azul.

La intensidad de este producto es proporcional a la cantidad de anticuerpos especificos en la muestra. se afiade acido sulfdrico
para detener la reaccion. Esto produce un cambio de color de azul a amarillo. La extincion a 450/620 nm se mide con un
fotometro de Placa de Microtitulacion ELISA.
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4. MATERIALES

4.1. Reactivos suministrados

] Placa de Microtitulacién : 12 tiras de 8 pocillos rompibles, recubiertos con antigenos de Mycoplasma pneumoniae, en
bolsa de aluminio.

] Tampén de Dilucion de Muestras IgG: 1 botella de 100 mL de solucién de tampén de fosfato (10 mM) para diluir la
muestra; pH 7,2 £ 0,2; color amarillo; listo para ser utilizado; tapa blanca; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solucién de Parada: 1 botella de 15 mL de acido sulfdrico, 0,2 mol/L, listo para ser utilizado; tapa roja.

] Tampoén de Lavado (20x conc.): 1 botella de 50 mL de una solucién de tamp6n de fosfato 20x concentrado (0,2 M)
para lavar los pocillos; pH 7,2 £ 0,2; tapa blanca.

] Conjugado: 1 botella de 20 mL de conjugado de anticuerpos IgG anti-humano con peroxidasa en tampén de fosfato
(10 mM); color azul; tapa negra; listo para ser utilizado.

. Solucién de Sustrato de TMB: 1 botella de 15 mL 3,3,5,5-tetrametilbenzindina (TMB), < 0,1 %; listo para ser
utilizado; tapa amarilla.

. Control Positivo: 1 botella de 2 mL control; color amarillo; tapa roja; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Cut-off; 1 botella de 3 mL control; color amarillo; tapa verde; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Negativo: 1 botella de 2 mL control; color amarillo; tapa azul; listo para ser utilizado; < 0,0015% (v/v) CMIT/
MIT (3:1).

Para indicaciones de peligro y consejos de prudencia consulte el cap. 12.1.
Para sustancias potencialmente peligrosas por favor revise la ficha de datos de seguridad.

4.2. Accesorios suministrados

] 1 lamina autoadhesiva
] 1 instrucciones de uso
] 1 esquema de la placa
4.3 Materiales e instrumentos necesarios

Fotometro de Placa de Microtitulacion con filtros de 450/620 nm
Incubadora 37 °C

Dispositivo de lavado manual o automéatico de Placas de Microtitulacion
Micropipetas para uso de (10-1000 pL)

Mezcladora Vortex

Agua destilada

Tubos de plastico desechables

5. ESTABILIDAD Y ALMACENAJE

Almacene el kit a 2...8 °C. Los reactivos abiertos son estables hasta la fecha de caducidad indicada en la etiqueta cuando se
almacena a 2...8 °C.

6. PREPARACION DE LOS REACTIVOS

Es muy importante llevar todos los reactivos y las muestras a temperatura ambiente (20...25 °C) y mezclarlos
antes de ser utilizados!

6.1. Placa de Microtitulacion

Las tiras rompibles estan recubiertas con antigeno de Mycoplasma pneumoniae. Inmediatamente después de la eliminacién de
las tiras, las tiras restantes deben sellarse de nuevo en el papel de aluminio junto con la bolsita di diéxio de silicio y almacenar
a2..8°C.

6.2. Tampon de Lavado (20x conc.)

Diluir el Tampdn de Lavado 1+19; por ejemplo 10 mL del Tampdn de Lavado + 190 mL de agua destilada. EI Tampon de
Lavado diluido es estable durante 5 dias a temperatura ambiente (20...25 °C). En caso de aparecer cristales en el concentrado,
calentar la solucién a 37 °C, por ejemplo, en un bafio Maria. Mezclar bien antes de la dilucién.

6.3. Solucion de Sustrato de TMB

La solucion esta lista para su uso y debe almacenarse a 2...8 °C, protegida de la luz. La soluciéon debe ser incolora o podria
tener un color ligeramente azul claro. Si el sustrato se convierte en azul, es posible que haya sido contaminado y no puede ser
utilizado en el ensayo.

7. TOMAY PREPARACION DE LAS MUESTRAS

Usar muestras de suero o plasma (citrato, heparina) humano. Si el ensayo se realiza dentro de 5 dias después de la toma de
sangre, las muestras pueden ser almacenadas a 2...8 °C, en caso contrario deben ser alicuotadas y almacenadas congeladas
(-70...-20 °C). Agitar bien las muestras descongeladas antes de diluirlas. Evitar congelaciones y descongelaciones repetidas.
No se recomienda la inactivacién por calor de las muestras.
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7.1. Dilucién de las muestras

Antes del ensayo, las muestras tienen que estar diluidas en relacién 1 + 100 con el Tampon de Dilucion de Muestras IgG, p. e.
10 pL de la muestra con 1 mL de Tampon de Dilucion de Muestras 1gG, mezclar bien con la mezcladora Vortex.

8. PROCEDIMIENTO

Por favor, leer cuidadosamente las instrucciones de uso del ensayo antes de realizarlo. Para el buen funcionamiento de la
técnica es necesario seguir las instrucciones. El siguiente procedimiento es valido solamente para el método manual. Si se
realiza el ensayo en los sistemas automaticos de ELISA es aconsejable elevar el nUmero de lavados de tres hasta cinco veces
y el volumen de Tampén de Lavado de 300 pL a 350 pL para excluir efectos de lavado. Preste atencién al capitulo 12. Antes de
comenzar, especificar exactamente la reparticion y posicién de las muestras y de los estandares/controles (se recomienda
determinar en duplicado) en el esquema de la placa suministrada. Usar la cantidad necesaria de tiras o pocillos e insertarlos en
el soporte.

Realizar el ensayo en el orden indicado y sin retraso.
Para cada paso de pipeteado en los estandares/controles y en las muestras, usar siempre puntas de pipeta de un solo uso.
Graduar la incubadora a 37 + 1°C.
1. Pipetear 100 pL de estandares/controles y muestras en los pocillos respectivos. Dejar el pocillo Al para el blanco.
2. Recubrir las tiras con los autoadhesivos suministrados.
3. Incubar1h £5mina37+1°C.
4

Después de la incubacion, retirar el autoadhesivo, aspirar el liquido de la tira y lavarla tres veces con 300 pL del
Tampon de Lavado. Evitar el rebosamiento de los pocillos. El intervalo entre lavado y aspiracion debe ser >5
segundos. Para sacar el liquido restante de las tiras, es conveniente sacudirlas sobre papel absorbente.

Nota:  El lavado es muy importante! Un mal lavado insuficiente provoca una baja precision y resultados falsamente
elevados!

Pipetar 100 pL de conjugado en cada pocillo con excepcién del blanco substrato Al.
Incubar 30 min a la temperatura ambiente (20...25 °C). Evitar la luz solar directa.
Repetir el lavado como en el paso numero 4.

Pipetar 100 uL de la Solucién de Sustrato de TMB en todos los pocillos.

Incubar exactamente 15 min en oscuridad a temperatura ambiente (20...25 °C). Un color azul se produce en las
muestras positivas debido a la reaccién enzimatica.

10. Pipetear en todos los pocillos 100 pL de la Solucion de Parada en el mismo orden y mismo intervalo de tiempo como
con el Solucién de Sustrato de TMB, por lo tanto un cambio de color de azul a amarillo se produce.

11. Medir la extincién con 450/620 nm en un periodo de 30 min después de afiadir la Solucion de Parada.

8.1. Medicién

Ajustar el fotémetro de Placa de Microtitulacion ELISA al cero utilizando el Blanco.

Si por razones técnicas el fotdémetro de Placa de Microtitulacién de ELISA no se puede ajustar a cero utilizando el Blanco, el
valor de la absorbancia de este debe ser sustraido de los demas valores de absorbancia medidos con el fin de obtener
resultados fiables!

Medir la extincidn de todos los pocillos con 450 nm y anotar los resultados de los estandares/controles y de las muestras en el
esquema de la placa.

Es aconsejable realizar la medicion bicromética a una longitud de onda de referencia de 620 nm.
Si se efectuaron andlisis en duplicado o miltiples, hay que calcular el promedio de los valores de extincidn de los pocillos
correspondientes.

9. CALCULO DE LOS RESULTADOS

© o N o’

9.1. Criterios de validez del ensayo

Para que un ensayo se considere valido, deben seguirse estrictamente las presentes instrucciones de uso y deben cumplirse
los siguientes criterios:

= Blanco: valor de la extincién < 0,100

=  Control Negativo: valor de la extincién < 0,200 y < Cut-off

=  Control Cut-off: valor de la extincién 0,150 — 1,300

] Control Positivo:  valor de la extincion > Cut-off

Si estos criterios no se cumplen, la prueba no es vaida y debera repetirse.

9.2. Calculo del valor de la medicion

El Cut-off se obtiene de los valores de la extincion de lo Control Cut-off.

Ejemplo: 0,42 OD Control Cut-off + 0,44 OD Control Cut-off = 0,86:2 = 0,43
Cut-off = 0,43
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9.2.1. Resultados en unidades [NTU]

Promedio valor de la extincién de la muestra x 10 =[NovaTec-unidades = NTU]

Cut-off
Ejemplo:  1591x10 = 37NTU
0,43
9.3. Interpretacién de los resultados
Cut-off 10 NTU -
PoSitivo > 11 NTU Los anticuerpos coptra el patggeno estan presentes. Ha producido un
contacto con el antigeno (patégeno resp. vacuna).
Los anticuerpos contra el patégeno no se pudieron detectar claramente.
. . Se recomienda repetir la prueba con una muestra fresca en 2 a 4 semanas.
Zona intermedia 9-11NTU . . . .
Si el resultado es de nuevo en la zona intermedia, la muestra se considera
como negativa.
Negativo <9 NTU La muestra no contiene anticuerpos contra el patégeno. Un contacto previo
con el antigeno (patégeno resp. vacuna) es poco probable.

El diagndstico de una infeccion no solamente se debe basar en el resultado del ensayo.
Es necesario considerar la anamnésis y la sintomatologia del paciente junto al resultado seroldgico.
Estos resultados sélo tienen valor restringido en pacientes inmunodeprimidos o en neonatos.

9.3.1. Isotipos de anticuerpo y Estado de la Infeccién

Serologia Significado

IgM Caracteristica de la respuesta primaria del anticuerpo

Alto titulo de IgM con bajo titulo de IgG — sugieren una infeccién muy reciente o aguda
Raras: — persistente IgM

IgG Caracteristica de la respuesta secundaria del anticuerpo

Pueden persistir por varios afios

El alto titulo de 1gG con bajo titulo de IgM: — pueden indicar una infeccién pasada

IgA Producida en el revestimiento mucoso en todo el cuerpo (= Barrera Protectora)
Usualmente producida tempranamente en el transcurso de la infeccion

10. CARACTERISTICAS DEL ENSAYO

Los resultados estan basados en el grupo de pruebas investigado; no se trata de especificaciones garantizadas.

Para obtener mas informacion sobre las caracteristicas del ensayo, por favor, entre en contacto NovaTec Immundiagnostica
GmbH.

10.1. Precision

Intra ensayo n Promedio (E) CV (%)
#1 24 0,434 3,80
#2 24 1,240 4,08
#3 24 1,635 6,03
Inter ensayo n Promedio (NTU) CV (%)
#1 12 32,58 5,73
#2 12 31,56 13,32
#3 12 4,36 11,10

10.2. Especificad diagnostica

La especificidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado negativo en ausencia del
analitico especifico. Es 97,8% (95% Intervalo de confianza: 92,29% - 99,73%).

10.3. Sensibilidad de diagndstico

La sensibilidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado positivo en presencia del
analitico especifico. Es 100% (95% Intervalo de confianza: 96,87% - 100%).

10.4. Interferencias

Las muestras lipémicas, ictéricas e hemoliticas no mostraron interferencias con este equipo ELISA hasta una concentracion de
5 mg/mL para triglicéridos, de 0,5 mg/mL para bilirrubina y de 10 mg/mL hemoglobina.
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10.5. Reactividad cruzada

Pruebas realizadas con un panel de muestras con distinta actividad de anticuerpos para estudiar parametros de reactividad no
dieron falsos positivos debidos a reactividad cruzada.

11.LIMITACIONES DEL ENSAYO

Una contaminacion de las muestras con bacterias, o una congelacion y descongelacion repetida pueden producir cambios en
los valores de la extincion.

12. PRECAUCIONES Y ADVERTENCIAS

- El procedimiento, la informacién, las precauciones y los avisos de las instrucciones de uso han de ser seguidas
estrictamente. La utilizaciéon de equipos con analizadores y equipamiento similar tiene que ser validada. No se autorizan
cambios en el disefio, composicién y procedimiento, asi como cualquier utilizacién en combinacion con otros productos no
aprobados por el fabricante; el usuario debe hacerse responsable de estos cambios. El fabricante no respondera ante
falsos resultados e incidentes debidos a estas razones. El fabricante no respondera ante cualquier resultado por analisis
visual de las muestras de los pacientes.

- Solo para diagnostico in vitro.

- Todos los materiales de origen humano o animal deberan ser considerados y tratados como potencialmente infecciosos.

- Todos los componentes de origen humano han sido examinados y resultaron no reactivos a anticuerpos contra el VIH,
VHC y HbsAG.

. No intercambiar reactivos y Placa de Microtitulacion de cargas diferentes.

. No usar reactivos de otro fabricante para este ensayo.

. No usar después de la fecha de caducidad.

- Sélo usar recambios de pipetas, dispensadores y materiales de laboratorio limpios.

. No intercambiar las tapas de los diferentes reactivos, para evitar la contaminacion cruzada.

- Para evitar la evaporacion y una contaminacién microbiana, cierre inmediatamente las botellas después de usarlas.

- Después de abrirlas y posterior almacenaje, asegurarse de que no existe contaminacion microbiana antes de seguir
usandolas.

. Para evitar contaminaciones cruzadas y resultados errbneamente aumentados, Pipetear cuidadosamente las muestras y
los reactivos en los pocillos sin salpicar.

. El ELISA sdlo esta disefiado para personal cualificado siguiendo las normas de buenas practicas de laboratorio (Good
Laboratory Practice,GLP).

- Para un mayor control de calidad interno, cada laboratorio debera utilizar ademas muestras conocidas.

12.1. Nota de seguridad para los reactivos que contienen sustancias peligrosas

Los reactivos pueden contener CMIT/MIT (3:1) o MIT (consulte el cap. 4.1)
Por lo tanto, se aplican las indicaciones de peligro y consejos de prudencia.

Atencion H317 Puede provocar una reaccion alérgica en la piel.
P261 Evitar respirar el aerosol.
P280 Llevar guantes/ prendas de proteccion
P302+P352 EN CASO DE CONTACTO CON LA PIEL: Lavar con abundante jabon
agua.

P333+P313 En caso de irritacion o erupcion cutanea: Consultar a un médico.
P362+P364 Quitar las prendas contaminadas y lavarlas antes de volver a usarlas.

Se puede encontrar mas informacion en la ficha de datos de seguridad.

12.2. Indicaciones para la eliminacién de residuos

Por regla general, los productos quimicos y las preparaciones son residuos peligrosos. Su eliminacion esta sometida a las
leyes y los decretos nacionales sobre la eliminacion de residuos. Las autoridades informan sobre la eliminacion de residuos
peligroso.

13.INFORMACIONES PARA PEDIDOS

N° del producto: MYCGO0350 Mycoplasma pneumoniae 1gG ELISA (96 determinaciones)
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PORTUGUES
1. INTRODUCAO

Os micoplasmas pertencem a classe Mollicutes composta por trés familias e quatro géneros distintos, um dos quais é o
Mycoplasma com mais de 60 espécies. Os Micoplasmas sdo 0os menores organismos de vida livre conhecidos (300 a 500 nm
de diametro) e, ao contrario das bactérias normais ndo possuem uma parede celular. Os Micoplasmas sdo parasitas
extracelulares, especialmente nas membranas mucosas, que podem causar infeccdes em humanos, animais, plantas e
culturas celulares. O Mycoplasma pneumoniae é essencialmente um agente patogénico respiratério (obrigatério) em humanos
envolvendo a nasofaringe, garganta, traqueia, brénquios, bronquiolos e alvéolos. Outros Micoplasmas, M. buccale, M. faucium,
M. orale e M. salivarium sdo comensais na cavidade oral. O Mycoplasma hominis e o Ureaplasma urealyticum habitam
principalmente o trato genital e podem actuar como invasores oportunistas. O M. pneumoniae é de longe o agente patogénico
mais importante deste grupo. A infec¢éo por M. pneumoniae ocorre em todo o mundo, a sua epidemiologia tem sido estudada
principalmente no E.U.A., Europa e Japdo. As infec¢Bes sdo endémicas nas grandes areas urbanas, e sdo observados
aumentos da epidemia em intervalos variaveis. Foi estimado que o M. pneumoniae seja a causa de 15-20% de todas as
pneumonias, a taxa € mais elevada em criancas e adultos jovens. 74% das infec¢Bes por M. pneumoniae sdo assintomaticas, a
reinfeccéo pode ocorrer. A imunidade adquirida naturalmente a infecgdo por M. pneumoniae parece ser de duragdo limitada (2-
3 anos).

Espécies Doenga Sintomas (p.ex.) Via de transmisséo
M. pneumoniae Doencga Febre, cefaléia e tosse persistente Por via aérea, a
respiratoria Doenca respiratoria: de infec¢do assintomatica ao | transmissao do virus ocorre
Mycoplasma resfriados, faringite, bronquite, crup, por infecgdo por goticulas;
pneumonia traqueobronquite, pneumonite e pneumonia
priméria atipica

Infec¢é@o ou presenca de patdgeno pode ser identificada por:
=  Microscopia
=  Serologia: p.ex.ELISA

2. UTILIZAGAO PRETENDIDA

O kit Mycoplasma pneumoniae IgG ELISA destina-se a determinagcdo qualitativa de anticorpos da classe IgG contra
Mycoplasma pneumoniae no soro ou plasma (citrato, heparina) humanos.

3. PRINCIiPIO DO ENSAIO

A determinacdo imunoenzimética qualitativa de anticorpos especificos é baseado na técnica de ELISA (do inglés Enzyme-
linked Immunosorbent Assay).

As Placas de Microtitulagdo sdo revestidas com antigénios especificos que se ligam os anticorpos correspondentes da
amostra. Apos lavagem dos pocgos, para remover todo o material de amostra ndo ligado, um conjugado de peroxidase de
rabano (HRP) é adicionado. Este conjugado se liga aos anticorpos capturados. Num segundo passo de lavagem o conjugado
ndo ligado é removido. O complexo imune formado pelo conjugado ligado € visualizado por adicdo de substrato de
tetrametilbenzidina (TMB), o que da um produto de reacgéo azul.

A intensidade deste produto é proporcional a quantidade de anticorpos especificos da amostra. O acido sulfirico é adicionado
para parar a reac¢ao. Isso produz uma mudanga de cor de azul para amarelo.

Absorvancia a 450/620 nm é lida utilizando um fotdmetro de Placa de Microtitulagdo ELISA.
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4. MATERIAIS

41. Reagentes fornecidos

] Placa de Microtitulagdo: 12 tiras de 8 pogos, destacaveis e quebraveis, revestidas com antigénio de Mycoplasma
pneumoniae, em bolsas de folha de aluminio com fecho.

] Tampédo de Diluicdo de Amostra IgG: 1 frasco contendo 100 mL de tampao fosfato (10 mM) para diluicdo da
amostra, pH 7,2 + 0,2; de cor amarela; pronto a usar; tampa branca; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solucgao de Bloqueio: 1 frasco contendo 15 mL &cido sulfurico; 0,2 mol/L; pronto a usar; tampa vermelha.

] Tampéo de Lavagem (conc. 20x): 1 frasco contendo 50 mL de um tampdo fosfato (0,2 M); concentrado 20 vezes
(pH 7,2 £ 0,2) para a lavagem dos pocos; tampa branca.

] Conjugado: 1 frasco contendo 20 mL de anticorpo IgG anti-humana marcados com peroxidase no tampao fosfato
(10 mM); de cor azul, pronto a usar; tampa preta.

] Solugdo Substrato TMB: 1 frasco contendo 15 mL de 3,3',5,5'-tetrametilbenzidina (TMB), < 0,1 %; pronto a usar;
tampa amarela.

= Controle Positivo: 1 frasco contendo 2 mL controle; de cor amarela; pronto a usar; tampa vermelha; <0,02% (v/v)
MIT.

] Controle Cut-off: 1 frasco contendo 3 mL controle; de cor amarela; pronto a usar; tampa verde; < 0,02% (v/v) MIT.

= Controle Negativo: 1 frasco contendo 2 mL controle; de cor amarela; pronto a usar; tampa azul; <0,0015% (v/v)

CMIT/ MIT (3:1).

Para adverténcias de perigo e recomendacades de prudéncia ver capitulo 12.1.
Para substancias potencialmente perigosas verifique a ficha de dados de seguranca.

4.2. Materiais fornecidos

. 1 Pelicula de cobertura

] 1 Instruc¢des de uso

L] 1 Layout da placa

4.3. Materiais e EqQuipamento necesséarios

Fotdmetro de Placa de Microtitulagdo ELISA, equipado para a medi¢cao da absorvancia a 450/620 nm
Incubadora 37 °C

Equipamento manual ou automatico para a lavagem das Placa de Microtitulagédo

Pipetas para dispensar volumes entre 10 e 1000 pL

Agitador de tubos tipo Vortex

Agua destilada

Tubos descartaveis

5. ESTABILIDADE E ARMAZENAMENTO

Armazene o kit a 2...8 °C. Os reagentes abertos sao estaveis até o prazo de validade impresso no rétulo quando armazenado a
2..8 °C.

6. PREPARAGAO DOS REAGENTES

E muito importante deixar todos os reagentes e amostras estabilizar & temperatura ambiente (20...25 °C) mistura-
los antes de iniciar o teste!
6.1. Placade Microtitulacdo

As tiras quebraveis sdo revestidas com antigénio Mycoplasma pneumoniae. Imediatamente apés a remocdo das tiras
necessarias, as tiras restantes devem ser lacradas de novo na folha de aluminio juntamente com o saquinho de silicio
fornecido e armazenadar a 2...8 °C.

6.2. Tampdao de Lavagem (conc. 20x)

Diluir o Tampao de Lavagem 1+19; por exemplo. 10 mL do Tampé&o de Lavagem + 190 mL de agua destilada. O Tampé&o de
Lavagem diluido é estavel durante 5 dias a temperatura ambiente (20...25 °C). Caso apareca cristais no concentrado, aquecer
a solugédo a 37 °C por exemplo, em banho Maria. Misture bem antes da diluicao.

6.3. Solucado Substrato TMB

A solugdo esta pronta para uso e tem de ser armazenada a 2...8 °C, protegida da luz. A solugdo deve ser incolor ou poderia ter
uma ligeira coloragéo azul claro. Se o substrato se transforma em azul, pode ter sido contaminado e ndo pode ser usado no
teste.

7. COLHEITA E PREPARAGAO DAS AMOSTRAS

Usar com este ensaio amostras de soro ou plasma (citrato, heparina) humanos. Se o ensaio for realizado dentro de 5 dias ap6s
colheita da amostra, o espécime deve ser mantido a 2...8 °C; caso contrario devem ser alicotadas e armazenadas congeladas
(-70...-20 °C). Se as amostras forem armazenadas congeladas, misturar bem as amostras descongeladas antes de testar.
Evitar congelar e descongelar repetidamente.

N&o é recomendada a inactivacao por calor das amostras.
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7.1. Diluicdo das amostras

Antes de testar todas as amostras devem ser diluidas 1 + 100 com Tampéao de Diluicdo de Amostra IgG. Dispensar 10 pL de
amostra e 1 mL de Tamp&o de Diluicdo de Amostra IgG em tubos para obter uma diluicdo 1 + 100 e misturar meticulosamente
com um vortex.

8. PROCEDIMENTO DO ENSAIO

Por favor, ler atentamente as instru¢cdes de uso antes de realizar o teste. A fiabilidade dos resultados depende da adeséo
estrita ao as instru¢cdes de uso, conforme descritas. O procedimento de ensaio a seguir esta validado apenas para o
procedimento manual. Se o teste for realizado em sistemas automaticos para teste ELISA é recomendavel aumentar os passos
de lavagem de trés até cinco e o volume do Tampao de Lavagem de 300 uL para 350 uL para evitar efeitos de lavagem. Preste
atencdo ao capitulo 12. Antes de iniciar o teste, o plano de distribuicdo e identificacdo de todas as amostras e
calibradores/controles (é recomendado determinar em duplicidade) deve ser cuidadosamente estabelecido no Layout da placa
fornecida no kit. Seleccionar o nimero necessario de tiras ou pogos e inserir 0s mesmos No suporte.

Realizar todas as etapas do teste na ordem indicada e sem atrasos significativos.
Na pipetagem deve ser utilizada uma ponta limpa e descartavel para dispensar cada controle e amostra.
Ajustar a incubadora para 37 £ 1 °C.

1. Dispensar 100 pL dos calibradores/controles e das amostras diluidas nos pocos respectivos. Deixar o po¢o Al vazio
para o branco substrato.

2. Cobrir os pogos com a pelicula fornecida no kit.
3. Incubar durante 1 hora£5mina37 +1°C.

4. Quando terminar a incubacgéo, remover a pelicula, aspirar o contetido dos pogos e lavar cada pogo trés vezes com
300 uL de Tampao de Lavagem. Evitar que os pocos de reaccdo transbordem. O intervalo entre a lavagem e a
aspiragdo deve ser > 5 seg. No final, retirar cuidadosamente o fluido restante batendo delicadamente as tiras sobre
papel absorvente, antes da proxima etapal

Nota: A lavagem é muito importante! Lavagem insuficiente resulta em baixa preciséo e falsos resultados.
Dispensar 100 uL de Conjugado em todos 0s po¢os, excepto no poco do Branco substrato Al.

Incubar durante 30 min a temperatura ambiente (20...25°C). N&o expor diretamente a luz solar.

Repetir a etapa 4.

Dispensar 100 L de Soluc¢édo Substrato TMB em todos 0s po¢os.

Incubar durante exactamente 15 min a temperatura ambiente (20...25°C) e no escuro. A cor azul devido a uma
reaccao enzimatica.

10. Dispensar 100 pL de Solugéo de Bloqueio em todos os pocos, pela mesma ordem e com a mesma velocidade a que
foi dispensada a Solucéo Substrato TMB,desse modo uma mudanga de cor de azul para amarelo ocorre.
11. Medir a absorvancia a 450/620 nm dentro de 30 min apds a adi¢do da Solugdo de Bloqueio.

8.1. Medicéo
Ajustar o fotdmetro para Placa de Microtitulagdo ELISA a zero usando o Branco substrato .

Se - devido a razbes técnicas — o fotdbmetro para Placa de Microtitulagdo ELISA ndo puder ser ajustado a zero usando o
Branco substrato, valor da absorvancia deste deve ser subtraido de todos os outros valores de absorvancia medidos de forma
a obter resultados fiaveis!

Medir a absorvancia de todos os pocos a 450 nm e registar os valores da absorvancia para cada calibrador/controle e
amostra no Layout da placa.

E recomendado fazer a medig&o dicromaética usando como referéncia um comprimento de onda de 620 nm.
Se determinag6es duplas foram realizadas, calcular os valores médios de absorvancia.

9. RESULTADOS

© ©o N oG

9.1. Critérios de validagao do ensaio

Para que um ensaio seja considerado valido, estas Instru¢cdes de Uso devem ser rigorosamente seguidas, e 0s seguintes
critérios devem ser cumpridos:

. Branco substrato: Valor de Absorvancia < 0,100

. Controle Negativo: Valor de Absorvancia < 0,200 e < Cut-off
. Controle Cut-off: Valor de Absorvancia 0,150 — 1,300

. Controle Positivo: Valor de Absorvancia > Cut-off

Se estes critérios ndo forem cumpridos, o teste ndo é valido e deve ser repetido.

9.2. Calculo dos Resultados

O Cut-off é o valor médio da absorvancia das determinag8es do Controle Cut-off.

Exemplo: Valor da absorvancia do Controle Cut-off 0,42 + valor da absorvancia do Controle Cut-off 0,44 = 0,86: 2 = 0,43
Cut-off = 0,43
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9.2.1. Resultados em Unidades [NTU]

Valor da absorvancia (média) da amostra x 10 = [Unidades NovaTec = NTU]
Cut-off
Exemplo: 1591 x10 = 37NTU
0,43
9.3. Interpretacdo dos Resultados

Cut-off 10 NTU -

Positivo > 11 NTU Os anticorpos corjtr?x o aggnte patogenlcp estdo presente. Houve um
contacto com o antigénio (patégeno resp vacina).

Os anticorpos contra 0 agente patogénico ndo puderam ser claramente
detectados.

Zona cinzenta 9-11NTU Recomenda-se a repetir o teste com uma amostra fresca em 2 a 4 semanas.
Se o resultado estiver novamente dentro da zona cinzenta, a amostra é
julgada como negativa.

Negativo <9 NTU A amostra naolcpntem 0s anycorpos cqntra 0 agente pgtoggn_wo. ]

Um contato prévio com o antigeno (patégeno resp. vacina) é improvéavel.

O diagnostico de uma doenga infecciosa ndo deve ser estabelecido com base num Unico resultado do teste.
Um diagndstico preciso deve ter em consideragdo a historia clinica, a sintomatologia bem como dados serolégicos.
Em pacientes imunossuprimidos e recém-nascidos os dados seroldgicos tém apenas valor restrito.

9.3.1. Isotipos de anticorpos e Estado da Infec¢éo

Sorologia Significado

IgM Caracteristica da resposta priméria do anticorpo

Alto titulo de IgM com baixo titulo de 1IgG: — sugere uma infeccdo muito recente ou aguda
Raros: — persistente IgM

IgG Caracteristica da resposta secundaria do anticorpo

Podem persistir por varios anos

Alto titulo de IgG com baixo titulo de IgM: — pode indicar uma infec¢édo passada

IgA Eles sé&o produzidos a nivel das mucosas em todo o corpo (= barreira protectora)
Geralmente sao producidas no inicio infecgédo

10. CARACTERISTICAS DE DESEMPENHO ESPECIFICAS

Os resultados referem-se aos grupos de amostras investigados; estas ndo séo especificacdes garantidas.

Para mais informacdes sobre as caracteristicas de desempenho especificas, por favor, entre em contato NovaTec
Immundiagnostica GmbH.

10.1. Precisao

Intra ensaio n Média (E) CV (%)
#1 24 0,434 3,80
#2 24 1,240 4,08
#3 24 1,635 6,03
Inter ensaio n Média (NTU) CV (%)
#1 12 32,58 5,73
#2 12 31,56 13,32
#3 12 4,36 11,10

10.2. Especificidade Diagndstica

A especificidade diagnostica € definida como a probabilidade do ensaio ser negativo na auséncia do analito especifico.
E de 97,8% (95% Intervalo de confianga: 92,29% - 99,73%).

10.3. Sensibilidade Diagnoéstica

A sensibilidade diagndstica € definida como a probabilidade do ensaio ser positivo na presenca do analito especifico.
E de 100% (95% Intervalo de confianca: 96,87% - 100%).

10.4. |Interferéncias

N&o sao observadas interferéncias com amostras hemolisadas, lipémicas ou ictéricas até uma concentracdo de hemoglobina
de 10 mg/mL, de triglicerideos de 5 mg/mL e de bilirrubina de 0,5 mg/mL.
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10.5. Reaccdo cruzada

A investigacdo do painel de amostras com atividades de anticorpos em pardmetros com potencial de reacdo cruzada néo
revelou nenhuma evidencia de resultados falso-positivos devido a rea¢des cruzadas.

11.LIMITACOES DO PROCEDIMENTO

Contaminacéo bacteriana ou a repeticdo de ciclos de congelacdo-descongelagdo do espécime podem afectar os valores da
absorvancia.

12. PRECAUGOES E AVISOS

O procedimento do teste, as informacgdes, as precaucdes e avisos nas instru¢des para utilizacdo tém de ser rigorosamente
seguidas. O uso de kits de teste com analisadores e equipamento similar tem de ser validado. Qualquer alteracdo no
desenho, composigdo e procedimento do teste bem como qualquer utilizagdo em combina¢do com outros produtos nédo
aprovados pelo fabricante nédo estéo autorizados; o proprio utilizador é responséavel por tais altera¢des. O fabricante néo é
legalmente responsavel por resultados falsos e incidentes originados por estes motivos. O fabricante nédo é legalmente
responsavel por quaisquer resultados obtidos por analise visual das amostras dos pacientes.

Apenas para uso no diagnoéstico in-vitro.

Todos os materiais de origem humana ou animal devem ser considerados e tratados como potencialmente infectantes.
Todos os componentes de origem humana usados para a producdo destes reagentes foram testados para anticorpos anti-
HIV, anticorpos anti-HCV e HBsAg e foram considerados ndo-reactivos.

Na&o trocar e/ou juntar reagentes ou Placa de Microtitulagéo de lotes de producao diferentes.

Nenhuns reagentes de outros fabricantes devem ser usados juntamente com reagentes deste kit de teste.

N&o usar reagentes apos a data de validade indicada no rétulo.

Usar apenas pontas de pipeta, dispensadores e material de laboratério limpos.

N&o trocar as tampas dos frascos dos reagentes para evitar contaminagao cruzada.

Fechar firmemente os frascos dos reagentes imediatamente apds a utilizacdo para evitar evaporacdo e contaminacgao
microbiana.

Apls a primeira abertura e armazenamento subsequente verificar se existe contaminacdo microbiana dos frascos do
conjugado e dos calibradores/controles antes de utiliza-los novamente.

Para evitar contaminagdo-cruzada e resultados falsamente elevados, pipetar as amostras dos pacientes e dispensar o
reagentes precisamente nos pogos sem salpicar.

O ELISA é projetado apenas para pessoal qualificado seguindo os padrdes de boas préaticas de laboratério (Good
Laboratory Practice, GLP).

Para um controle de qualidade interno adicional cada laboratério deve utilizar amostras conhecidas.

12.1. Nota de seguranca para reagentes que contenham substancias perigosas

Os reagentes podem conter CMIT/MIT (3:1) ou MIT (ver capitulo 4.1)
Portanto, as seguintes adverténcias de perigo e recomendagdes de prudéncia aplicam-se.

Atencéo H317 Pode provocar uma reaccéo alérgica cutanea.
P261 Evitar respirar os aerossais.
P280 Usar luvas de proteccdo/ vestudrio de proteccao.
P302+P352  SE ENTRAR EM CONTACTO COM A PELE: lavar abundantemente com
sabdo agua.

P333+P313 Em caso de irritagdo ou erupgdo cutanea: consulte um médico.
P362+P364 Retirar a roupa contaminada e lava-la antes de a voltar a usar.

Mais informacdes podem ser encontradas na ficha de dados de seguranga.

12.2. Consideragdes de Eliminagao

Residuos de quimicos e preparagbes sdo geralmente considerados como residuos perigosos. A eliminacdo deste tipo de
residuos esta regulada por leis e normativas nacionais e regionais. Contactar as autoridades locais ou empresas de gestédo de
residuos as quais podem aconselhar sobre como eliminar residuos perigosos.

13.INFORMAGAO DE PEDIDO

Prod. No.: MYCGO0350 Mycoplasma pneumoniae 1gG ELISA (96 Determinacdes)
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SCHEME OF THE ASSAY

Mycoplasma pneumoniae 1gG ELISA

Test Preparation

Prepare reagents and samples as described.
Establish the distribution and identification plan for all samples and standards/controls on the plate
layout supplied in the Kit.
Select the required number of microtiter strips or wells and insert them into the holder.

Assay Procedure

Substrate Blank | Negative Cut-off Positive Sample
(A1) Control Control Control (diluted 1+100)
Negative Control - 100 pL - - -
Cut-off Control - - 100 pL - -
Pasitive Control - - - 100 pL -
(dilieel? 1p+|f00) - - - - 100 pL

Cover wells with foil supplied in the kit
Incubate for1hat37+1°C
Wash each well three times with 300 pL of Washing Buffer

Conjugate - 100 pL 100 pL 100 pL 100 pL

Incubate for 30 min at room temperature (20...25 °C)
Do not expose to direct sunlight
Wash each well three times with 300 pL of Washing Buffer

TMB Substrate

Solution 100 pL 100puL | 100pL | 100 puL 100 pL

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark

Stop Solution 100 pL 100 pL 100 L | 100 pL 100 pL

Photometric measurement at 450 nm
(reference wavelength: 620 nm)
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1. INTRODUCTION

The mycoplasms belong to the class Mollicutes comprising three distinct families and four genera, one of which is Mycoplasma
with over 60 species. Mycoplasmae are the smallest freeliving organisms known (300 to 500 nm in diameter) and unlike regular
bacteria they lack a cell wall. Mycoplasms are extracellular parasites, especially on mucous membranes, which can cause
infections in hu-mans, animals, plants, and cell cultures. Mycoplasma pneumoniae is primarily a respiratory pathogen (obligat) in
humans involving the nasopharynx, throat, trachea, bronchi, bronchioles, and alveoli. Other Mycoplasmae, M. buccale, M.
faucium, M. orale and M. salivarium are commensals in the oral cavity. Mycoplasma hominis and Ureaplasma urealyticum
inhabit primarily the genital tract and may act as opportunistic invaders. M. pneumoniae is by far the most important pathogen of
this group. Infection with M. pneumoniae occurs worldwide, its epidemiology has been studied primarily in the USA, Europe, and
Japan. Infections are endemic in larger urban areas, and epidemic increases are observed at varying intervalls. Mycoplasma
pneumoniae has been estimated to cause 15-20% of all pneumoniae; the rate is highest in children and young adults. 74% of
infections with M. pneumoniae are asymptomatic, reinfection may occur. Naturally acquired immunity to infection with M.
pneumoniae appears to be of limited duration (2-3 years).

Species Disease Symptoms (e.g.) Transmission route

M. pneumoniae Respiratory diseases by Fever, headache, and a persistent cough. Transmitted by aerosol
Mycoplasma pneumoniae Respiratory tract disease: from asymptomatic droplets

infection to colds, pharyngitis, bronchitis,
croup, tracheobronchitis, pneumonitis and
primary atypical pneumonia

Infection or presence of pathogen may be identified by:
= Microscopy
= Serology: e.g. ELISA

2. INTENDED USE

The Mycoplasma pneumoniae IgM ELISA is intended for the qualitative determination of IgM class antibodies against
Mycoplasma pneumoniae in human serum or plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on the ELISA (Enzyme-linked Immunosorbent
Assay) technique.

Microtiterplates are coated with specific antigens to bind corresponding antibodies of the sample. After washing the wells to
remove all unbound sample material a horseradish peroxidase (HRP) labelled conjugate is added. This conjugate binds to the
captured antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound
conjugate is visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product.

The intensity of this product is proportional to the amount of specific antibodies in the sample. Sulphuric acid is added to stop
the reaction. This produces a yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA Microtiterplate reader.

4. MATERIALS

41. Reagents supplied

] Microtiterplate: 12 break-apart 8-well snap-off strips coated with Mycoplasma pneumoniae antigens; in resealable
aluminium foil.

. IgM Sample Dilution Buffer: 1 bottle containing 100 mL of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2;
anti-human IgG (RF Absorbent); coloured green; ready to use; white cap; < 0.0015% (v/v) CMIT/ MIT (3:1).

] Stop Solution: 1 bottle containing 15 mL sulphuric acid, 0.2 mol/L; ready to use; red cap.

] Washing Buffer (20x conc.): 1 bottle containing 50 mL of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 £ 0.2, for washing the wells; white cap.

] Conjugate: 1 bottle containing 20 mL of peroxidase labelled antibody to human IgM in phosphate buffer (10 mM);
coloured red; ready to use; black cap.

] TMB Substrate Solution: 1 bottle containing 15 mL 3,3',5,5'-tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow
cap.

] Positive Control: 1 vial containing 2 mL control; coloured yellow; ready to use; red cap; < 0.02% (v/v) MIT.

] Cut-off Control: 1 vial containing 3 mL control; coloured yellow; ready to use; green cap; < 0.02% (v/v) MIT.

] Negative Control: 1 vial containing 2 mL control; coloured yellow; ready to use; blue cap; < 0.0015% (v/v) CMIT/ MIT
(3:1).

For hazard and precautionary statements see 12.1
For potential hazardous substances please check the safety data sheet.



4.2. Materials supplied

1 Cover foll
1 Instruction for use (IFU)
1 Plate layout

»
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Materials and Equipment needed

ELISA Microtiterplate reader, equipped for the measurement of absorbance at 450/620 nm
Incubator 37 °C

Manual or automatic equipment for rinsing Microtiterplates

Pipettes to deliver volumes between 10 and 1000 pL

Vortex tube mixer

Distilled water

Disposable tubes

5. STABILITY AND STORAGE
Store the kit at 2...8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2...8 °C.

6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!

6.1. Microtiterplate

The break-apart snap-off strips are coated with Mycoplasma pneumoniae antigens. Immediately after removal of the strips, the
remaining strips should be resealed in the aluminium foil along with the desiccant supplied and stored at 2...8 °C.

6.2. Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 mL Washing Buffer + 190 mL distilled water. The diluted buffer is stable for 5 days at
room temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37 °C e.g. in a water bath.
Mix well before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2...8 °C, away from the light. The solution should be colourless or could
have a slight blue tinge. If the substrate turns into blue, it may have become contaminated and should be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (citrate, heparin) samples with this assay. If the assay is performed within 5 days after sample
collection, the samples should be kept at 2...8 °C; otherwise they should be aliquoted and stored deep-frozen (-70...-20 °C). If
samples are stored frozen, mix thawed samples well before testing. Avoid repeated freezing and thawing.

Heat inactivation of samples is not recommended.

7.1. Sample Dilution

Before assaying, all samples should be diluted 1+100 with IgM Sample Dilution Buffer. Dispense 10 pL sample and 1 mL IgM
Sample Dilution Buffer into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.



8. ASSAY PROCEDURE

Please read the instruction for use carefully before performing the assay. Result reliability depends on strict adherence to the
instruction for use as described. The following test procedure is only validated for manual procedure. If performing the test on
ELISA automatic systems we recommend increasing the washing steps from three up to five and the volume of Washing Buffer
from 300 pL to 350 pL to avoid washing effects. Pay attention to chapter 12. Prior to commencing the assay, the distribution and
identification plan for all samples and standards/controls (duplicates recommended) should be carefully established on the plate
layout supplied in the kit. Select the required number of microtiter strips or wells and insert them into the holder.

Perform all assay steps in the order given and without any delays.
A clean, disposable tip should be used for dispensing each standard/control and sample.
Adjust the incubator to 37 + 1 °C.

1. Dispense 100 pL standards/controls and diluted samples into their respective wells. Leave well Al for the Substrate
Blank.

2. Cover wells with the foil supplied in the kit.
3. Incubate for 1 hour +5min at 37 + 1 °C.

4. When incubation has been completed, remove the foil, aspirate the content of the wells and wash each well three times
with 300 pL of Washing Buffer. Avoid overflows from the reaction wells. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing results in poor precision and false results.
Dispense 100 pL Conjugate into all wells except for the Substrate Blank well Al.

Incubate for 30 min at room temperature (20...25 °C). Do not expose to direct sunlight.
Repeat step 4.

Dispense 100 uL TMB Substrate Solution into all wells.

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 100 pL Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution.
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8.1. Measurement
Adjust the ELISA Microtiterplate reader to zero using the Substrate Blank.

If - due to technical reasons - the ELISA Microtiterplate reader cannot be adjusted to zero using the Substrate Blank, subtract its
absorbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1. Run Validation Criteria

In order for an assay run to be considered valid, these Instructions for Use have to be strictly followed and the following criteria
must be met:

] Substrate Blank:  Absorbance value < 0.100

] Negative Control:  Absorbance value < 0.200 and < Cut-off

] Cut-off Control: Absorbance value 0.150 — 1.300

] Positive Control:  Absorbance value > Cut-off

If these criteria are not met, the test is not valid and must be repeated.

9.2. Calculation of Results
The Cut-off is the mean absorbance value of the Cut-off Control determinations.

Example: Absorbance value Cut-off Control 0.44 + absorbance value Cut-off control 0.42 =0.86 /2 =0.43
Cut-off = 0.43
9.2.1. Results in Units [NTU]
Sample (mean) absorbance value x 10 = [NovaTec Units = NTU]
Cut-off
Example: 1.591x10 = 37 NTU (Units)
0.43



9.3. Interpretation of Results
Cut-off 10 NTU -

Antibodies against the pathogen are present.

Positive >11NTU There has been a contact with the antigen (pathogen resp. vaccine).

Antibodies against the pathogen could not be detected clearly.
Equivocal 9-11 NTU It is recommended to repeat the test with a fresh sample in 2 to 4 weeks. If the
result is equivocal again the sample is judged as negative.

The sample contains no antibodies against the pathogen.

Negative <9NTU A previous contact with the antigen (pathogen resp. vaccine) is unlikely.

Diagnosis of an infectious disease should not be established on the basis of a single test result. A precise diagnosis should
take into consideration clinical history, symptomatology as well as serological data.
In immunocompromised patients and newborns serological data only have restricted value.

9.3.1. Antibody Isotypes and State of Infection

Serology Significance
Characteristic of the primary antibody response
IgM High IgM titer with low IgG titer: — suggests a current or very recent infection

Rare: — persisting IgM

Characteristic of the secondary antibody response
IgG May persist for several years
High IgG titer with low IgM titer: — may indicate a past infection

Produced in mucosal linings throughout the body (= protective barrier)
Usually produced early in the course of the infection

IgA

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications.
For further information about the specific performance characteristics please contact NovaTec Immundiagnostica GmbH.

10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0.526 5.02
#2 24 0.905 6.20
#3 24 1.074 6.34
Interassay n Mean (NTU) CV (%)
#1 12 19.56 7.08
#2 12 18.16 13.13
#3 12 5.28 7.31

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the specific analyte.
It is 99.29% (95% confidence interval: 96.11% - 99.98%).

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the specific analyte.
It is 100% (95% confidence interval: 95.01% - 100%).

10.4. Interferences

Interferences with hemolytic, lipemic or icteric samples are not observed up to a concentration of 10 mg/mL hemoglobin,
5 mg/mL triglycerides and 0.5 mg/mL bilirubin.

10.5. Cross Reactivity

Investigation of a sample panel with antibody activities to potentially cross-reacting parameters did not reveal evidence of false-
positive results due to cross-reactions.

11.LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.




12. PRECAUTIONS AND WARNINGS

=  The test procedure, the information, the precautions and warnings in the instructions for use have to be strictly followed.
The use of the testkits with analyzers and similar equipment has to be validated. Any change in design, composition and
test procedure as well as for any use in combination with other products not approved by the manufacturer is not
authorized; the user himself is responsible for such changes. The manufacturer is not liable for false results and incidents
for these reasons. The manufacturer is not liable for any results by visual analysis of the patient samples.

= Only for in-vitro diagnostic use.

=  All materials of human or animal origin should be regarded and handled as potentially infectious.

=  All components of human origin used for the production of these reagents have been tested for anti-HIV antibodies, anti-

HCV antibodies and HBsAg and have been found to be non-reactive.

Do not interchange reagents or Microtiterplates of different production lots.

No reagents of other manufacturers should be used along with reagents of this test Kkit.

Do not use reagents after expiry date stated on the label.

Use only clean pipette tips, dispensers, and lab ware.

Do not interchange screw caps of reagent vials to avoid cross-contamination.

Close reagent vials tightly immediately after use to avoid evaporation and microbial contamination.

After first opening and subsequent storage check conjugate and standard/control vials for microbial contamination prior to

further use.

=  To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the wells.

=  The ELISA is only designed for qualified personnel following the standards of good laboratory practice (GLP).

] For further internal quality control each laboratory should additionally use known samples.

12.1. Safety note for reagents containing hazardous substances

Reagents may contain CMIT/MIT (3:1) or MIT (refer to 4.1)
Therefore, the following hazard and precautionary statements apply.

Warning H317 May cause an allergic skin reaction.
P261 Avoid breathing spray
P280 Wear protective gloves/ protective clothing.

P302+P352 IF ON SKIN: Wash with plenty of soap and water.
P333+P313 If skin irritation or rash occurs: Get medical advice/ attention.
P362+P364 Take off contaminated and Wash it before reuse.

Further information can be found in the safety data sheet.

12.2. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of waste is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION

Prod. No.: MYCMO0350 Mycoplasma pneumoniae IgM ELISA (96 Determinations)



DEUTSCH
1. EINLEITUNG

Die Mykoplasmen gehoren zur Klasse der Mollicutes, welche drei unterschiedliche Familien und vier Genera einschlie3t. Eines
davon ist Mycoplasma mit tiber 60 Arten. Mycoplasmen sind die kleinsten bekannten frei lebenden Organismen (300 bis 500
nm Durchmesser). Die besitzen im Gegensatz zu Bakterien keine Zellwand. Mycoplasmen sind extrazellulare Parasiten speziell
der Schleimhdute und kénnen bei Menschen, Tieren, Pflanzen und in Zellkulturen Infektionen hervorrufen. Mycoplasma
pneumoniae ist in erster Linie ein obligat pathogener Erreger respiratorischer Erkrankungen unter Einbeziehung von
Nasopharynx, Rachen, Luftréhre, Bronchien, Bronchiolen und Aveolen. Andere Mycoplasmen (M. buccale, M. faucium, M.
orale, M. salivarium) sind Kommensalen in der Mundhdéhle. Mycoplasma hominis und Ureaplasma urealyticum besiedeln
vorwiegend den Genitaltrakt und kénnen als opportunistische Invasoren auftreten. Mycoplasma pneumoniae ist mit Abstand das
wichtigste Pathogen dieser Gruppe. Infektionen mit M. pneumoniae treten weltweit auf, deren Epidemiologie ist hauptséchlich in
den USA, Europa und Japan untersucht worden. In groReren urbanen Regionen sind die Infektionen endemisch und
epidemieartige Zuwachse werden in unregelmafBigen Abstanden beobachtet. Es wird geschatzt, dass M. pneumoniae 15 bis 20
% aller Pneumonien verursacht; die Rate ist bei Kindern und jungen Erwachsenen am gréten. 74 % der Infektionen mit M.
pneumoniae verlaufen symptomlos; Reinfektionen kénnen auftreten. Eine nattrlich erworbene Immunitéat gegen Infektionen mit
M. pneumoniae hélt nur fur 2 bis 3 Jahre an.

Spezies Erkrankung Symptome (z.B.) Infektionsweg
M. pneumoniae Erkrankungen der Fieber, Kopfschmerzen und hartnéckiger Husten. Aerogen durch
Atemwege duch Atemwegserkrankung, von asymptomatischer Tropfchen
Mycoplasma Infektion Uber Erkaltungskrankheit, Pharyngitis,
pneumoniae Bronchitis, Krupp, Tracheobronchitis, Pneumonitis
und primare atypische Pneumonie

Nachweis des Erregers bzw. der Infektion durch:

=  Mikroskopie
=  Serologie: z.B. ELISA

2. VERWENDUNGSZWECK

Der Mycoplasma pneumoniae IgM ELISA ist fur den qualitativen Nachweis spezifischer IgM-Antikdrper gegen Mycoplasma
pneumoniae in humanem Serum oder Plasma (Citrat, Heparin) bestimmt.

3. TESTPRINZIP

Die qualitative immunenzymatische Bestimmung von spezifischen Antikérpern beruht auf der ELISA (Enzyme-linked
Immunosorbent Assay) Technik.

Die Mikrotiterplatten sind mit spezifischen Antigenen beschichtet, an welche die korrespondierenden Antikdrper aus der Probe
binden. Ungebundenes Probenmaterial wird durch Waschen entfernt. AnschlieBend erfolgt die Zugabe eines Meerettich-
Peroxidase (HRP) Konjugates. Dieses Konjugat bindet an die an der Mikrotiterplatte gebundenen spezifischen Antikérper. In
einem zweiten Waschschritt wird ungebundenes Konjugat entfernt. Die Immunkomplexe, die durch die Bindung des Konjugates
entstanden sind, werden durch die Zugabe von Tetramethylbenzidin (TMB)-Substratldsung und eine resultierende Blaufarbung
nachgewiesen.

Die Intensitat des Reaktionsproduktes ist proportional zur Menge der spezifischen Antikérper in der Probe. Die Reaktion wird
mit Schwefelsaure gestoppt, wodurch ein Farbumschlag von blau nach gelb erfolgt. Die Absorption wird bei 450/620 nm mit
einem Mikrotiterplatten-Photometer gemessen.




4. MATERIALIEN

41. Mitgelieferte Reagenzien

. Mikrotiterplatte: 12 teilbare 8er-Streifen, beschichtet mit Mycoplasma pneumoniae Antigenen; in wieder
verschlieBbarem Aluminiumbeutel.

. IgM-Probenverdiinnungspuffer: 1 Flasche mit 100 mL Phosphatpuffer (10 mM) zur Probenverdiinnung; pH 7,2 + 0,2;
anti-human IgG (RF- Absorbens); griin gefarbt; gebrauchsfertig; weie Verschlusskappe; < 0,0015% (v/iv) CMIT/ MIT
(3:2).

. Stoppldsung: 1 Flasche mit 15 mL Schwefelsaure, 0,2 mol/L; gebrauchsfertig; rote Verschlusskappe.

- Waschpuffer (20x konz.): 1 Flasche mit 50 mL eines 20-fach konzentrierten Phosphatpuffers (0,2 M), zum Waschen
der Kavitaten; pH 7,2 + 0,2; weil3e Verschlusskappe.

- Konjugat: 1 Flasche mit 20 mL Peroxidase-konjugierten Antikdrpern gegen humanes IgM in Phosphatpuffer (10 mM);
rot gefarbt; gebrauchsfertig; schwarze Verschlusskappe.

. TMB-Substratldsung: 1 Flasche mit 15 mL 3,3°,5,5 -Tetramethylbenzidin (TMB), < 0,1 %; gebrauchsfertig; gelbe
Verschlusskappe.

- Positivkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geféarbt; rote Verschlusskappe; gebrauchsfertig; < 0,02% (v/v)
MIT.

. Cut-off Kontrolle: 1 Flaschchen mit 3 mL Kontrolle; gelb geférbt; grine Verschlusskappe; gebrauchsfertig; < 0,02%
(vIv) MIT.

. Negativkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geférbt; blaue Verschlusskappe; gebrauchsfertig; < 0,0015%

(viv) CMIT/ MIT (3:1).

Fur Gefahren- und Sicherheitshinweise siehe 12.1.
Fur potenzielle Gefahrstoffe Gberprifen Sie bitte das Sicherheitsdatenblatt.

4.2. Mitgeliefertes Zubehor

= 1 selbstklebende Abdeckfolie

] 1 Arbeitsanleitung

] 1 Plattenlayout

4.3 Erforderliche Materialien und Geréate

Mikrotiterplatten-Photometer mit Filtern 450/620 nm

Inkubator 37 °C

Manuelle oder automatische Waschvorrichtung fiir Mikrotiterplatten
Mikropipetten (10 - 1000 L)

Vortex-Mischer

Destilliertes Wasser

Plastikrohrchen fiir den einmaligen Gebrauch

5. STABILITAT UND LAGERUNG

Testkit bei 2...8 °C lagern. Die getffneten Reagenzien sind bis zu den auf den Etiketten angegebenen Verfallsdaten
verwendbar, wenn sie bei 2...8 °C gelagert werden.

6. VORBEREITUNG DER REAGENZIEN

Es ist sehr wichtig, alle Reagenzien und Proben vor ihrer Verwendung auf Raumtemperatur (20...25 °C) zu bringen
und zu mischen!
6.1. Mikrotiterplatte

Die abbrechbaren Streifen sind mit Mycoplasma pneumoniae Antigenen beschichtet. Nicht verbrauchte Vertiefungen im
Aluminiumbeutel zusammen mit dem Trockenmittel sofort wieder verschliel3en und bei 2...8 °C lagern.

6.2. Waschpuffer (20x konz.)

Der Waschpuffer ist im Verhéltnis 1 + 19 zu verdunnen; z.B. 10 mL Waschpuffer + 190 mL destilliertes Wasser.
Der verdunnte Puffer ist bei Raumtemperatur (20...25 °C) 5 Tage haltbar. Sollten Kristalle im Konzentrat auftreten, die Lésung
z.B. in einem Wasserbad auf 37 °C erwarmen und vor dem Verdiinnen gut mischen.

6.3. TMB-Substratldsung

Die gebrauchsfertige L6sung ist bei 2...8 °C vor Licht geschitzt aufzubewahren. Die Lésung ist farblos, kann aber auch leicht
hellblau sein. Sollte die TMB-Substratldsung blau sein, ist sie kontaminiert und kann nicht im Test verwendet werden.

7. ENTNAHME UND VORBEREITUNG DER PROBEN

Es sollten humane Serum- oder Plasmaproben (Citrat, Heparin) verwendet werden. Werden die Bestimmungen innerhalb von
5 Tagen nach Blutentnahme durchgefiihrt, kénnen die Proben bei 2...8 °C aufbewahrt werden, sonst aliquotieren und
tiefgefrieren (-70...-20 °C). Wieder aufgetaute Proben vor dem Verdinnen gut schiitteln. Wiederholtes Tiefgefrieren und
Auftauen vermeiden!

Hitzeinaktivierung der Proben wird nicht empfohlen.



7.1. Probenverdiinnung

Proben vor Testbeginn im Verhéltnis 1 + 100 mit IgM-Probenverdinnungspuffer verdiinnen, z. B. 10 pL Probe und 1 mL IgM-
Probenverdiinnungspuffer in die entsprechenden Rohrchen pipettieren, um eine Verdinnung von 1 + 100 zu erhalten; gut
mischen (Vortex).

8. TESTDURCHFUHRUNG

Arbeitsanleitung vor Durchfuhrung des Tests sorgfaltig lesen. Fur die Zuverlassigkeit der Ergebnisse ist es notwendig, die
Arbeitsanleitung genau zu befolgen. Die folgende Testdurchfiihrung ist fiir die manuelle Methode validiert. Beim Arbeiten mit
ELISA Automaten empfehlen wir, um Wascheffekte auszuschliel3en, die Zahl der Waschschritte von drei auf bis zu finf und das
Volumen des Waschpuffers von 300 uL auf 350 pL zu erhéhen. Kapitel 12 beachten. Vor Testbeginn auf dem mitgelieferten
Plattenlayout die Verteilung bzw. Position der Proben und der Standards/Kontrollen (Doppelbestimmung empfohlen) genau
festlegen. Die bendtigte Anzahl von Mikrotiterstreifen (Kavitaten) in den Streifenhalter einsetzen.

Den Test in der angegebenen Reihenfolge und ohne Verzégerung durchfihren.
Fur jeden Pipettierschritt der Standards/Kontrollen und Proben saubere Einmalspitzen verwenden.
Den Inkubator auf 37 + 1 °C einstellen.
1. Je 100 pL Standards/Kontrollen und vorverdiinnte Proben in die entsprechenden Vertiefungen pipettieren. Vertiefung
Al ist fUr den Substratleerwert vorgesehen.
2. Die Streifen mit der mitgelieferten Abdeckfolie bedecken.
3. 1h*5minbei 371 °Cinkubieren.

4. Am Ende der Inkubationszeit Abdeckfolie entfernen und die Inkubationsfliissigkeit aus den Teststreifen absaugen.
AnschlieRend dreimal mit 300 pL. Waschpuffer waschen. UberflieRen von Fliissigkeit aus den Vertiefungen vermeiden.
Das Intervall zwischen Waschen und Absaugen sollte > 5 sec betragen. Nach dem Waschen die Teststreifen auf
FlieRBpapier ausklopfen, um die restliche Flissigkeit zu entfernen.

Beachte: Der Waschvorgang ist wichtig, da unzureichendes Waschen zu schlechter Prazision und falschen
Messergebnissen fiihrt!

5. 100 pL Konjugat in alle Vertiefungen, mit Ausnahme der fir die Berechnung des Leerwertes Al vorgesehenen,
pipettieren.

30 min bei Raumtemperatur (20...25 °C) inkubieren. Nicht dem direkten Sonnenlicht aussetzen.
Waschvorgang gemaR Punkt 4 wiederholen.
100 pL TMB-Substratlésung in alle Vertiefungen pipettieren.

Genau 15 min im Dunkeln bei Raumtemperatur (20...25 °C) inkubieren. Bei enzymatischer Reaktion findet eine
Blaufarbung statt.

10. In alle Vertiefungen 100 pL Stoppldsung in der gleichen Reihenfolge und mit den gleichen Zeitintervallen wie bei
Zugabe der TMB-Substratlésung pipettieren, dadurch erfolgt ein Farbwechsel von blau nach gelb.

11. Die Extinktion der Lésung in jeder Vertiefung bei 450/620 nm innerhalb von 30 min nach Zugabe der Stopplésung
messen.
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8.1. Messung
Mit Hilfe des Substratleerwertes den Nullabgleich des Mikrotiterplatten-Photometers vornehmen.

Falls diese Eichung aus technischen Grunden nicht méglich ist, muss nach der Messung der Extinktionswert des
Substratleerwertes von allen anderen Extinktionswerten subtrahiert werden, um einwandfreie Ergebnisse zu erzielen!

Extinktion aller Kavitaten bei 450 nm messen und die Messwerte der Standards/Kontrollen und Proben in das Plattenlayout
eintragen.

Eine bichromatische Messung mit der Referenzwellenlange 620 nm wird empfohlen.
Falls Doppel- oder Mehrfachbestimmungen durchgefiihrt wurden, den Mittelwert der Extinktionswerte berechnen.

9. BERECHNUNG DER ERGEBNISSE

9.1. Testgultigkeitskriterien

Damit ein Testlauf als valide betrachtet werden kann, muss diese Gebrauchsanweisung strikt befolgt werden, und die folgenden
Kriterien missen erfillt sein:

. Substrat-Leerwert: Extinktionswert < 0,100

- Negativkontrolle:  Extinktionswert < 0,200 und < Cut-off

. Cut-off Kontrolle:  Extinktionswert 0,150 — 1,300

. Positivkontrolle: Extinktionswert > Cut-off

Sind diese Kriterien nicht erfillt, ist der Testlauf ungultig und muss wiederholt werden.



9.2. Messwertberechnung
Der Cut-off ergibt sich aus dem Mittelwert der gemessenen Extinktionen der Cut-off Kontrolle.
Beispiel: 0,44 OD Cut-off Kontrolle + 0,42 OD Cut-off Kontrolle = 0,86: 2 = 0,43

Cut-off = 0,43
9.2.1. Ergebnisse in Einheiten [NTU]
Mittlere Extinktion der Probe x 10

[NovaTec Einheiten = NTU]

Beispiel: 1,591 x10 = 37 NTU
0,43
9.3. Interpretation der Ergebnisse
Cut-off 10 NTU -
. Es liegen Antikbrper gegen den Erreger vor. Ein Kontakt mit dem Antigen
Positiv >11NTU (Erreger bzw. Impfstoff) hat stattgefunden.
Antikdrper gegen den Erreger kdnnen nicht eindeutig nachgewiesen werden.
Grenzwerti 9-11 NTU Es wird empfohlen den Test nach 2 bis 4 Wochen mit einer frischen
9 Patientenprobe zu wiederholen. Finden sich die Ergebnisse erneut im
grenzwertigen Bereich, gilt die Probe als negativ.
Negativ <9 NTU Es liegen keine Antikérper gegen den Erreger vor. Ein vorausgegangener
9 Kontakt mit dem Antigen (Erreger bzw. Impfstoff) ist unwahrscheinlich.
Die Diagnose einer Infektionskrankheit darf nicht allein auf der Basis des Ergebnisses einer Bestimmung gestellt werden.
Die anamnestischen Daten sowie die Symptomatologie des Patienten missen zusatzlich zu den serologischen
Ergebnissen in Betracht gezogen werden. Bei Immunsupprimierten und Neugeborenen besitzen die Ergebnisse
serologischer Tests nur einen begrenzten Wert.

9.3.1. Antikorper-Isotypen und Infektionsstatus

Serologie Bedeutung
Typisch fur Primarantwort
IgM Hoher IgM-Titer bei gleichzeitig niedrigem 1gG-Titer: — Hinweis auf relativ frische Infektion
Selten: — persistierendes IgM
Typisch fur Sekundarantwort
IgG Kdnnen auch noch nach Jahren nachweisbar sein
Hoher IgG-Titer bei gleichzeitig niedrigem IgM-Titer: — wahrscheinlich Ianger zurlickliegende Infektion
IgA Sezerniert in allen Schleimh&uten (= Schutzbarriere)

Meist frith im Verlauf einer Infektion gebildet

10. TESTMERKMALE

Die Ergebnisse beziehen sich auf die untersuchten Probenkollektive; es handelt sich nicht um garantierte Spezifikationen.
Fir weitere Informationen zu den Testmerkmalen kontaktieren Sie bitte NovaTec Immundiagnostica GmbH.

10.1. Préazision

Intraassay Mittelwert (E) VK (%)
#1 0,526 5,02
#2 0,905 6,20
#3 1,074 6,34
Interassay Mittelwert (NTU) VK (%)
#1 19,56 7,08
#2 18,16 13,13
#3 5,28 7,31

10.2. Diagnostische Spezifitat

Die diagnostische Spezifitdt ist definiert als die Wahrscheinlichkeit des Tests, ein negatives Ergebnis bei Fehlen des
spezifischen Analyten zu liefern. Sie betragt 99,29% ( (95% Konfidenzintervall: 96,11% - 99,98%).

10.3. Diagnostische Sensitivitat

Die diagnostische Sensitivitat ist definiert als die Wahrscheinlichkeit des Tests, ein positives Ergebnis bei Vorhandensein des
spezifischen Analyten zu liefern. Sie ist 100% (95% Konfidenzintervall: 95,01% - 100%).
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10.4. Interferenzen

Hamolytische, lipAmische und ikterische Proben ergaben bis zu einer Konzentration von 10 mg/mL Hamoglobin, 5 mg/mL
Triglyceride und 0,5 mg/mL Bilirubin keine Interferenzen im vorliegenden ELISA.

10.5. Kreuzreaktivitat

Die Untersuchung eines Probenpanels mit Antikérperaktivitditen gegen potenziell kreuzreagierende Parameter lie keine
Anzeichen von falsch-positiven Ergebnissen aufgrund von Kreuzreaktivitdten erkennen.

11. GRENZEN DES VERFAHRENS

Kontamination der Proben durch Bakterien oder wiederholtes Einfrieren und Auftauen kdnnen zu einer Veranderung der
Messwerte fiihren.

12. SICHERHEITSMASSNAHMEN UND WARNHINWEISE

Die Testdurchflihrung, die Information, die SicherheitsmafZnahmen und Warnhinweise in der Arbeitsanleitung sind strikt zu
befolgen. Bei Anwendung des Testkits auf Diagnostika-Geréten ist die Testmethode zu validieren. Jede Anderung am
Aussehen, der Zusammensetzung und der Testdurchfiihrung sowie jede Verwendung in Kombination mit anderen
Produkten, die der Hersteller nicht autorisiert hat, ist nicht zulassig; der Anwender ist fiir solche Anderungen selbst
verantwortlich. Der Hersteller haftet fur falsche Ergebnisse und Vorkommnisse aus solchen Grinden nicht. Auch fir
falsche Ergebnisse aufgrund von visueller Auswertung wird keine Haftung ibernommen.

Nur flr in-vitro-Diagnostik.

Alle Materialien menschlichen oder tierischen Ursprungs sind als potentiell infektids anzusehen und entsprechend zu
behandeln.

Alle verwendeten Bestandteile menschlichen Ursprungs sind auf Anti-HIV-AK, Anti-HCV-AK und HBsAQ nicht-reaktiv
getestet.

Reagenzien und Mikrotiterplatten unterschiedlicher Chargen nicht untereinander austauschen.

Keine Reagenzien anderer Hersteller zusammen mit den Reagenzien dieses Testkits verwenden.

Nicht nach Ablauf des Verfallsdatums verwenden.

Nur saubere Pipettenspitzen, Dispenser und Labormaterialien verwenden.

Verschlusskappen der einzelnen Reagenzien nicht untereinander vertauschen, um Kreuzkontaminationen zu vermeiden.
Flaschen sofort nach Gebrauch fest verschlie3en, um Verdunstung und mikrobielle Kontamination zu vermeiden.

Nach dem ersten Offnen Konjugat und Standards/Kontrollen vor weiterem Gebrauch auf mikrobielle Kontamination priifen.
Zur Vermeidung von Kreuzkontamination und falsch erhdhten Resultaten, Reagenzien sorgféltig in die Kavitaten
pipettieren.

Der ELISA ist nur fur qualifiziertes Personal bestimmt, das den Standards der Guten Laborpraxis (GLP) folgt.

Zur weiteren internen Qualitatskontrolle sollte jedes Labor zuséatzlich bekannte Proben verwenden.

12.1. Sicherheitshinweis flr Reagenzien, die Gefahrstoffe enthalten

Die Reagenzien kénnen CMIT/MIT (3:1) oder MIT enthalten (siehe 4.1)
Daher gelten die folgenden Gefahren- und Sicherheitshinweise.

Achtung H317 Kann allergische Hautreaktionen verursachen.
P261 Einatmen von Aerosol vermeiden.
P280 Schutzhandschuhe/ Schutzkleidung tragen.

P302+P352 BEI BERUHRUNG MIT DER HAUT: Mit viel Seife und Wasser waschen.

P333+P313 Bei Hautreizung oder -ausschlag: Arztlichen Rat einholen/ arztliche Hilfe
hinzuziehen.

P362+P364 Kontaminierte Kleidung ausziehen und vor erneutem Tragen waschen

Weitere Informationen kdnnen dem Sicherheitsdatenblatt entnommen werden.

12.2. Entsorgungshinweise

Chemikalien und Zubereitungen sind in der Regel Sonderabfélle. Deren Beseitigung unterliegt den nationalen abfallrechtlichen
Gesetzen und Verordnungen. Die zustandige Behdrde informiert Uber die Entsorgung von Sonderabfallen.

13. BESTELLINFORMATIONEN

Produkthnummer: MYCMO0350 Mycoplasma pneumoniae IgM ELISA (96 Bestimmungen)
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FRANGAIS
1. INTRODUCTION

Les mycoplasmes appartiennent a la classe des Mollicutes qui comprend trois familles distinctes et quatre genres, dont I'un est
le mycoplasme avec plus de 60 espéces. Les Mycoplasmes sont les plus petits organismes libres connus (300 a 500 nm de
diametre) et contrairement aux bactéries régulieres ils n’ont pas de membrane cellulaire. Les mycoplasmes sont des parasites
extracellulaires, particulierement sur les membranes muqueuses, qui peuvent causer des infections dans I'homme, les animaux,
les plantes, et les cultures cellulaires. Mycoplasma pneumoniae est d’abord un pathogene respiratoire (obligatoire) dans
I'hnomme qui peut atteindre le nasopharynx, la gorge, la trachée, les bronches, les bronchioles, et les alvéoles. D’autres
mycoplasmes, M. buccale, M. faucium, M. orale et M. salivarium sont des commensales dans la cavité buccale. Mycoplasma
hominis et Ureaplasma urealyticum habitent surtout la région génitale et peuvent agir en tant qu'envahisseurs opportunistes.
Mycoplasma pneumoniae est de loin le microbe pathogéne le plus important de ce groupe. L'infection avec Mycoplasma
pneumoniae se produit dans le monde entier, son épidémiologie a surtout été étudiée aux Etats-Unis, en Europe, et au Japon.
Les infections sont endémiques dans les grands secteurs urbains, et des augmentations épidémiques sont observées a
intervalles variables. On a estimé que Mycoplasma pneumoniae cause 15-20% de toutes les pneumonies ; le taux est le plus
élevé chez les enfants et de jeunes adultes. 74% des infections avec Mycoplasma pneumoniae sont asymptomatiques, et des
réinfections peuvent se produire. L'immunité naturellement acquise contre l'infection avec Mycoplasma pneumoniae semble étre
de durée limitée (2 ou 3 ans).

Espéce La maladie Symptémes (p.ex.) Modes de transmission
Mycoplasma | les maladies de région Fievre, maux de téte et toux persistante. La transmission du virus se
pneumoniae | respiratoire par produit principalement par le
Mycoplasma Maladie de région respiratoire: de l'infection contact de gouttelettes.
pneumoniae asymptomatique a la pharyngite, la bronchite, le croup,
la trachéo-bronchite et a la pneumonie atypique
primaire

L'infection ou la présence d'un agent pathogéne peut étre identifiée par:
] Microscopie:
= Sérologie: p.ex. ELISA

2. INDICATION D’UTILISATION

La trousse Mycoplasma pneumoniae IgM ELISA est prévue pour la détection qualitative des anticorps IgM anti-Mycoplasma
pneumoniae dans le sérum humain ou plasma (citrate, héparine).

3. PRINCIPE DU TEST

La détermination immunoenzymatique qualitative des anticorps spécifiques est basée sur le la technique ELISA (du anglais,
Enzyme-Linked Immunosorbent Assay).

Plaques de Microtitrage sont recouvertes d'antigénes spécifiques pour lier les anticorps correspondants de I'échantillon. Aprés
le lavage des puits pour éliminer I'échantillon détaché, le conjugué peroxydase de raifort (HRP) est ajouté. Ce conjugué se lie
aux anticorps capturés. Dans une deuxieme étape de lavage, le conjugué non lié est éliminé. Le complexe immun formé par le
conjugué lié est visualisé par I'addition tétraméthylbenzidine (TMB) qui donne un produit de réaction bleu.

L'intensité de ce produit est proportionnelle a la quantité d'anticorps spécifiques dans I'échantillon. L'acide sulfurique est ajouté
pour arréter la réaction. Cela produit un changement du bleu au jaune. L'absorbance a 450/620 nm est lue en utilisant un
photomeétre de Plaque de Microtitrage ELISA.
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4. MATERIEL

4.1. Réactifs fournis

. Plague de Microtitrage: 12 barrettes de 8 puits sécables revétus d’antigene de Mycoplasma pneumoniae; en sachets
d'aluminium refermables.
] Tampon de Dilution d’Echantillon IgM: 1 flacon contenant 100 mL de tampon phosphaté (10 mM) pour la dilution de

I'échantillon; pH 7,2 £ 0,2; anti-humaine 1gG (RF-Absorbant); prét a I'emploi; couleur vert; bouchon blanc; < 0,0015%
(viv) CMIT/ MIT (3:1).

] Solution d’Arrét: 1 flacon contenant 15 mL d'acide sulfurique, 0,2 mol/L; prét a I'emploi; bouchon rouge.

] Tampon de Lavage (concentré x 20): 1 flacon contenant 50 mL d'un tampon phosphaté (0,2 M) concentré 20 fois
(pH 7,2 £ 0,2) pour laver les puits; bouchon blanc.

] Conjugué: 1 flacon contenant 20 mL d'anticorps IgM anti-humaines conjuguées a de la peroxydase du raifort dans le
tampon phosphaté (10 mM); prét a I'emploi; couleur rouge, bouchon noir.

] Solution de Substrat TMB: 1 flacon contenant 15 mL de 3,3',5,5'-tétraméthylbenzidine (TMB), < 0,1 %; prét a I'emploi;
bouchon jaune.

] Contr6le Positif: 1 flacon contenant 2 mL contrdle; prét a I'emploi; couleur jaune; bouchon rouge; < 0,02% (v/v) MIT.

] Contréle Cut-off: 1 flacon contenant 3 mL contréle; prét a 'emploi; couleur jaune; bouchon vert; < 0,02% (v/v) MIT.

= Contréle Négatif: 1 flacon contenant 2 mL contrdle; prét a 'emploi; couleur jaune; bouchon bleu; <0,0015% (v/v)

CMIT/ MIT (3:1).

Pour les mentions de danger et les conseils de prudence voir chapitre 12.1.
Pour les substances potentiellement dangereuses s'il vous plait vérifiez la fiche de données de sécurité.

4.2. Matériel fourni

] 1 couvercle autocollante

] 1 instructions d’utilisation

] 1 présentation de la plaque

4.3. Matériel et équipement requis

Photomeétre de Plaque de Microtitrage ELISA, pour mesurer I'absorbance a 450/620 nm
Incubateur 37 °C

Laveur manuel ou automatique pour le lavage des Plaques de Microtitrage

Pipettes pour utilisation entre 10 et 1000 pL

Mélangeur Vortex

Eau distillée

Tubes jetables

5. STABILITE ET CONSERVATION

Conserver le kit a 2...8 °C. Les réactifs ouverts sont stables jusqu'a la date de péremption indiquée sur I'étiquette lorsqu'il est
conservé a 2...8°C.

6. PREPARATION DES REACTIFS

Il est trés important porter tous les réactifs et échantillons a température ambiante (20 ... 25 °C) et les mélanger
avant de commencer le test!

6.1. Plaque de Microtitrage

Les barrettes sécables sont revétues d’antigéne Mycoplasma pneumoniae. Immédiatement aprés avoir prélevé les barrettes
nécessaires, les barrette restantes doivent étre scellés le vide dans de feuille d'aluminium avec le sac de silicium (le
déshydratant) fourni et emmagasiner a 2...8 °C.

6.2. Tampon de Lavage (conc. x 20)

Diluer le Tampon de Lavage 1+19; par exemple 10 mL du Tampon de Lavage + 190 mL d'eau distillée. Le Tampon de Lavage
diluée est stable pendant 5 jours a la température ambiante (20...25 °C). Cas apparaissent des cristaux dans le concentré,
chauffer la solution a 37 °C par exemple dans un bain-marie mélangez bien avant dilution.

6.3. Solution de Substrat TMB

La solution est préte a utiliser et doit étre emmagasiné a 2...8 °C, a I'abri de la lumiére. La solution doit étre incolore ou pourrait
avoir une légére couleur bleu clair. Si le substrat devient bleu, il peut avoir été contaminé et ne peut pas étre utilisé dans le test.

7. PRELEVEMENT ET PREPARATION DES ECHANTILLONS

Utiliser des échantillons humains de sérum ou plasma (citrate, héparine) pour ce test. Si le test est réalisé dans les 5 jours
apres le prélevement, les échantillons doivent étre conservés a 2...8 °C; autrement ils doivent étre aliquotés et conservés
surgelés (-70...-20 °C). Si les échantillons sont conservés congelés, bien mélanger les échantillons décongelés avant le test.
Eviter les cycles répétés de congélation et décongélation.

L’inactivation par la chaleur des échantillons n’est pas recommandée.
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7.1. Dilution de I’échantillon

Avant du test, tous les échantillons doivent étre dilués 1 + 100 avec Tampon de Dilution d’Echantillon IgM. Diluer 10 uL
d'échantillon avec 1 mL | Tampon de Dilution d’Echantillon IgM dans des tubes pour obtenir une dilution 1 + 100 et mélanger
soigneusement sur un Vortex.

8. PROCEDE DE TEST

Lire attentivement les instructions d'utilisation avant de réaliser le test. La fiabilité des résultats dépend du suivi strict
d'utilisation comme décrit. La technique de test suivante a été validée uniquement pour une procédure manuelle. Si le test doit
étre effectué sur un systemes automatiques pour ELISA, nous conseillons d’'augmenter le nombre d’étapes de lavage de trois a
cing et le volume du Tampon de Lavage de 300 a 350 uL. Faites attention au chapitre 12. Avant de commencer le test, le plan
de distribution et d'identification de tous les échantillons et les étalons/contrbles (il est recommandé déterminer en double)
doivent étre soigneusement établi sur la feuille présentation de la plaque prévue dans le conseil de kit. Sélectionner le nombre
de barrettes ou de puits nécessaires et les placer sur le support.

Réaliser toutes les étapes du test dans I'ordre donné et sans délai.
Un embout de pipette propre et jetable doit étre utilisé pour distribuer chague étalon/contrdle et échantillon.
Régler l'incubateur a 37 £ 1 °C.
1. Pipeter 100 pL de étalons/contréles et d’échantillons dilués dans leurs puits respectifs. Garder le puits A1 pour le blanc
substrat.
2. Couvrir les puits avec le couvercle, fourni dans le kit.
Incuber pendant 1 heure =5 minutes 4 37 £ 1 °C.

4. Alafin de l'incubation, enlever le couvercle, aspirer le contenu des puits et laver chaque puits trois fois avec 300 pL du
Tampon de Lavage. Eviter les débordements des puits de réaction. L'intervalle entre le cycle de lavage et l'aspiration
doit étre > 5 sec. A la fin, enlever soigneusement le liquide restant en tapotant les barrettes sur du papier absorbant
avant la prochaine étape.

Note: L'‘étape de lavage est treés importante! Un lavage insuffisant peut conduire a une précision faible et de faux
résultats!

Pipeter 100 puL du conjugué dans tous les puits sauf le puits Blanc Al.

Incuber pendant 30 minutes a température ambiante (20...25°C). N'exposer pas a la lumiere directe du soleil.
Répéter I'étape numéro 4.

Pipeter 100 pL de la Solution de Substrat TMB dans tous les puits.

Incuber pendant exactement 15 minutes a température ambiante (20...25°C) dans I'obscurité. Une couleur bleue
se produit en raison d'une réaction enzymatique.

10. Pipeter 100 pL de la Solution d’Arrét dans tous les puits dans le méme ordre et a la méme vitesse que pour la Solution
de Substrat TMB, ainsi, il y a un changement du bleu au jaune.

11. Mesurer l'absorbance a 450/620 nm dans les 30 minutes aprées |'addition de la Solution d’Arrét.

w

© N o’

8.1. Mesure

Réglez le Photométre de Plaque de Microtitrage ELISA & zéro en utilisant le Blanc substrat.

Si - pour des raisons techniques - le Photométre de Plaque de Microtitrage ELISA ne peut pas étre ajusté a zéro en utilisant le
Blanc substrat, la valeur d’absorbance de cette doit étre soustraire la valeur d'absorbance de toutes les autres valeurs
d’absorbance mesurées afin d'obtenir des résultats fiables!

Mesurer I'absorbance de tous les puits a 450 nm et enregistrer les valeurs d'absorbance pour chaque étalon/controle et
échantillon dans la présentation de la plaque.

Il est recommandé d'effectuer la mesure dichromatique utilisant 620 nm comme longueur d'onde de référence.

Si doubles déterminations ont été effectuées, calculer les valeurs moyennes d'absorbance.

9. RESULTATS

9.1. Critéres de validation

Pour qu'une série d'analyses soit considérée comme valide, ces instructions d'utilisation doivent étre strictement suivies, et les
criteres suivants doivent étre respectés:

. Blanc Substrat: Valeur d’absorbance < 0,100

. Contrdle Négatif: Valeur d’absorbance < 0,200 et < Cut-off
. Contrble Cut-off: Valeur d’absorbance 0,150 - 1,300

. Contréle Positif: Valeur d'absorbance > Contréle Cut-off

Lorsque ces critéres ne sont pas remplis, le test n'est pas valide et doit étre recommencé.

9.2. Calcul des résultats

La valeur seuil correspond a la moyenne des valeurs d’absorbance du Contrdle Cut-off.

Exemple: 0,44 DO Contréle Cut-off + 0,42 DO Contrble Cut-off = 0,86: 2 = 0,43
Cut-off = 0,43
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9.2.1. Résultats en unités [NTU]

Valeur (moyenne) d'absorbance de I' échantillon x 10= [unités NovaTec = NTU]
Cut-off

Exemple: 1,591 x10 = 37 NTU
0,43

9.3. Interprétation des résultats

Cut-off 10 NTU -
Positif > 11 NTU Les antlcorpsl dlr!ggs contre Ia}gent pathogepe sont présents. Il ya eu un
contact avec I'antigéne (pathogéne resp. vaccin).
Les anticorps dirigés contre l'agent pathogéne ne pouvaient pas étre
. détectés clairement. Il est recommandé de répéter le test avec un échantillon
Zone grise 9-11 NTU . s - : . .
frais dans 2 a 4 semaines. Si le résultat est encore dans la zone grise
I'échantillon est jugé négatif.
. L'échantillon ne contient pas d'anticorps contre l'agent pathogéne. Un
Negatif <9 NTU . SNt . ?
contact préalable avec I'antigéne (pathogéne resp. vaccin) est peu probable.
Le diagnostic d'une maladie infectieuse ne devrait pas étre établi sur la base du résultat d’'une seule analyse. Un diagnostic
précis devrait prendre en considération I'histoire clinique, la symptomatologie ainsi que les données sérologiques. Les
données sérologiques sont de valeur limité dans le cas des patients immunodéprimeés et des nouveaux-nés.

9.3.1. Isotypes d'anticorps et I’Etat de I'infection

Sérologie Signification

IgM Caractéristique de la réponse primaire du anticorps

Titre élevé d'lgM avec une faible titre d'IgG: — suggére une infection trés récente ou aigie
Rare: — persistante IgM

IgG Caractéristique de la réponse secondaire du anticorps

Peut persister pendant plusieurs années

Des titres élevés d'lgG a faible titre d'lgM: — peuvent indiquer une infection ancienne

IgA lls sont produits au niveau des muqueuses dans tout le corps (= barriére de protection)
Habituellement ils sont produits en début d'infection

10. PERFORMANCES DU TEST

Ces résultats s’appuient sur les groupes d’échantillons étudiés; il n’agit pas de caractéristiques techniques garanties.
Pour plus d'informations sur les performances du test s'il vous plait contactez NovaTec Immundiagnostica GmbH.

10.1. Précision

Intra-essai n moyenne (E) CV (%)
#1 24 0,526 5,02
#2 24 0,905 6,20
#3 24 1,074 6,34
Inter-essai n moyenne (NTU) CV (%)
#1 12 19,56 7,08
#2 12 18,16 13,13
#3 12 5,28 7,31

10.2. Spécificité diagnostique

La spécificité diagnostique est définie comme la probabilité d’obtenir un résultat négatif en I'absence d'un analyte spécifique.
Elle est 99,29% (95% Intervalle de confiance: 96,11% - 99,98%).

10.3. Sensibilité diagnostique

La sensibilité diagnostique est définie comme la probabilité d’obtenir un résultat positif en présence d'un analyte spécifique.
Elle est 100% (95% Intervalle de confiance: 95,01% - 100%).

10.4. Interférences

Des échantillons hémolytiques ou lipémiques ou ictériques n’ont pas montré d’interférences, avec des concentrations jusqu’a
10 mg/mL de hémoglobine, 5 mg/mL de triglycérides et 0,5 mg/mL de bilirubine.

10.5. Réaction croisée

L’étude d’'un panel d’échantillons avec des anticorps dirigés contre différents paramétres interférents n’a pas révélé de preuves
de résultats faussement positifs dus a des réactions croisées.
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11.LIMITES DE LA TECHNIQUE

Une contamination bactérienne ou des cycles de congélation/décongélation répétés de I'échantillon peuvent affecter les valeurs
d'absorption.

12. PRECAUTIONS ET AVERTISSEMENTS

La procédure de test, 'information, les précautions et mises en garde de la notice d’emploi, doivent étre suivies de fagon
stricte. L'utilisation de ces trousses avec des automates ou dispositifs similaires doit étre validée. Aucun changement de la
conception, composition et procédure de test, ainsi que I'utilisation avec d’autres produits non approuvés par le fabricant,
ne sont pas autorisés; seul I'utilisateur est responsable de tels changements. Le fabricant n’est pas responsable des faux
résultats et des incidents dus a ces motifs. Le fabricant n’est pas responsable des résultats fournis par analyse visuelle des
échantillons des patients.

Uniquement pour diagnostic in vitro.

Tous les matériaux d’origine humaine ou animale doivent étre considérés et traités comme étant potentiellement infectieux.
Tous les composants d’origine humaine utilisés pour la fabrication de ces réactifs ont été analysés et ont été trouvés non
réactifs en Ag HBs, en anticorps anti-VHI 1 et 2 et en anticorps anti-VHC.

Ne pas échanger les réactifs ou les Plaque de Microtitrage provenant de différents lots de production.

Ne pas utiliser de réactifs provenant d’autres fabricants avec les réactifs de cette trousse.

Ne pas utiliser les réactifs aprées la date de péremption indiquée sur I'étiquette.

Utiliser seulement des embouts de pipette, des distributeurs et du matériel de laboratoire propres.

Ne pas échanger les bouchons des flacons, pour éviter la contamination croisée.

Fermer soigneusement les flacons apres utilisation pour éviter I'évaporation et la contamination microbienne.

Avant une nouvelle utilisation, vérifier les flacons de conjugué et de étalon/contrdle, déja utilisés, pour exclure une
contamination microbienne.

Pour éviter la contamination croisée et des résultats faussement élevés, introduire les échantillons de patients et les
réactifs exactement au fond des puits sans éclabousser.

L'ELISA est uniguement congu pour le personnel qualifié suivant les normes de bonnes pratiques de laboratoire (Good
Laboratory Practice, GLP).

Pour un contr6le de qualité interne plus poussé, chaque laboratoire doit en outre utiliser des échantillons connus.

12.1. Note de sécurité pour les réactifs contenant des substances dangereuses

Les réactifs peuvent contenir du CMIT/MIT (3 :1) ou du MIT (voir chapitre 4.1)
Par conséquent, les mentions de danger et les conseils de prudence suivants s’appliquent.

Attenttion H317 Peut provoquer une allergie cutanée.
P261 Eviter de respirer les aérosols.
P280 Porter des gants de protection/ des vétements de protection.
P302+P352 EN CAS DE CONTACT AVEC LA PEAU: Laver abondamment savon a
I'eau.

P333+P313 En cas d'irritation ou d'éruption cutanée: consulter un médecin.
P362+P364 Enlever les vétements contaminés et les laver avant réutilisation.

De plus amples informations peuvent étre trouvées dans la fiche de données de sécurité.

12.2. Elimination des déchets

Les résidus des produits chimiques et des préparations sont considérés en général comme des déchets dangereux.
L’élimination de ce type de déchet est réglementée par des lois et réglementations nationales et régionales. Contacter les
autorités compétentes ou les sociétés de gestion des déchets pour obtenir des renseignements sur I'élimination des déchets
dangereux.

13.INFORMATION POUR LES COMMANDES

Référence: MYCMO0350 Mycoplasma pneumoniae IgM ELISA (96 déterminations)
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ITALIANO
1. INTRODUZIONE

Il Mycoplasma pneumoniae € un membro della classe dei Mollicuti, in quanto privo di parete cellulare e rivestito soltanto da
membrana plasmatica. Pertanto rappresenta la piu piccola cellula vivente al momento conosciuta. La famiglia dei
Mycoplasmataceae si divide nei generi Mycoplasma ed Ureaplasma. Al momento sono conosciute piu di 80 specie. Le specie
piu importanti e patogene per 'uomo sono: M. pneumonite, M. hominis e M. genitalis. Oltre a queste esistono altre specie
eventualmente patogene: M. orale, M. salivarum, M. faucium e M. buccale. M. hominis e M. genitalis sono gli agenti eziologici di
infezioni non specifiche del tratto urogenitale. Il Mycoplasma pneumoniae & I'agente eziologico della polmonite atipica primaria
e puo anche essere causa di bronchite, laringite e tracheite. Colpisce soprattutto i bambini sopra i 5-6 anni di vita e predilige, in
particolare, gli adolescenti e gli adulti. Dopo un periodo di incubazione di 2-3 settimane esordisce con febbre, cefalea, scarso
appetito e malessere generale. Il quadro clinico della polmonite atipica si manifesta nel 5-25% delle persone infette. L’agente &
ubiquitario, molto contagioso e & trasmesso per via aerea.

Specie Malattia Sintomi (p.es.) Via di trasmissione
Mycoplasma Infezioni del tratto | Febbre, mal di testa, e una tosse persistente. Trasmissione: aerea;
pneumoniae respiratorio per Trasmesso da gocce
Mycoplasma Infezioni del tratto respiratorio: Da infezione asintomatica | infette nell’aria
pneumoniae da faringiti, bronchiti, groppa, tracheobronchite, polmonite
e polmonite atipica primaria.

L'infezione o la presenza di un agente patogeno puo essere identificata da:
=  Microscopia
= Sierologia:  p.es. ELISA

2. USO PREVISTO

Il Mycoplasma pneumoniae IgM ELISA & un kit per la determinazione qualitativa degli anticorpi specifici della classe IgM per
Mycoplasma pneumoniae nel siero o plasma (citrato, eparina) umano.

3. PRINCIPIO DEL TEST

La determinazione immunoenzimatico qualitativa degli anticorpi specifici si basa sulla tecnica ELISA (d'inglese Enzyme-linked
immunosorbent assay).

Piastre di Microtitolazione sono rivestite con antigeni specifici che si legano agli anticorpi presenti nel campione. Dopo aver
lavato i pozzetti per rimuovere tutto il materiale campione non legato, il coniugato di perossidasi di rafano (HRP) & aggiunto.
Questo coniugato si lega agli anticorpi catturati. In una seconda fase di lavaggio coniugato, non legato e rimosso. Il complesso
immunitario formato dal coniugato legato sara evidenziato aggiungendo tetrametilbenzidina (TMB) substrato che da una
colorazione blu.

L'intensita di questa colorazione € direttamente proporzionale alla quantita di anticorpi specifici presenti nel campione. Acido
solforico & aggiunto per bloccare la reazione. Questo produce un cambiamento di colore dal blu al giallo. Assorbanza a 450/620
nm viene letto utilizzando un fotometro di Piastre di Microtitolazione ELISA.

4. MATERIALI

41. Reagenti forniti

] Piastre di Microtitolazione: 12 strisce divisibili in 8 pozzetti, con adesi antigeni della Mycoplasma pneumoniae; dentro
una busta d’alluminio richiudibile.
] Tampone di Diluizione del Campione IgM: 1 flacone contenente 100 mL di tampone fosfato (10 mM) per diluire i

campioni; pH 7,2 +0,2; anti-umane IgG (mezzo di assorbimento RF); colore verde; pronto all’'uso; tappo bianco;
<0,0015% (v/v) CMIT/ MIT (3:1).

] Soluzione Bloccante: 1 flacone contenente 15 mL di acido solforico, 0,2 mol/L, pronto all’'uso; tappo rosso.

] Tampone di Lavaggio (20x conc.): 1 flacone contenente 50 mL di un tampone fosfato concentrato 20 volte (0,2 M)
per il lavaggio dei pozzetti; pH 7,2 £ 0,2; tappo bianco.

] Coniugato: 1 flacone contenente 20 mL di anticorpi anti-lgM umani, coniugati a perossidasi in tampone fosfato
(10 mM); colore rosso; pronto all’'uso; tappo nero.

] Soluzione Substrato TMB: 1 flacone contenente 15 mL di 3,3°,5,5-Tetrametilbenzidina (TMB), < 0,1 %; pronto
all'uso; tappo giallo.

] Controllo Positivo: 1 flacone da 2 mL controllo; colore giallo; tappo rosso; pronto all'uso; < 0,02% (v/v) MIT.

= Controllo Cut-off: 1 flacone da 3 mL controllo; colore giallo; tappo verde; pronto all’'uso; < 0,02% (v/v) MIT.

] Controllo Negativo: 1 flacone da 2 mL controllo; colore giallo; tappo blu; pronto all'uso; < 0,0015% (v/v) CMIT/ MIT
(3:1).

Le indicazioni di pericolo e consigli di prudenza vedi capitolo 12.1.
Per le sostanze potenziali pericolose si prega di leggere la scheda di dati di sicurezza.

4.2. Accessori forniti

] 1 pellicola adesiva
] 1 istruzione per I'uso
] 1 schema della piastra
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4.3. Materiali e attrezzature necessatri

] Fotometro per Piastre di Microtitolazione con filtri da 450/620 nm
] Incubatrice 37 °C

Lavatore, manuale o automatico, di Piastre di Microtitolazione
Micropipette per I'uso tra 10-1000 pL

Vortex-Mixer

Acqua distillata

Provette monouso

5. MODALITA DI CONSERVAZIONE

Conservare il kit a 2...8 °C. | reagenti aperti sono stabili fino alla data di scadenza indicata sull'etichetta quando sono conservati
a2.8°C.

6. PREPARAZIONE DEI REAGENTI

E molto importante, portare tutti i reagenti e campioni a temperatura ambiente (20...25 °C) e mescolare prima di
iniziare il test.

6.1. Piastre di Microtitolazione

Le strisce divisibili sono rivestite con I'antigeni della Mycoplasma pneumoniae. Immediatamente dopo la rimozione degli strisce
necessarie, le strisce rimanenti devono essere sigillare huovamente in un foglio di alluminio insieme con il sacchetto di gel di
silice conservati a 2...8 °C.

6.2. Tampone di Lavaggio (20x conc.)

Diluire il Tampone di Lavaggio 1+19; per esempio: 10 mL del Tampone di Lavaggio + 190 mL di acqua distillata. Il Tampone di
Lavaggio diluito e stabile per 5 giorni a temperatura ambiente (20...25 °C). Se cristalli appaiono nel concentrato, riscaldare la
soluzione a 37 °C per esempio in un bagnomaria. Mescolare bene prima della diluizione.

6.3. Soluzione Substrato TMB

La soluzione sta pronta all'uso e deve essere conservata a 2...8 °C, al riparo dalla luce. La soluzione deve essere incolore o
potrebbe avere un leggero colore blu chiaro. Se il substrato diventa blu, potrebbe essere stato contaminato e non pud essere
utilizzato nel test.

7. PRELIEVO E PREPARAZIONE DEI CAMPIONI

Per questo test si prega di usare campioni di siero o plasma (citrato, eparina) umano. Se il test € fatto entro 5 giorni dal prelievo
i campioni possono essere conservati tra 2...8 °C. Altrimenti devono essere aliquotati e congelati tra (-70...-20 °C). Se i
campioni sono conservati congelati, mescolare bene i campioni scongelati prima del test. Evitare cicli ripetuti di
congelamento/scongelamento.

L’inattivazione dei campioni per mezzo del calore non € raccomandata.

7.1. Diluizione dei campioni

Prima del test, diluire i campioni 1+100 con Tampone di Diluizione del Campione IgM. Per esempio, pipettare nelle provette
10 pL di campione + 1 mL di Tampone di Diluizione del Campione IgM e mescolare bene (Vortex).
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8. PROCEDIMENTO

Leggere bene le istruzioni per 'uso prima di iniziare il teste. L’affidabilita dei risultati dipende dalla stretta aderenza le istruzioni
per l'uso di prova come descritto. La seguente procedura € stata validata per 'esecuzione manuale. Per un’esecuzione su
strumentazione automatica si consiglia di incrementare il numero di lavaggi de 3 a 5 volte e il volume della Tampone di
Lavaggio da 300 a 350 pL per evitare effetti di lavaggio. Prestare attenzione al capitolo 12. Stabilire innanzitutto il piano di
distribuzione e identificazione dei campioni e standards/controlli (€ raccomandato determinare in duplicato) sullo schema della
piastra fornito con il kit. Inserire i pozzetti necessari nel supporto.

Eseguire il test nell'ordine stabilito dalle istruzioni, senza ritardi.
Sul pipettaggio utilizzare puntali nuovi e puliti per ogni campione e standard/controllo.
Regolare l'incubatore a 37 + 1 °C.

1. Pipettare 100 pL di standard/controllo e di campione diluito nei relativi pozzetti. Usare il pozzetto Al per il Bianco-
substrato.

2. Coprire i pozzetti con la pellicola adesiva, fornita nel kit.
3. Incubareloratx5mina37+1°C.

4. Al termine dell'incubazione, togliere la pellicola e aspirare il liquido dai pozzetti. Successivamente lavare i pozzetti tre
volte con 300 pL di Tampone di Lavaggio. Evitare che la soluzione trabocchi dai pozzetti. L’intervallo tra il lavaggio e
I'aspirazione deve essere > 5 sec. Dopo il lavaggio picchiettare delicatamente i pozzetti su una carta assorbente per
togliere completamente il liquido, prima del passo successivo.

Attenzione: Il lavaggio € una fase molto importante. Da lavaggio insufficiente risulta una bassa precisione e
risultati falsi!

Pipettare 100 pL di Coniugato in tutti i pozzetti, escludendo quello con il Bianco-substrato (Blank) Al.
Incubare per 30 min a temperatura ambiente (20...25 °C). Non esporre a fonti di luce diretta.
Ripetere il lavaggio secondo punto 4.

Pipettare 100 pL di Soluzione Substrato TMB in tutti i pozzetti.

Incubare precisamente per 15 min a temperatura ambiente (20...25 °C) al buio. Un colore blu verifica a causa
della reazione enzimatica.

10. Pipettare 100 pL di Soluzione Bloccante in tutti i pozzetti, nello stesso ordine della Soluzione Substrato TMB, in tal
modo un cambiamento di colore dal blu al giallo avviene.

11. Misurare I'assorbanza a 450/620 nm entro 30 min dopo I'aggiunta della Soluzione Bloccante.

© NGO

8.1. Misurazione
Regolare il fotometro per le Piastre di Microtitolazione ELISA a zero usando il substrato-Bianco (Blank).

Se, per motivi tecnici, non e possibile regolare il fotometro per le Piastre di Microtitolazione a zero usando il Bianco-substrato, il
valore de assorbanza de questo deve essere sottratto dai valori dell’'assorbanza da tutti i valori delle altre assorbanze per
ottenere risultati affidabili!

Misurare I’assorbanza di tutti i pozzetti a 450 nm e inserire tutti i valori misurati nello schema della piastra.

E raccomandato fare le misurazioni delle onde bichrome (due colori). Utilizzando la lunghezza d’onda de 620 nm come misura
di riferimento.

Dove sono state misurate in doppio, calcolare la media delle assorbanze.

9. RISULTATI

9.1. Validazione del test

Affinché un test possa essere considerato valido, le presenti Istruzioni per I'uso devono essere rigorosamente seguite e devono
essere soddisfatti i seguenti criteri:

- Substrato Bianco (Blank): Valore di assorbanza < 0,100

. Controllo Negativo: Valore di assorbanza < 0,200 e < Cut-off
. Controllo Cut-off: Valore di assorbanza 0,150 — 1,300

. Controllo Positivo: Valore di assorbanza > Cut-off

Se non sono soddisfatti questi criteri, il test non & valido e deve essere ripetuto.

9.2. Calcolo dei risultati
Il Cut-off e la media dei valori di assorbanza dei Controlli Cut-off.
Esempio: Valore di assorbanza del Controllo Cut-off 0,44 + valore di assorbanza del Controllo Cut-off 0,42 = 0,86/2 = 0,43

Cut-off = 0,43
9.2.1. Risultati in unita [NTU]
Assorbanza media del campione x 10 = [unita NovaTec = NTU]
Cut-off
Esempio: 1,591 x10 = 37 NTU
0,43
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9.3. Interpretazione dei risultati

Cut-off 10 NTU -

Positivo > 11 NTU Antlc_:orpl contro il patogeno sono  presenti. C'é stato un contatto con
I'antigene (patogeno resp. vaccino).
Anticorpi contro il patogeno non € stato possibile rilevare chiaramente.

Zona grigia 9—11 NTU Si c_on_S|gI|a di ripetere il test con un nuovo campione in 2-4 settimane.
Se il risultato & nuovamente nella zona grigia, il campione viene giudicato
come negativo.

Negativo <9NTU Il campione 'nor] contiene anticorpi contro il ‘p.atogeno.. Un precedente
contatto con I'antigene (patogeno resp. vaccino) € improbabile.

La diagnosi di una malattia infettiva non deve essere fatta soltanto sulla risultanza di un unico test.
E importante considerare anche 'anamnesi ed i sintomi del paziente.
| risultati del test da pazienti immunosoppressi e neonati hanno un valore limitato.

9.3.1. Isotipi degli anticorpi e Stato dell’infezione

Sierologia Significato

IgM Caratteristica della risposta primaria dell’anticorpo

Alto titolo IgM con basso titolo IgG: —suggerisce una infezione molto recente o acuta
Raro: — IgM persistente

19G Caratteristica della risposta secondaria dell’anticorpo

Puo persistere per diversi anni

Alto titolo IgG con basso titolo IgM: — pud indicare un‘infezione passata

IgA Sono prodotte a livello delle mucose in tutto il corpo (= barriera protettiva)
Solitamente sono prodotte all’inizio dell'infezione

10. CARATTERISTICHE DEL TEST

| risultati si riferiscono al gruppo di campioni investigato; questi non sono specifiche garantite.
Per ulteriori informazioni su caratteristiche del test, si prega, di contattare NovaTec Immundiagnostica GmbH.

10.1. Precisione

Intradosaggio n Media (E) CV (%)
#1 24 0,526 5,02
#2 24 0,905 6,20
#3 24 1,074 6,34
Interdosaggio n Media (NTU) CV (%)
#1 12 19,56 7,08
#2 12 18,16 13,13
#3 12 5,28 7,31

10.2. Specificita diagnostica

La specificita diagnostica € la probabilita del test di fornire un risultato negativo in assenza di analita specifici.
La specificita diagnostica & 99,29% (95% intervallo di confidenza: 96,11% - 99,98%).

10.3. Sensibilita diagnostica

La sensibilita diagnostica é la probabilitd del test di fornire un risultato positivo alla presenza di analita specifici.
La sensibilita diagnostica € 100% (95% intervallo di confidenza: 95,01% - 100%).

10.4. Possibili interferenze

Campioni emolitici, lipidici et itterici contenenti fino a 10 mg/mL di emoglobina, 5 mg/mL di trigliceridi e 0,5 mg/mL di bilirubina
non hanno presentato fenomeni d’interferenza nel presente test.

10.5. Reattivita crociata

L’investigazione di un gruppo di campioni con attivita di anticorpi contro parametri potenzialmente interferenti non ha rivelato
alcuna evidenza di risultati falsamente positivi dovuto a reattivita crociata.

11. LIMITAZIONI

Una contaminazione da microorganismi o ripetuti cicli di congelamento-scongelamento possono alterare i valori delle
assorbanze.
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12. PRECAUZIONI E AVVERTENZE

. La procedura analitica, le informazioni, le precauzioni e le avvertenze contenute nelle istruzioni per 'uso devono essere
seguite scrupolosamente. L'uso dei kit con analizzatori e attrezzature similari deve essere previamente convalidato.
Qualunque cambiamento nello scopo, nel progetto, nella composizione o struttura e nella procedura analitica, cosi come
qualunque uso dei kit in associazione ad altri prodotti non approvati dal produttore non & autorizzato; I'utilizzatore stesso &
responsabile di questi eventuali cambiamenti. Il produttore non & responsabile per falsi risultati e incidenti che possano
essere causati da queste ragioni. Il produttore non e responsabile per qualungue risultato ottenuto attraverso esame visivo
dei campioni dei pazienti.

. Solo per uso diagnostico in-vitro.

. Tutti i materiali di origine umana o animale devono essere considerati potenzialmente contagiosi e infettivi.

. Tutti gli elementi di origine umana sono stati trovati non reattivi con Anti-HIV-Ab, Anti-HCV-Ab e HBsAQ.

- Non scambiare reagenti e Piastre di Microtitolazione di lotti diversi.

. Non utilizzare reagenti d’altri produttori insieme con i reagenti di questo kit.

- Non usare dopo la data di scadenza.

- Utilizzare soltanto punte per pipette, distributori, e articoli da laboratorio puliti.

. Non scambiare i tappi dei flaconi, per evitare contaminazione crociata.

. Richiudere i flaconi immediatamente dopo l'uso per evitare la vaporizzazione e contaminazione.

. Una volta aperti e dopo relativo stoccaggio verificare i reagenti per una loro eventuale contaminazione prima dell’'uso.

. Per evitare contaminazioni crociate e risultati erroneamente alti pipettare i campioni e reagenti con molta precisione nei
pozzetti senza spruzzi.

- L'ELISA é progettato solo per il personale qualificato che segue le norme di buona pratica di laboratorio (Good Laboratory
Practice, GLP).

- Per un ulteriore controllo di qualita interno ogni laboratorio dovrebbe inoltre utilizzare campioni noti.

12.1. Nota di sicurezza per i reagenti contenenti sostanze pericolose

| reagenti possono contenere CMIT/MIT (3:1) o MIT (vedi capitolo 4.1)
Pertanto, si applicano le seguenti indicazioni di pericolo e le consigli di prudenza.

Attenzione H317 Puo provocare una reazione allergica cutanea.
P261 Evitare di respirare gli aerosol.
P280 Indossare guanti/ indumenti protettivi.

P302+P352 IN CASO DI CONTATTO CON LA PELLE: lavare abbondantemente con
sapone acqua.

P333+P313 In caso di irritazione o eruzione della pelle: consultare un medico.

P362+P364  Togliere tutti gli indumenti contaminati e lavarli prima di indossarli
nuovamente.

Ulteriori informazioni sono disponibili nella scheda di dati di sicurezza.

12.2. Smaltimento

In genere tutte le sostanze chimiche sono considerati rifiuti pericolosi. Lo smaltimento é regolato da leggi nazionali. Per ulteriori
informazioni contattare 'autorita locale.

13.INFORMAZIONI PER GLI ORDINI

Numero del prodotto: MYCMO0350 Mycoplasma pneumoniae IgM ELISA (96 determinazioni)
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ESPANOL
1. INTRODUCCION

Las Mycoplasma son procariotas con la caracteristica principal de no tener pared celular. Por esta facultad se forma la nueva
clase de los “Mollicutes” (mollis: suave, cutis: piel). La familia de los Mycoplasmataceae se divide en los géneros Mycoplasma y
Ureaplasma. En los Mycoplasma se conocen mas de 80 especies dentro de las mas importantes como patégenos para el
hombre son M. pneumoniae, M. hominis y M. genitalis. Aparte de estos patdgenos obligatorios existen varias especies que son
facultativo patégeno (M. orale, M. salivarium, M. faucium, M. buccale).

M. pneumoniae produce infecciones del tracto respiratoiro (neumonias atipicas), M. hominis y M. genitalis infectan al tracto
urogenital. M. pneumoniae coloniza la traquea y los bronquios destruyendo el epitelio sin entrar en el tejido peribronquial. Las
infiltraciones en el tejido peribronquial son probablemente reacciones fuertes del sistema inmunitario con presencia de
linfocitos, células plasma y macréfagos. Muchas veces se muestran fendmenos autoinmunitarios en forma de la formacion de
anticuerpos con reacciones cruzadas con tejidos corporales. Después de un periodo de incubacién medio de 3 semanas se
producen en el 75% de los casos infecciones gripales fuertes con faringitis o traqueobronquitis. Del 5 al 25 % de los casos
solamente de desarolla una neumonia atipica que comienza con cansancio, dolores de cabeza, fiebre y tos pertinante.

El M. pneumoniae no pertenece a la flora normal del hombre. Las Mycoplasma son de manifestacion mundial y se transmiten
con alta contagiosidad por el aire y por gotats de fluido contaminado. El grupo més afectado son los jovenes de 5 a 20 afios.
Las infecciones dentro de una familia o en comunidades se explican por la alta contagiosidad y el modo de infeccion. Son
comunes las reinfecciones.

Especies Enfermedad Sintomas (p.ej.) Via de transmision
M. pneumoniae Enfermedad respiratoria | Fiebre, dolor de cabeza y tos persistente aerdgena, por gotitas de
por Mycoplasma Enfermedad respiratoria, de infeccion fluido contaminado
pneumoniae asintomatica a resfriados, faringitis,
bronquitis, krupp, traqueobronquitis,
pneumonitis y neumonia atipica primaria

La infeccion o la presencia de un patégeno puede identificarse mediante:
] Microscopia
=  Serologia: p.ej. ELISA

2. USO PREVISTO

El enzimoinmunoensayo Mycoplasma pneumoniae IgM ELISA se utiliza para la determinacién cualitativa de anticuerpos IgM
especificos contra Mycoplasma pneumoniae en suero o plasma (citrato, heparina) humano.

3. PRINCIPIO DEL ENSAYO

La determinacion inmunoenzimética cualitativa de anticuerpos especificos se basa en la técnica ELISA (Enzyme-linked
Immunosorbent Assay).

Las Placas de Microtitulacion estan recubiertas con antigenos especificos unen a los anticuerpos de la muestra. Después de
lavar los pocillos para eliminar todo el material de muestra no unida, el conjugado de peroxidasa de rabano (HRP) se afiade.
Este conjugado se une a los anticuerpos capturados. En una segunda etapa de lavado se retira el conjugado no unido. El
complejo inmune formado por el conjugado unido se visualiza afiadiendo substrato tetrametilbencidina (TMB), que da un
producto de reaccion azul.

La intensidad de este producto es proporcional a la cantidad de anticuerpos especificos en la muestra. se afiade acido sulfdrico
para detener la reaccion. Esto produce un cambio de color de azul a amarillo. La extincion a 450/620 nm se mide con un
fotometro de Placa de Microtitulacion ELISA.
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4. MATERIALES

4.1. Reactivos suministrados

] Placa de Microtitulacion: 12 tiras de 8 pocillos rompibles, recubiertos con antigenos de Mycoplasma pneumoniae, en
bolsa de aluminio.
] Tampén de Dilucion de Muestras IgM: 1 botella de 100 mL de solucién de tampén de fosfato (10 mM) para diluir la

muestra; pH 7,2 + 0,2; anti-humana IgG (RF Absorbente); color verde; listo para ser utilizado; tapa blanca; < 0,0015%
(viv) CMIT/ MIT (3:1).

] Solucién de Parada: 1 botella de 15 mL de acido sulfdrico, 0,2 mol/L, listo para ser utilizado; tapa roja.

] Tampoén de Lavado (20x conc.): 1 botella de 50 mL de una solucién de tamp6n de fosfato 20x concentrado (0,2 M)
para lavar los pocillos; pH 7,2 £ 0,2; tapa blanca.

] Conjugado: 1 botella de 20 mL de conjugado de anticuerpos IgM anti-humano con peroxidasa en tampén de fosfato
(10 mM); color rojo; tapa negra; listo para ser utilizado.

. Solucién de Sustrato de TMB: 1 botella de 15 mL 3,3,5,5-tetrametilbenzindina (TMB), < 0,1 %; listo para ser
utilizado; tapa amarilla.

. Control Positivo: 1 botella de 2 mL control; color amarillo; tapa roja; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Cut-off: 1 botella de 3 mL control; color amarillo; tapa verde; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Negativo: 1 botella de 2 mL control; color amarillo; tapa azul; listo para ser utilizado; < 0,0015% (v/v) CMIT/
MIT (3:1).

Para indicaciones de peligro y consejos de prudencia consulte el cap. 12.1.
Para sustancias potencialmente peligrosas por favor revise la ficha de datos de seguridad.

4.2. Accesorios suministrados

] 1 lamina autoadhesiva
] 1 instrucciones de uso
] 1 esquema de la placa
4.3 Materiales e instrumentos necesarios

Fotémetro de Placa de Microtitulacion con filtros de 450/620 nm
Incubadora 37 °C

Dispositivo de lavado manual o automatico de Placa de Microtitulacion
Micropipetas para uso de (10-1000 pL)

Mezcladora Vortex

Agua destilada

Tubos de plastico desechables

5. ESTABILIDAD Y ALMACENAJE

Almacene el kit a 2...8 °C. Los reactivos abiertos son estables hasta la fecha de caducidad indicada en la etiqueta cuando se
almacena a 2...8 °C.

6. PREPARACION DE LOS REACTIVOS

Es muy importante llevar todos los reactivos y las muestras a temperatura ambiente (20...25 °C) y mezclarlos
antes de ser utilizados!

6.1. Placa de Microtitulacion

Las tiras rompibles estan recubiertas con antigeno de Mycoplasma pneumoniae. Inmediatamente después de la eliminacion de
las tiras, las tiras restantes deben sellarse de nuevo en el papel de aluminio junto con la bolsita di diéxio de silicio y almacenar
az2..8°C.

6.2. Tampon de Lavado (20x conc.)

Diluir el Tampo6n de Lavado 1+19; por ejemplo 10 mL del Tampén de Lavado + 190 mL de agua destilada. El Tampén de
Lavado diluido es estable durante 5 dias a temperatura ambiente (20...25 °C). En caso de aparecer cristales en el concentrado,
calentar la solucién a 37 °C, por ejemplo, en un bafio Maria. Mezclar bien antes de la dilucién.

6.3. Solucion de Sustrato de TMB

La solucion esta lista para su uso y debe almacenarse a 2...8 °C, protegida de la luz. La soluciéon debe ser incolora o podria
tener un color ligeramente azul claro. Si el sustrato se convierte en azul, es posible que haya sido contaminado y no puede ser
utilizado en el ensayo.
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7. TOMAY PREPARACION DE LAS MUESTRAS

Usar muestras de suero o plasma (citrato, heparina) humano. Si el ensayo se realiza dentro de 5 dias después de la toma de
sangre, las muestras pueden ser almacenadas a 2...8 °C, en caso contrario deben ser alicuotadas y almacenadas congeladas
(-70...-20 °C). Agitar bien las muestras descongeladas antes de diluirlas. Evitar congelaciones y descongelaciones repetidas.
No se recomienda la inactivacién por calor de las muestras.

7.1. Dilucion de las muestras
Antes del ensayo, las muestras tienen que estar diluidas en relaciéon 1 + 100 con el Tamp6n de Diluciéon de Muestras IgM, p. e.
10 pL de la muestra con 1 mL de Tampon de Dilucion de Muestras IgM, mezclar bien con la mezcladora Vortex.

8. PROCEDIMIENTO

Por favor, leer cuidadosamente las instrucciones de uso del ensayo antes de realizarlo. Para el buen funcionamiento de la
técnica es necesario seguir las instrucciones. El siguiente procedimiento es valido solamente para el método manual. Si se
realiza el ensayo en los sistemas automaticos de ELISA es aconsejable elevar el nUmero de lavados de tres hasta cinco veces
y el volumen de Tamp6n de Lavado de 300 pL a 350 pL para excluir efectos de lavado. Preste atencion al capitulo 12. Antes de
comenzar, especificar exactamente la reparticion y posicion de las muestras y de los estandares/controles (se recomienda
determinar en duplicado) en el esquema de la placa suministrada. Usar la cantidad necesaria de tiras o pocillos e insertarlos en
el soporte.

Realizar el ensayo en el orden indicado y sin retraso.
Para cada paso de pipeteado en los estandares/controles y en las muestras, usar siempre puntas de pipeta de un solo uso.
Graduar la incubadora a 37 + 1°C.
1. Pipetear 100 pL de estandares/controles y muestras en los pocillos respectivos. Dejar el pocillo Al para el blanco.
2. Recubrir las tiras con los autoadhesivos suministrados.
3. Incubar1h £5mina37+1°C.
4

Después de la incubacion, retirar el autoadhesivo, aspirar el liquido de la tira y lavarla tres veces con 300 pL del
Tampén de Lavado. Evitar el rebosamiento de los pocillos. El intervalo entre lavado y aspiracion debe ser >5
segundos. Para sacar el liquido restante de las tiras, es conveniente sacudirlas sobre papel absorbente.

Nota: El lavado es muy importante! Un mal lavado insuficiente provoca una baja precision y resultados falsamente
elevados!

Pipetar 100 puL de conjugado en cada pocillo con excepcién del blanco substrato Al.
Incubar 30 min a la temperatura ambiente (20...25 °C). Evitar la luz solar directa.
Repetir el lavado como en el paso numero 4.

Pipetar 100 pL de la Solucién de Sustrato de TMB en todos los pocillos.

Incubar exactamente 15 min en oscuridad a temperatura ambiente (20...25 °C). Un color azul se produce en las
muestras positivas debido a la reaccion enzimatica.

10. Pipetear en todos los pocillos 100 pL de la Solucién de Parada en el mismo orden y mismo intervalo de tiempo como
con el Solucion de Sustrato de TMB, por lo tanto un cambio de color de azul a amarillo se produce.

11. Medir la extincién con 450/620 nm en un periodo de 30 min después de afiadir la Soluciéon de Parada.

8.1. Medicién
Ajustar el fotdmetro de Placa de Microtitulacion ELISA al cero utilizando el Blanco.

Si por razones técnicas el fotdémetro de Placa de Microtitulacién de ELISA no se puede ajustar a cero utilizando el Blanco, el
valor de la absorbancia de este debe ser sustraido de los demas valores de absorbancia medidos con el fin de obtener
resultados fiables!

Medir la extincién de todos los pocillos con 450 nm y anotar los resultados de los estandares/controles y de las muestras en el
esquema de la placa.

Es aconsejable realizar la medicién bicromatica a una longitud de onda de referencia de 620 nm.
Si se efectuaron andlisis en duplicado o multiples, hay que calcular el promedio de los valores de extincion de los pocillos
correspondientes.

9. CALCULO DE LOS RESULTADOS

© ® NGO

9.1. Criterios de validez del ensayo

Para que un ensayo se considere valido, deben seguirse estrictamente las presentes instrucciones de uso y deben cumplirse
los siguientes criterios:

= Blanco: valor de la extincién < 0,100

=  Control Negativo: valor de la extincién < 0,200 y < Cut-off

= Control Cut-off: valor de la extincién 0,150 — 1,300

=  Control Positivo:  valor de la extincion > Cut-off

Si estos criterios no se cumplen, la prueba no es vaida y debera repetirse.
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9.2. Calculo del valor de la medicién

El Cut-off se obtiene de los valores de la extincion de lo Control Cut-off.

Ejemplo: 0,42 OD Control Cut-off + 0,44 OD Control Cut-off = 0,86:2 = 0,43
Cut-off = 0,43

9.2.1. Resultados en unidades [NTU]

Promedio valor de la extincidn de la muestra x 10 =[NovaTec-unidades = NTU]

Cut-off
Ejemplo: 1591x10 = 37NTU
0,43
9.3. Interpretacion de los resultados
Cut-off 10 NTU -
Positivo > 11 NTU Los anticuerpos contra el patgeno estan presentes. Ha producido un
contacto con el antigeno (patégeno resp. vacuna).
Los anticuerpos contra el patdgeno no se pudieron detectar claramente.
Zona intermedia 9-11 NTU Se recomienda repetir la prueba con una muestra frescaen2 a4 semanas.
Si el resultado es de nuevo en la zona intermedia, la muestra se considera
como negativa.
Negativo <9 NTU La muestra no contiene anticuerpos contra el patégeno. Un contacto previo
con el antigeno (patdégeno resp. vacuna) es poco probable.
El diagndstico de una infeccion no solamente se debe basar en el resultado del ensayo.
Es necesario considerar la anamnésis y la sintomatologia del paciente junto al resultado seroldgico.
Estos resultados sdlo tienen valor restringido en pacientes inmunodeprimidos o en neonatos.

9.3.1. Isotipos de anticuerpo y Estado de la Infeccion

Serologia Significado

IgM Caracteristica de la respuesta primaria del anticuerpo

Alto titulo de IgM con bajo titulo de IgG — sugieren una infeccion muy reciente o aguda
Raras: — persistente IgM

19G Caracteristica de la respuesta secundaria del anticuerpo

Pueden persistir por varios afios

El alto titulo de 1gG con bajo titulo de IgM: — pueden indicar una infeccién pasada

IgA Producida en el revestimiento mucoso en todo el cuerpo (= Barrera Protectora)
Usualmente producida tempranamente en el transcurso de la infeccion

10. CARACTERISTICAS DEL ENSAYO

Los resultados estan basados en el grupo de pruebas investigado; no se trata de especificaciones garantizadas.

Para obtener mas informacion sobre las caracteristicas del ensayo, por favor, entre en contacto NovaTec Immundiagnostica
GmbH.

10.1. Precision

Intra ensayo n Promedia (E) CV (%)
#1 24 0,526 5,02
#2 24 0,905 6,20
#3 24 1,074 6,34
Inter ensayo n Promedia (NTU) CV (%)
#1 12 19,56 7,08
#2 12 18,16 13,13
#3 12 5,28 7,31

10.2. Especificad diagnostica

La especificidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado negativo en ausencia del
analitico especifico. Es 99,29% (95% Intervalo de confianza: 96,11% - 99,98%).

10.3. Sensibilidad de diagnostico

La sensibilidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado positivo en presencia del
analitico especifico. Es 100% (95% Intervalo de confianza: 95,01% - 100%).
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10.4. Interferencias

Las muestras lipémicas, ictéricas e hemoliticas no mostraron interferencias con este equipo ELISA hasta una concentracion de
5 mg/mL para triglicéridos, de 0,5 mg/mL para bilirrubina y de 10 mg/mL hemoglobina.

10.5. Reactividad cruzada

Pruebas realizadas con un panel de muestras con distinta actividad de anticuerpos para estudiar parametros de reactividad no
dieron falsos positivos debidos a reactividad cruzada.

11.LIMITACIONES DEL ENSAYO

Una contaminacion de las muestras con bacterias, 0 una congelacion y descongelacion repetida pueden producir cambios en
los valores de la extincion.

12. PRECAUCIONES Y ADVERTENCIAS

. El procedimiento, la informacién, las precauciones y los avisos de las instrucciones de uso han de ser seguidas
estrictamente. La utilizacién de equipos con analizadores y equipamiento similar tiene que ser validada. No se autorizan
cambios en el disefio, composicion y procedimiento, asi como cualquier utilizacion en combinacion con otros productos no
aprobados por el fabricante; el usuario debe hacerse responsable de estos cambios. El fabricante no respondera ante
falsos resultados e incidentes debidos a estas razones. El fabricante no respondera ante cualquier resultado por andlisis
visual de las muestras de los pacientes.

= Solo para diagnostico in vitro.

= Todos los materiales de origen humano o animal deberan ser considerados y tratados como potencialmente infecciosos.

= Todos los componentes de origen humano han sido examinados y resultaron no reactivos a anticuerpos contra el VIH,
VHC y HbsAG.

- No intercambiar reactivos y Placa de Microtitulacién de cargas diferentes.

- No usar reactivos de otro fabricante para este ensayo.

- No usar después de la fecha de caducidad.

= Solo usar recambios de pipetas, dispensadores y materiales de laboratorio limpios.

. No intercambiar las tapas de los diferentes reactivos, para evitar la contaminacion cruzada.

. Para evitar la evaporacion y una contaminacion microbiana, cierre inmediatamente las botellas después de usarlas.

. Después de abrirlas y posterior almacenaje, asegurarse de que no existe contaminacion microbiana antes de seguir
uséndolas.

- Para evitar contaminaciones cruzadas y resultados erroneamente aumentados, Pipetear cuidadosamente las muestras y
los reactivos en los pocillos sin salpicar.

- El ELISA sdlo esta disefiado para personal cualificado siguiendo las normas de buenas practicas de laboratorio (Good
Laboratory Practice,GLP).

. Para un mayor control de calidad interno, cada laboratorio debera utilizar ademas muestras conocidas.

12.1. Nota de seguridad para los reactivos que contienen sustancias peligrosas

Los reactivos pueden contener CMIT/MIT (3:1) o MIT (consulte el cap. 4.1)
Por lo tanto, se aplican las indicaciones de peligro y consejos de prudencia.

Atencidn H317 Puede provocar una reaccion alérgica en la piel.
P261 Evitar respirar el aerosol.
P280 Llevar guantes/ prendas de proteccion.
P302+P352 EN CASO DE CONTACTO CON LA PIEL: Lavar con abundante jabon
agua.

P333+P313 En caso de irritacion o erupcion cutanea: Consultar a un médico.
P362+P364 Quitar las prendas contaminadas y lavarlas antes de volver a usarlas.

Se puede encontrar mas informacién en la ficha de datos de seguridad.

12.2. Indicaciones para la eliminacion de residuos

Por regla general, los productos quimicos y las preparaciones son residuos peligrosos. Su eliminaciéon esta sometida a las
leyes y los decretos nacionales sobre la eliminacion de residuos. Las autoridades informan sobre la eliminacion de residuos
peligroso.

13.INFORMACIONES PARA PEDIDOS

N° del producto: MYCMO0350 Mycoplasma pneumoniae IgM ELISA (96 determinaciones)
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PORTUGUES
1. INTRODUCAO

Os micoplasmas pertencem a classe Mollicutes composta por trés familias e quatro géneros distintos, um dos quais é o
Mycoplasma com mais de 60 espécies. Os Micoplasmas sdo 0os menores organismos de vida livre conhecidos (300 a 500 nm
de diametro) e, ao contrario das bactérias normais ndo possuem uma parede celular. Os Micoplasmas sdo parasitas
extracelulares, especialmente nas membranas mucosas, que podem causar infeccbes em humanos, animais, plantas e
culturas celulares. O Mycoplasma pneumoniae € essencialmente um agente patogénico respiratorio (obrigatorio) em humanos
envolvendo a nasofaringe, garganta, traqueia, bronquios, bronquiolos e alvéolos. Outros Micoplasmas, M. buccale, M. faucium,
M. orale e M. salivarium s&o comensais na cavidade oral. O Mycoplasma hominis e o Ureaplasma urealyticum habitam
principalmente o trato genital e podem actuar como invasores oportunistas. O M. pneumoniae é de longe o agente patogénico
mais importante deste grupo. A infec¢éo por M. pneumoniae ocorre em todo o mundo, a sua epidemiologia tem sido estudada
principalmente no E.U.A., Europa e Japdo. As infec¢Bes sdo endémicas nas grandes areas urbanas, e sédo observados
aumentos da epidemia em intervalos variaveis. Foi estimado que o M. pneumoniae seja a causa de 15-20% de todas as
pneumonias, a taxa € mais elevada em criancas e adultos jovens. 74% das infec¢Bes por M. pneumoniae séo assintomaticas, a
reinfeccéo pode ocorrer. A imunidade adquirida naturalmente & infecgdo por M. pneumoniae parece ser de duragéo limitada (2-
3 anos).

Espécies Doenca Sintomas (p.ex.) Via de transmisséo
M. pneumoniae | Doenca respiratéria | Febre, cefaléia e tosse persistente Por via aérea, a transmissédo
Mycoplasma Doenca respiratoria: de infec¢éo assintomatica ao | do virus ocorre por infecgédo
pneumonia resfriados, faringite, bronquite, crup, por goticulas;
tragqueobronquite, pneumonite e pneumonia
priméria atipica

Infec¢é@o ou presenca de patégeno pode ser identificada por:
=  Microscopia
=  Serologia: p. ex. ELISA

2. UTILIZAGAO PRETENDIDA

O kit Mycoplasma pneumoniae IgM ELISA destina-se a determinacdo qualitativa de anticorpos da classe IgM contra
Mycoplasma pneumoniae no soro ou plasma (citrato, heparina) humanos.

3. PRINCIiPIO DO ENSAIO

A determinacdo imunoenzimética qualitativa de anticorpos especificos é baseado na técnica de ELISA (do inglés Enzyme-
linked Immunosorbent Assay).

As Placas de Microtitulacdo sédo revestidas com antigénios especificos que se ligam os anticorpos correspondentes da
amostra. Apos lavagem dos pocgos, para remover todo o material de amostra ndo ligado, um conjugado de peroxidase de
rabano (HRP) é adicionado. Este conjugado se liga aos anticorpos capturados. Num segundo passo de lavagem o conjugado
ndo ligado é removido. O complexo imune formado pelo conjugado ligado € visualizado por adicdo de substrato de
tetrametilbenzidina (TMB), o que da um produto de reacgéo azul.

A intensidade deste produto é proporcional a quantidade de anticorpos especificos da amostra. O acido sulfirico é adicionado
para parar a reac¢ao. Isso produz uma mudanga de cor de azul para amarelo.

Absorvancia a 450/620 nm é lida utilizando um fotdmetro de Placa de Microtitulagdo ELISA.
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4. MATERIAIS

41. Reagentes fornecidos

. Placa de Microtitulacdo: 12 tiras de 8 pogos, destacaveis e quebraveis, revestidas com antigénio de Mycoplasma
pneumoniae, em bolsas de folha de aluminio com fecho.
] Tampédo de Diluicdo de Amostra IgM: 1 frasco contendo 100 mL de tamp&o fosfato (10 mM) para diluicdo da

amostra, pH 7,2 + 0,2; anti-humana IgG (RF Absorbent); de cor verde; pronto a usar; tampa branca; < 0,0015% (v/v)
CMIT/ MIT (3:1).

] Solugao de Bloqueio: 1 frasco contendo 15 mL &cido sulfurico; 0,2 mol/L; pronto a usar; tampa vermelha.

. Tampdo de Lavagem (conc. 20x): 1 frasco contendo 50 mL de um tampdo fosfato (0,2 M); concentrado 20 vezes
(pH 7,2 £ 0,2) para a lavagem dos pogos; tampa branca.

. Conjugado: 1 frasco contendo 20 mL de anticorpo para IgM humana marcados com peroxidase no tampao fosfato
(10 mM); de cor vermelho, pronto a usar; tampa preta.

] Solugdo Substrato TMB: 1 frasco contendo 15 mL de 3,3',5,5'-tetrametilbenzidina (TMB), < 0,1 %; pronto a usar;
tampa amarela.

= Controle Positivo: 1 frasco contendo 2 mL controle; de cor amarela; pronto a usar; tampa vermelha; <0,02% (v/v)
MIT.

] Controle Cut-off: 1 frasco contendo 3 mL controle; de cor amarela; pronto a usar; tampa verde; < 0,02% (v/v) MIT.

= Controle Negativo: 1 frasco contendo 2 mL controle; de cor amarela; pronto a usar; tampa azul; <0,0015% (v/v)

CMIT/ MIT (3:1).

Para adverténcias de perigo e recomendagades de prudéncia ver capitulo 12.1.
Para substancias potencialmente perigosas verifique a ficha de dados de seguranca.

4.2. Materiais fornecidos

" 1 Pelicula de cobertura

] 1 Instrucdes de uso

L] 1 Layout da placa

4.3. Materiais e EqQuipamento necesséarios

Fotdmetro de Placa de Microtitulagéo ELISA, equipado para a medi¢éo da absorvancia a 450/620 nm
Incubadora 37 °C

Equipamento manual ou automatico para a lavagem de Placas de Microtitulagédo

Pipetas para dispensar volumes entre 10 e 1000 pL

Agitador de tubos tipo Vortex

Agua destilada

Tubos descartaveis

5. ESTABILIDADE E ARMAZENAMENTO

Armazene o kit a 2...8 °C. Os reagentes abertos sao estaveis até o prazo de validade impresso no rétulo quando armazenado a
2...8 °C.

6. PREPARAGAO DOS REAGENTES

E muito importante deixar todos os reagentes e amostras estabilizar & temperatura ambiente (20...25 °C) mistura-
los antes de iniciar o teste!

6.1. Placade Microtitulacdo

As tiras quebraveis sdo revestidas com antigénio Mycoplasma pneumoniae. Imediatamente apés a remocdo das tiras
necessarias, as tiras restantes devem ser lacradas de novo na folha de aluminio juntamente com o saquinho de silicio
fornecido e armazenadar a 2...8 °C.

6.2. Tampdao de Lavagem (conc. 20x)

Diluir o Tampao de Lavagem 1+19; por exemplo. 10 mL do Tampé&o de Lavagem + 190 mL de agua destilada. O Tampé&o de
Lavagem diluido é estavel durante 5 dias a temperatura ambiente (20...25 °C). Caso apareca cristais no concentrado, aquecer
a solugédo a 37 °C por exemplo, em banho Maria. Misture bem antes da diluicdo.

6.3. Solucdo Substrato TMB

A solugdo esta pronta para uso e tem de ser armazenada a 2...8 °C, protegida da luz. A solugdo deve ser incolor ou poderia ter
uma ligeira coloragéo azul claro. Se o substrato se transforma em azul, pode ter sido contaminado e ndo pode ser usado no
teste.
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7. COLHEITA E PREPARAGAO DAS AMOSTRAS

Usar com este ensaio amostras de soro ou plasma (citrato, heparina) humanos. Se o ensaio for realizado dentro de 5 dias apds
colheita da amostra, o espécime deve ser mantido a 2...8 °C; caso contrario devem ser alicotadas e armazenadas congeladas
(-70...-20 °C). Se as amostras forem armazenadas congeladas, misturar bem as amostras descongeladas antes de testar.
Evitar congelar e descongelar repetidamente.

Nao é recomendada a inactivagdo por calor das amostras.

7.1. Diluicdo das amostras

Antes de testar todas as amostras devem ser diluidas 1 + 100 com Tampé&o de Diluicdo de Amostra IgM. Dispensar 10 pL de
amostra e 1 mL de Tampé&o de Diluicdo de Amostra IgM em tubos para obter uma diluicdo 1 + 100 e misturar meticulosamente
com um vortex.

8. PROCEDIMENTO DO ENSAIO

Por favor, ler atentamente as instrugdes de uso antes de realizar o teste. A fiabilidade dos resultados depende da adeséo
estrita ao as instru¢cdes de uso, conforme descritas. O procedimento de ensaio a seguir esta validado apenas para o
procedimento manual. Se o teste for realizado em sistemas automaticos para teste ELISA é recomendéavel aumentar os passos
de lavagem de trés até cinco e o volume do Tampé&o de Lavagem de 300 pL para 350 pL para evitar efeitos de lavagem. Preste
atencdo ao capitulo 12. Antes de iniciar o teste, o plano de distribuicdo e identificagdo de todas as amostras e
calibradores/controles (é recomendado determinar em duplicidade) deve ser cuidadosamente estabelecido no Layout da placa
fornecida no kit. Seleccionar o nUmero necessario de tiras ou pogos e inserir 0s mesmos no suporte.

Realizar todas as etapas do teste na ordem indicada e sem atrasos significativos.
Na pipetagem deve ser utilizada uma ponta limpa e descartavel para dispensar cada controle e amostra.
Ajustar a incubadora para 37 + 1 °C.

1. Dispensar 100 pL dos calibradores/controles e das amostras diluidas nos pocos respectivos. Deixar o po¢o Al vazio
para o branco substrato.

2. Cobrir os pogos com a pelicula fornecida no kit.
Incubar durante 1 hora+5mina37 1 °C.

4. Quando terminar a incubacao, remover a pelicula, aspirar o contetdo dos pogos e lavar cada poco trés vezes com
300 pL de Tampao de Lavagem. Evitar que os pocos de reaccdo transbordem. O intervalo entre a lavagem e a
aspiracdo deve ser > 5 seg. No final, retirar cuidadosamente o fluido restante batendo delicadamente as tiras sobre
papel absorvente, antes da proxima etapal

Nota: A lavagem é muito importante! Lavagem insuficiente resulta em baixa preciséo e falsos resultados.
Dispensar 100 pL de Conjugado em todos 0s po¢os, excepto no pogo do Branco substrato Al.

Incubar durante 30 min & temperatura ambiente (20...25°C). N&o expor diretamente a luz solar.

Repetir a etapa 4.

Dispensar 100 pL de Solu¢do Substrato TMB em todos oS pogos.

Incubar durante exactamente 15 min a temperatura ambiente (20...25°C) e no escuro. A cor azul devido a uma
reacgdo enziméatica.

10. Dispensar 100 pL de Solugéo de Blogueio em todos os pocos, pela mesma ordem e com a mesma velocidade a que
foi dispensada a Solucédo Substrato TMB,desse modo uma mudanga de cor de azul para amarelo ocorre.
11. Medir a absorvancia a 450/620 nm dentro de 30 min apés a adi¢cdo da Solucdo de Bloqueio.

8.1. Medicéo
Ajustar o fotdmetro para Placa de Microtitulagdo ELISA a zero usando o Branco substrato .

Se - devido a razfes técnicas — o fotbmetro para Placa de Microtitulacdo ELISA ndo puder ser ajustado a zero usando o
Branco substrato, valor da absorvancia deste deve ser subtraido de todos os outros valores de absorvancia medidos de forma
a obter resultados fiaveis!

Medir a absorvancia de todos os pocos a 450 nm e registar os valores da absorvancia para cada calibrador/controle e
amostra no Layout da placa.

E recomendado fazer a medic&o dicromatica usando como referéncia um comprimento de onda de 620 nm.
Se determinagdes duplas foram realizadas, calcular os valores médios de absorvancia.

9. RESULTADOS

w
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9.1. Critérios de validacédo do ensaio

Para que um ensaio seja considerado valido, estas Instru¢cdes de Uso devem ser rigorosamente seguidas, e 0s seguintes
critérios devem ser cumpridos:

. Branco substrato: Valor de Absorvancia < 0,100

. Controle Negativo: Valor de Absorvancia < 0,200 e < Cut-off
. Controle Cut-off: Valor de Absorvancia 0,150 — 1,300

. Controle Positivo: Valor de Absorvancia > Cut-off

Se estes critérios ndo forem cumpridos, o teste ndo é valido e deve ser repetido.
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9.2. Calculo dos Resultados
O Cut-off é o valor médio da absorvancia das determinag6es do Controle Cut-off.

Exemplo: Valor da absorvancia do Controle Cut-off 0,42 + valor da absorvancia do Controle Cut-off 0,44 = 0,86: 2 = 0,43
Cut-off = 0,43
9.2.1. Resultados em Unidades [NTU]
Valor da absorvancia (média) da amostra x 10 = [Unidades NovaTec = NTU]
Cut-off
Exemplo: 1591x10 = 37NTU
0,43
9.3. Interpretacdo dos Resultados

Cut-off 10 NTU -

Positivo > 11 NTU Os anticorpos cor_1tr? o aggnte patogenlc_o estdo presente. Houve um
contacto com o antigénio (patégeno resp vacina).

Os anticorpos contra 0 agente patogénico ndo puderam ser claramente
detectados.

Zona cinzenta 9-11NTU Recomenda-se a repetir o teste com uma amostra fresca em 2 a 4 semanas.
Se o resultado estiver novamente dentro da zona cinzenta, a amostra é
julgada como negativa.

Negativo <9 NTU A amostra n&o contém os anticorpos contra o agente patogénico.

Um contato prévio com o antigeno (patdgeno resp. vacina) € improvavel.

O diagnostico de uma doenga infecciosa nédo deve ser estabelecido com base num Unico resultado do teste.

Um diagnostico preciso deve ter em consideragdo a historia clinica, a sintomatologia bem como dados serolégicos.

Em paciente imunossuprimidos e recém-nascidos os dados seroldgicos tém apenas valor restrito.

9.3.1. Isotipos de anticorpos e Estado da Infecc¢éo

Sorologia Significado

IgM Caracteristica da resposta primaria do anticorpo
Alto titulo de IgM com baixo titulo de IgG: — sugere uma infec¢do muito recente ou aguda
Raros: — persistente IgM

19G Caracteristica da resposta secundaria do anticorpo
Podem persistir por varios anos
Alto titulo de IgG com baixo titulo de IgM: — pode indicar uma infecgdo passada

IgA Eles so produzidos a nivel das mucosas em todo o corpo (= barreira protectora)
Geralmente sdo producidas no inicio infecgédo

10. CARACTERISTICAS DE DESEMPENHO ESPECIFICAS

Os resultados referem-se aos grupos de amostras investigados; estas ndo sdo especificages garantidas.

Para mais informacdes sobre as caracteristicas de desempenho especificas, por favor, entre em contato NovaTec
Immundiagnostica GmbH.

10.1. Precisao

Intra ensaio n Média (E) CV (%)
#1 24 0,526 5,02
#2 24 0,905 6,20
#3 24 1,074 6,34
Inter ensaio n Média (NTU) CV (%)
#1 12 19,56 7,08
#2 12 18,16 13,13
#3 12 5,28 7,31

10.2. Especificidade Diagnoéstica

A especificidade diagnostica é definida como a probabilidade do ensaio ser negativo na auséncia do analito especifico.
E de 99,29% (95% Intervalo de confianc¢a: 96,11% - 99,98%).

10.3. Sensibilidade Diagnostica

A sensibilidade diagndstica é definida como a probabilidade do ensaio ser positivo na presenga do analito especifico.
E de 100% (95% Intervalo de confianca: 95,01% - 100%).
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10.4. Interferéncias

Nao sdo observadas interferéncias com amostras hemolisadas, lipémicas ou ictéricas até uma concentragdo de hemoglobina
de 10 mg/mL, de triglicerideos de 5 mg/mL e de bilirrubina de 0,5 mg/mL.

10.5. Reaccdo cruzada

A investigacdo do painel de amostras com atividades de anticorpos em parametros com potencial de reacdo cruzada ndo
revelou nenhuma evidencia de resultados falso-positivos devido a reagdes cruzadas.

11.LIMITAGOES DO PROCEDIMENTO

Contaminagéo bacteriana ou a repeticdo de ciclos de congelacdo-descongelagdo do espécime podem afectar os valores da
absorvancia.

12. PRECAUGOES E AVISOS

= O procedimento do teste, as informacgdes, as precaugfes e avisos nas instru¢des para utilizagdo tém de ser rigorosamente
seguidas. O uso de kits de teste com analisadores e equipamento similar tem de ser validado. Qualquer altera¢do no
desenho, composi¢céo e procedimento do teste bem como qualquer utilizagdo em combinagdo com outros produtos nao
aprovados pelo fabricante néo estédo autorizados; o proprio utilizador é responsavel por tais alteragdes. O fabricante néo é
legalmente responsével por resultados falsos e incidentes originados por estes motivos. O fabricante néo € legalmente
responsavel por quaisquer resultados obtidos por analise visual das amostras dos pacientes.

= Apenas para uso no diagndstico in-vitro.

=  Todos os materiais de origem humana ou animal devem ser considerados e tratados como potencialmente infectantes.

=  Todos os componentes de origem humana usados para a produgdo destes reagentes foram testados para anticorpos anti-
HIV, anticorpos anti-HCV e HBsAq e foram considerados ndo-reactivos.

- N&o trocar e/ou juntar reagentes ou Placa de Microtitulagdo de lotes de producgéo diferentes.

- Nenhuns reagentes de outros fabricantes devem ser usados juntamente com reagentes deste kit de teste.

- N&o usar reagentes ap0ds a data de validade indicada no rétulo.

. Usar apenas pontas de pipeta, dispensadores e material de laboratério limpos.

. Na&o trocar as tampas dos frascos dos reagentes para evitar contaminagdo cruzada.

. Fechar firmemente os frascos dos reagentes imediatamente apds a utilizacdo para evitar evaporacdo e contaminacao
microbiana.

=  ApoOs a primeira abertura e armazenamento subsequente verificar se existe contaminacdo microbiana dos frascos do
conjugado e dos calibradores/controles antes de utiliza-los novamente.

- Para evitar contaminacéo-cruzada e resultados falsamente elevados, pipetar as amostras dos pacientes e dispensar o
reagentes precisamente nos pogos sem salpicar.

- O ELISA é projetado apenas para pessoal qualificado seguindo os padrdes de boas préaticas de laboratério (Good
Laboratory Practice, GLP).

- Para um controle de qualidade interno adicional cada laboratério deve utilizar amostras conhecidas.

12.1. Nota de seguranca para reagentes que contenham substancias perigosas

Os reagentes podem conter CMIT/MIT (3:1) or MIT (ver capitulo 4.1)
Portanto, as seguintes adverténcias de perigo e recomendac¢des de prudéncia aplicam-se.

Atencéo H317 Pode provocar uma reacgéo alérgica cutanea.
P261 Evitar respirar os aerossois.
P280 Usar luvas de proteccéo/ vestuario de proteccao.
P302+P352 SE ENTRAR EM CONTACTO COM A PELE: lavar abundantemente com
sabdo agua.

P333+P313 Em caso de irritagdo ou erupgéo cutanea: consulte um médico.
P362+P364 Retirar a roupa contaminada e lava-la antes de a voltar a usar.

Mais informag@es podem ser encontradas na ficha de dados de seguranca.

12.2. Consideragdes de Eliminagao

Residuos de quimicos e preparacdes sdo geralmente considerados como residuos perigosos. A eliminacdo deste tipo de
residuos esta regulada por leis e normativas nacionais e regionais. Contactar as autoridades locais ou empresas de gestdo de
residuos as quais podem aconselhar sobre como eliminar residuos perigosos.

13.INFORMAGAO DE PEDIDO

Prod. No.: MYCMO0350 Mycoplasma pneumoniae IgM ELISA (96 Determinagfes)
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Armazenamento

m
m

CE Mark / CE-Zeichen / Marquage CE / Marchio CE / Marca CE / Marca CE

E

Catalogue Number / Katalog Nummer / Référence du catalogue / Numero di codice /
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SUMMARY OF TEST PROCEDURE / KURZANLEITUNG TESTDURCHFUHRUNQ | RESUME DE LA
PROCEDURE DE TEST / SCHEMA DELLA PROCEDURA / RESUMEN DE LA TECNICA / RESUMO
DO PROCEDIMENTO DE TESTE

SCHEME OF THE ASSAY

Mycoplasma pneumoniae IgM ELISA

Test Preparation

Prepare reagents and samples as described.
Establish the distribution and identification plan for all samples and standards/controls on the plate
layout supplied in the Kit.
Select the required number of microtiter strips or wells and insert them into the holder.

Assay Procedure

Substrate Blank | Negative Cut-off Positive Sample
(A1) Control Control Control (diluted 1+100)
Negative Control - 100 pL - - -
Cut-off Control - - 100 pL - -
Pasitive Control - - - 100 pL -
(dilieel? 1p+|f00) - - - - 100 pL

Cover wells with foil supplied in the kit
Incubate for1hat37+1°C
Wash each well three times with 300 pL of Washing Buffer

Conjugate - 100 pL 100 pL 100 pL 100 pL

Incubate for 30 min at room temperature (20...25 °C)
Do not expose to direct sunlight
Wash each well three times with 300 pL of Washing Buffer

TMB Substrate

solution 100 pL 100puL | 100pL | 100 puL 100 pL

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark

Stop Solution 100 pL 100 pL 100 L | 100 pL 100 pL

Photometric measurement at 450 nm
(reference wavelength: 620 nm)

NovaTec Immundiagnostica GmbH

WaldstralRe 23 A6
63128 Dietzenbach, Germany

Tel.: +49 (0) 6074-48760 Fax: +49 (0) 6074-487629
Email: info@NovaTec-ID.com
Internet.  www.NovaTec-ID.com
MYCMO0350-2020-06-29_Ka-ab Lot 165
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Monobind Inc.
Lake Forest, CA 92630, USA

AcceBin

ELISA Microwells

Parathyroid Hormone, Intact (PTH)
2nd Generation Test System
Product Code: 9025-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Intact PTH
Concentration in Human Serum or Plasma by a Microplate
Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Parathyroid hormone (PTH) is a polypeptide composed of 84-
amino acids and vital to calcium homeostasis® regulating blood
serum calcium (Ca®') in concert with Vitamin D and Calcitonin.
Secreted by the parathyroid gland in response to low ca®, PTH
stimulates calcium release in the bone marrow, production in the
intestines and kidney? and minimizes urinary excretion. Meanwhile
calcitonin has the opposing effect to increase urinary excretion
and reduce blood calcium when Ca®"is at elevated levels®.

Intact PTH clears quickly from the bloodstream with half-life of
less than four minutes. Detecting elevated PTH levels is
imperative in monitoring bone metabolism especially in the
presence of hypercalcemia®, which virtually makes the primary
diagnosis of hyperparathyroidism, as the vast majority (>90%) of
such patients have elevated PTH. Differentiation from other forms
of (non-parathyroid-mediated) hypercalcemia such as malignancy
(the second most common cause), sarcoidosis, and thyroid
toxicosis are associated with suppressed levels of parathyroid
hormone or PTH in normal range. In cases of hypocalcemia, PTH
levels may not be detectable due to total hypoparathyroidism but
are found in normal range in hypocalcemia due to partial loss or
inhibition of parathyroid function. Clinical significance of
parathyroid hormone has increased in conjunction with the
etiology of hypocalcemia and hypercalcemia. Initial studies
revealed parathyroid hormone is synthesized as a prohormone
followed by significant cleavage and modification, with these
fragments comprising the majority of circulating parathyroid
hormone. However, PTH fragments lack biological activity, and
intact PTH (IPTH) spanning residues 1-84 is responsible for
calcium regulation. The N-terminus of PTH is necessary in
receptor docking, while the C-terminal residues are responsible
for PTH receptor activation®®. Thus, separation of whole
parathyroid hormone from fragmented peptides is integral in
osteometabolic analysis’.

3.0 PRINCIPLE

Sandwich Equilibrium Method (TYPE 2):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of x-PTH antibody (C terminal epitope)
coated on the well.

Upon mixing the enzyme-labeled antibody (N-terminal epitope)
and a serum containing the native antigen, a reaction results
between the native antigen and the antibodies, without
competition or steric hindrance, to form a sandwich complex. The
interaction is illustrated by the following equation:

a

Enz — e
Ab + Agpry + ADeny Ab — Agprh - ADgen
k

-a
Aben = Antibody coated on well (Excess Quantity)

Agpry = Native Antigen (Variable Quantity)

EZAb = Enzyme labeled Antibody (Excess Quantity)

EZAb — Adpri - Abeny = Antigen-Antibodies Sandwich Complex
ka = Rate Constant of Association

k., = Rate Constant of Dissociation

After sufficient time results, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration.
The enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. PTH Calibrators — 1.0 ml/vial (Lyophilized) Icons [A - F]
Six (6) vials of references for PTH at levels of 0(A), 15(B),
75(C), 150(D), 500(E) and 1000(F) pg/ml. Store at 2-8 °C.
Reconstitute each vial with 1.0ml of distilled or deionized
water. The reconstituted calibrators are stable for 24 hours at
2-8 °C. To store for a longer period, aliquot the reconstituted
calibrators into cryo vials and store at -20 °C. DO NOT
FREEZE/ THAW MORE THAN TWICE. A preservative has
been added.
Note: The calibrators, human serum based, are traceable to
the WHO 1 IS standard 95/646.

B. PTH Controls — 1.0 ml/vial (Lyophilized) Icons [M&N]
Two (2) vials of reference controls for PTH. Store at 2-8 °C.
Reconstitute each vial with 1.0ml of distilled or deionized
water. The reconstituted controls are stable for 24 hours at
2-8°C. To store for a longer period, aliquot the reconstituted
controls into cryo vials and store at -20°C. DO NOT FREEZE/
THAW MORE THAN TWICE. A preservative has been added.

C. PTH Enzyme Reagent 2™ Gen — 6ml/vial — Icon
One (1) vial contains anti-PTH conjugate reagent. Store at 2-8
°C.

D. PTH Antibody Coated Plate — 96 wells — Icon N
One 96-well microplate coated with x-PTH antibody. Store at
2-8°C.

E. Wash Solution Concentrate (20x) — 20 ml/vial — Icon é
One (1) vial contains a surfactant in buffered saline. A
preservative has been added. Store at 2-8 °C. See Reagent
Preparation section.

F. Substrate Reagent — 12 ml/vial - Icon s
One (1) vial contains tetramethylbenzidine (TMB) and
hydrogen peroxide (H,0) in buffer. Store at 2-8 °C.

G. Stop Solution — 8 mi/vial — Icon
One (1) vial contains a strong acid (H,SO,). Store at 2-8 °C.
H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Do not expose reagents to heat, sun, or strong light.

Note 3: The above components are for one 96-well microplate.
For other kit configurations, please refer to the table at end of
the insert.

4.1 Required But Not Provided:

1. Pipette capable of delivering 0.050ml (50ul) and 0.100ml
(100ul) volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

. Microplate reader with 450nm and 620nm wavelength

absorbance capability.

. Absorbent paper for blotting the microplate wells.

. Plastic wrap or microplate cover for incubation steps.

. Vacuum aspirator (optional) for wash steps.

. Timer.

I
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9. Quality control materials.
5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood serum or EDTA plasma in type and
the usual precautions in the collection of venipuncture samples
should be observed. For accurate comparison to established
normal values, a fasting morning serum sample should be
obtained. The blood should be collected in a plain redtop
venipuncture tube without additives or anti-coagulants for serum
or EDTA containing tubes for plasma. Allow the blood to clot for
serum samples. Centrifuge the specimen to separate the serum or
plasma from the cells.

If the specimen(s) cannot be assayed immediately after blood
withdrawal, the sample(s) may be stored at temperatures of -20
°C for up to 30 days. Avoid use of contaminated devices. Avoid
repetitive freezing and thawing (a maximum of two freeze/thaw
cycles prior to use). When assayed in duplicate, 0.100 ml (100 pl)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low,
medium and high ranges of the dose response curve for
monitoring assay performance. These controls should be treated
as unknowns and values determined in every test procedure
performed. Quality control charts should be maintained to follow
the performance of the supplied reagents. Pertinent statistical
methods should be employed to ascertain trends. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution to 1000ml with distilled or
deionized water in a suitable storage container. Diluted buffer
can be stored at 2-30°C for up to 60 days.

Note: Do not use reagents that are contaminated or have
bacterial growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum

reference calibrators and controls to room temperature (20-27 ).

**Test Procedure should be performed by a skilled individual

or trained professional**

1. Format the microplates’ wells for each serum reference,
control and patient specimen to be assayed in duplicate.
Replace any unused microwell strips back into the
aluminum bag, seal and store at 2-8 °C.

2. Pipette 0.050 ml (50 pl) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.050 ml (50 i) of the PTH Enzyme Reagent 2™ gen to
each well. It is very important to dispense all reagents
close to the bottom of the coated well.

4. Swirl the microplate gently for 20-30 seconds, cover and
incubate for 60 minutes at room temperature.

5. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

6. Add 0.350 ml (350 pl) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

7. Add 0.100 ml (100 pl) of TMB Substrate to all wells (see
Reagent Preparation Section). Always add reagents in the
same order to minimize reaction time differences between
wells.

DO NOT SHAKE PLATE AFTER SUBSTRATE ADDITION

. Incubate at room temperature for twenty (20) minutes.

. Add 0.050 ml (50 pl) of stop solution to each well and mix
gently for 15-20 seconds. Always add reagents in the same
order to minimize reaction time differences between wells.

10.Read the absorbance in each well at 450nm (using a reference
wavelength of 630nm to minimize well imperfections) in a
microplate reader. The results should be read within fifteen
(15) minutes of adding the stop solution.

©O

Note: For re-assaying specimens with concentrations greater than
1000 pg/ml, dilution should be performed in human serum or
plasma with low PTH values and multiplied accordingly.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

PTH in unknown specimens.

1. Plot the absorbance for each duplicate serum reference versus
the corresponding PTH concentration in pg/ml on linear graph
paper (do not average the duplicates of the serum references
before plotting).

. Draw the best-fit curve through the plotted points.

. To determine the concentration of PTH for an unknown, locate
the average absorbance of the duplicates for each unknown
on the vertical axis of the graph, find the intersecting point on
the curve, and read the concentration (in pg/ml) from the
horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (1.800) intersects the dose response
curve at 419 pg/ml PTH concentration (See Figure 1).

w N

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.

EXAMPLE 1

S| e | 2@ | A | g
Cal A gi 8813 0.015 0
Cal B gi gggé 0.091 15
Cal C Ei gg;g 0.357 75
cal D = 2o 0.657 150
Cal E gg ;égg 2.079 500
Cal F gg :ggg 3.308 1000
Patient E; 1283 1.800 419

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.
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*If the absorbance readout is off-scale or higher than the average
absorbance of the highest calibrator, sample should be repeated
with dilution.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. Maximum Absorbance (Calibrator ‘F’) 21.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or grossly contaminated
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind’s IFU may vyield inaccurate
results.

10.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

11.1t is important to calibrate all the equipment e.g. pipettes,
readers, washers and/or the automated instruments used with
this device, and to perform routine preventative maintenance.

12.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

4. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

6. The reagents for AccuBind® ELISA procedure have been
formulated to eliminate maximal interference; however,
potential interaction between rare serum specimens and test
reagents can cause erroneous results. Heterophilic antibodies
often cause these interactions and have been known to be
problems for all kinds of immunoassays. (Boscato LM Stuart
MC. ’Heterophilic antibodies: a problem for all immunoassays’
Clin. Chem 1988:3427-33). For diagnostic purposes the results
from this assay should be used in combination with clinical
examination, patient’s history, and, all other clinical findings.

13.0 EXPECTED RANGES OF VALUES

Intact PTH levels were measured in fifty-eight (58) apparently
normal individuals. The values obtained ranged from 9.0 to 94
pg/ml. Based on the statistical tests for skewness and kurtosis,
the data population when transformed logarithmically, follows the
normal or Gaussian distribution as shown in histograms. The
range of the geometric mean * 2 standard deviations of the mean
was calculated at 10.4 to 66.5 pg/ml.

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal" persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within assay precision of the PTH AccuBind® Microplate EIA
Test System were determined by analyses on six different levels
of pool control and patient sera. The mean values, standard
deviation and coefficient of variation for each of these control sera
are presented in Table 1.

TABLE 1
Precision data for the PTH Test System
Mean Within-Run Total Precision

Sample | Value Precision (n=80)
(pg/ml) [ sD CV% SD CV%

Control 1 20.7 1.29 6.23 5.93 8.96

Control 2 66.1 2.88 4.35 8.47 4.65

Control 3 | 182.2 4 2.2 21.47 4.89

Patient1 | 438.7 12.44 2.84 26.42 4.39

Patient2 | 601.9 15.1 2.51 38.54 5.81

Patient3 | 663.7 19.72 2.97 5.93 8.96

*As measured in forty experiments in duplicate over a 20 day
period.

14.2 Sensitivity

The Intact PTH Accubind® ELISA test system has a LoB=1.393
pg/ml and a LoD=L0Q=1.501 pg/ml.

14.3 Accuracy

14.3.1 Linearity

The linearity of the Intact PTH Accubind® ELISA test system was
tested by diluting human serum samples containing high levels of
PTH (494-1597 pg/ml) with the “0 pg/ml” serum reference. The
system produced excellent linearity up to 1597 pg/ml as shown in
the figure below.

PTH Linearity
1800
1600 /%
= 1400 /
%, 1200 ‘/
£ 1000 [
E 800 )
B // 1.0203x + 25.701
o y=1. X + 25.
O a0 o RT=0.9926
200 s
0
0 200 400 600 800 1000 1200 1400 1600
Expected (pg/ml)

14.3.2 Recovery

The recovery of the Intact PTH AccuBind® Microplate ELISA Test
System was calculated for five patient samples spiked with 50,
150, 250, 550, and 750 pg/ml PTH. Recoveries were determined
to be within 15% of the expected values for all samples.

14.4 Specificity
The following fragments of PTH were tested and found to be non-
reactive.

Peptide Conc (pg/ml) % Reactivity
1-34 fragment 100,000
1-44 fragment 100,000 0.005

7-34 fragment 100,000 0.002

14.5 High Dose Hook Effect:

The “high dose hook effect” of the PTH AccuBind® ELISA was
assessed using several samples containing massive
concentrations of PTH (10,000 -75,000 pg/ml).

The test showed no hook effect up to concentrations of 75,000
pg/ml. Samples with PTH concentrations greater than 75,000
pg/ml were not tested and may demonstrate hook effect. All
samples that are greater than the highest calibrator should be
diluted and measured again, however.
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ELISA Microwells

Progesterone Test System
Product Code: 4825-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of
Progesterone Concentration in Human Serum or Plasma by a
Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Measurement of progesterone in serum or plasma is considered
to be the most reliable way to assess its rate of production.

Progesterone is a steroid hormone, which plays an important role
in the preparation for and maintenance of pregnancy. It is
synthesized from cholesterol via pregnenolone — then rapidly
metabolized to pregnanediol primarily in the liver.> *'® The ovary
and placenta are the major production sites, but a small amount is
also produced by the adrenal cortex in both men and women.
Circulating progesterone levels, which are characteristically low
during the follicular phase, increase sharply during the luteal
phase of menstrual cycles, reaching a maximum approximately 5
to 10 days after the midcycle LH peakA12 Unless pregnancy
occurs, a steep decline to follicular levels sets in about 4 days
before the next menstrual period. This pattern constitutes the
rationale behind the well established use of serum progesterone
measurements as a simple and reliable method for ovulation
detection.>*"®

For routine measurements, immunoassays using steroid specific
antibodies are preferred. Initial immunoassays for serum
progesterone used organic solvents to remove the steroid from
endogenous binding proteins such as corticosteroid binding
globulin (CBG) and albumin. Direct measurement of progesterone
in serum or plasma is considered to be the method of choice for
routine applications. Both RIA and EIA (and some FIA) are
available in the market. Since RIA involves handling radioactivity
and causes radioactive waste disposal issues, various non-
isotopic methods have replaced the RIA. These methods use very
specific antibodies to determine levels of progesterone in
circulation.

The Monobind Progesterone ELISA kit uses a specific anti-
progesterone antibody, and does not require sample extraction of
serum or plasma. Cross-reactivity to other naturally occurring and
structurally related steroids is low.

The employment of several serum references of known
progesterone concentration permits construction of a graph of
activity and concentration. From comparison to the dose response
curve, an unknown specimen's activity can be correlated with
progesterone concentration.

3.0 PRINCIPLE

Competitive Enzyme Immunoassay (TYPE 7):

The essential reagents required for an enzyme immunoassay
include antibody, enzyme-antigen conjugate and native antigen.
Upon mixing biotinylated antibody, enzyme-antigen conjugate and
a serum containing the native antigen, a competition reaction

results between the native antigen and the enzyme-antigen
conjugate for a limited number of antibody binding sites. The
interaction is illustrated by the followed equation:

ka

E = E
"Ag + Ag + Abs, < AgAbgy, + ~“AgAbe,

-a
Abg;, = Biotinylated Antibody (Constant Quantity)

Ag = Native Antigen (Variable Quantity)

En“Ag = Enzyme-antigen Conjugate (Constant Quantity)
AgAbg, = Antigen-Antibody Complex

E"ZAgAb stn = Enzyme-antigen Conjugate -Antibody Complex
k. = Rate Constant of Association

k., = Rate Constant of Disassociation

K =k, / k.o = Equilibrium Constant

A simultaneous reaction between the biotin attached to the
antibody and the streptavidin immobilized on the microwell occurs.
This effects the separation of the antibody bound fraction after
decantation or aspiration.

AgAbg, + E"AgAbgy, + Streptavidincy = immobilized complex
Streptavidingy = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the solid surface

The enzyme activity in the antibody bound fraction is inversely
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. Progesterone Calibrators — 1ml/vial - Icons A-G
Seven (7) vials of serum reference for progesterone at
concentrations of 0 (A), 0.3 (B), 2.0 (C), 5.0 (D), 15 (E), 30 (F)
and 60.0 (G) ng/ml. Store at 2-8°C. A preservative has been
added. The calibrators can be expressed in molar
concentrations (nM/L) by multiplying by 3.18.
For example: 1ng/ml x 3.18 = 3.18 nM/L

B. Progesterone Enzyme Reagent — 6éml/vial — Icon ®
One (1) vial of Progesterone (Analog)-horseradish peroxides
(HRP) conjugate in a protein stabilizing matrix with red dye.
Store at 2-8°C.

C. Progesterone Biotin Reagent — 6ml/vial - Ilcon V
One (1) vial of reagent contains anti-Progesterone biotinylated
purified rabbit 1gG conjugate in buffer, yellow dye and
preservative. Store at 2-8°C.

D. Streptavidin Coated Plate — 96 wells —Icon {
One 96-well microplate coated with 1.0 pg/ml streptavidin and
packaged in an aluminum bag with a drying agent. Store at
2-8°C.

E. Wash Solution Concentrate — 20ml/vial — Icon ‘
One (1) vial contains a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate Reagent — 12ml/vial - Icon sV
One (1) vial contains tetramethylbenzidine (TMB) and
hydrogen peroxide (H,0) in buffer. Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon <
One (1) vial contains a strong acid (H,SO,). Store at 2-8°C.
H. Product Instructions

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on label.

Note 3: Above reagents are for a single 96-well Microplate.

4.1 Required But Not Provided:
1. Pipette capable of delivering 0.025 & 0.050ml (25 & 50pl) with
a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100 & 0.350ml (100 &
350ul) volumes with a precision of better than 1.5%.

. Adjustable volume (200-1000yl) dispenser(s) for conjugate.

. Microplate washer or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate cover for incubation steps.

. Vacuum aspirator (optional) for wash steps.

. Timer.
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10. Quality control materials.
5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum or heparanised plasma in
type, and taken with the usual precautions in the collection of
venipuncture samples. For accurate comparison to establish
normal values, a fasting morning serum sample should be
obtained. The blood should be collected in a redtop (with or
without gel additives) venipuncture tube or for plasma use
evacuated tube(s) containing heparin. Allow the blood to clot for
serum samples. Centrifuge the specimen to separate the serum or
plasma from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-80C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -200C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.050ml (50pl)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
and high range for monitoring assay performance. These controls
should be treated as unknowns and values determined in every
test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. The individual laboratory should set acceptable assay
performance limits. In addition, maximum absorbance should be
consistent with past experience. Significant deviation from
established performance can indicate unnoticed change in
experimental conditions or degradation of kit reagents. Fresh
reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution to 1000ml with distilled or
deionized water in a suitable storage container. Diluted buffer
can be stored at 2-30°C for up to 60 days.

Note: Do not use reag that are co d or have

bacteria growth.
9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20 -27 °C).
**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.025ml (25ul) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

. Add 0.050ml (50ul) of Progesterone Enzyme Reagent to all
wells.

. Swirl the microplate gently for 10-20 seconds to mix.

. Add 0.050ml (50pl) Progesterone Biotin Reagent to all wells.

. Swirl the microplate gently for 10-20 seconds to mix.

. Cover and incubate for 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

9. Add 0.350ml (350pl) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

10.Add 0.100ml (100pl) of Substrate reagent to all wells. Always
add reagents in the same order to minimize reaction time
differences between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION
11.Incubate at room temperature for twenty (20) minutes.

12.Add 0.050ml (50pl) of stop solution to each well and gently mix
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

13.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm. The results should be read
within fifteen (15) minutes of adding the stop solution.
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Note: Dilute the samples suspected of concentrations higher than
60ng/ml 1:5 and 1:10 with progesterone ‘0’ ng/ml calibrator or
male patient serum pools with a known low value for
progesterone.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

progesterone in unknown specimens.

1. Record the absorbance obtained from the printout of the

microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference versus
the corresponding progesterone concentration in ng/ml on
linear graph paper.

. Connect the points with a best-fit curve.

. To determine the concentration of progesterone for an
unknown, locate the average absorbance of the duplicates for
each unknown on the vertical axis of the graph, find the
intersecting point on the curve, and read the concentration (in
ng/ml) from the horizontal axis of the graph (the duplicates of
the unknown may be averaged as indicated). In the following
example, the average absorbance (0.517) intersects the dose
response curve at 8.1ng/ml progesterone concentration.

Hw

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.

EXAMPLE 1

STB'f"e N:y:ger Abs (A) A'g:a(g) (\nI;;umel)
calA z oL 2.406 0
calB 81 éﬁg 2137 03
calc El lfgg 1.215 20
calD ﬁl g:;f; 0.719 5.0
CalE ’B*g g:g;g 0.330 15.0
CalF & 218 0.188 300
cal G Nt e 0.105 60.0
Pat# 1 gg g:gfg 0.517 8.1
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*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the
following criteria should be met:

1. The absorbance (OD) of calibrator 0 ng/ml should be > 1.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
upon request from Monobind, Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind’s IFU may vyield inaccurate
results.

10.Patient specimens with Progesterone levels higher than

60ng/ml may be diluted (1:5 or 1:10) with progesterone ‘0

ng/ml’ calibrator or male patient serum pools with a known low

value for progesterone.

.All applicable national standards, regulations and laws,

including, but not limited to, good laboratory procedures, must

be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. The reagents for the test system procedures have been
formulated to eliminate maximal interference; however,

grossly  contaminated

potential interaction between rare serum specimens and test
reagents can cause erroneous results. Heterophilic antibodies
often cause these interactions and have been known to be
problems for all kinds of immunoassays (Boscato LM, Stuart
MC. “Heterophilic antibodies: a problem for all immunoassays”
Clin.Chem. 1988:3427-33). For diagnostic purposes, results
from this assay should be used in combination with clinical
examination, patient history and all other clinical findings.

4. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

5. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

6. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

13.0 EXPECTED RANGES OF VALUES

In agreement with established reference intervals for a “normal”
adult population and females during gestation the expected
ranges for the Progesterone AccuBind® ELISA Test System are
detailed in Table 1. During pregnancy the progesterone serum
levels rise rapidly till the end of third trimester."”

TABLE |
Expected Values for the Progesterone Test System
(ng/ml) (nmol/L)
Prepubertal Child (1-10 yr) 0.07 - 0.52 0.2-1.7
Adult man 0.13-1.22 0.4 -3.88
Adult woman
Follicular phase 0.15-1.40 05-44
Luteal phase 2.0-25.0 6.4-795
Pregnant woman
First trimester 7.25-90.0 23 - 286
Second trimester 19.5-91.0 62 — 289
Third trimester 49.0 - 422.0 153 — 1342
Postmenopausal woman 0.0 — 0.80 0.0 —2.55

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal” persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the manufacturer until an in-house
range can be determined by analysts using the method with a
population indigenous to the area in which the laboratory is
located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precision of the Progesterone
AccuBind® ELISA Test System were determined by analyses on
three different levels of pool control sera. The number, mean
values, standard deviation and coefficient of variation for each of
these control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in ng/ml )
Sample N X o C.V.%
Low 20 0.65 0.100 15.3
Normal 20 10.77 0.405 3.8
High 20 24.94 1.528 6.1
TABLE 3
Between Assay Precision (Values in ng/ml )
Sample N X o C.V.%
Low 20 0.72 0.065 8.9
Normal 20 10.88 0.846 75
High 20 24.05 1.534 6.4

*As measured in ten experiments in duplicate over a ten day
period.

14.2 Sensitivity

The Progesterone AccuBind® ELISA Test System has a
sensitivity of 0.105 ng/ml. The sensitivity was ascertained by
determining the variability of the 0 ng/ml serum calibrator and
using the 2o (95% certainty) statistic to calculate the minimum
dose.

14.3 Accuracy

The Progesterone AccuBind® ELISA Test System was compared
with a chemiluminescence immunoassay method. Biological
specimens from low, normal and high progesterone level
populations were used (values ranged from < 0.15 ng/ml — 128
ng/ml). The total number of such specimens was 60. The least
square regression equation and the correlation coefficient were
computed for this method in comparison with the reference
method. The data obtained is displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis Coefficient
This Method (y) 14.59 =-1.223+1.018(x) 0.989
Reference (X) 15.53

Only slight amounts of bias between this method and the
reference method are indicated by the closeness of the mean
values. The least square regression equation and correlation
coefficient indicates excellent method agreement.

14.4 Specificity

The % cross reactivity of the progesterone antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity was
calculated by deriving a ratio between dose of interfering
substance to dose of progesterone needed to displace the same
amount of labeled analog.

Substance Cross Reactivity
Progesterone 100.000
170H-Progesterone 0.375
Androstenedione 0.158
Cortisone 0.014
Corticosterone 0.347
Cortisol 0.005
Danazol 0.003
Dihydotestosterone 0.006
DHEA sulfate 0.002
Estradiol 0.004
Estrone 0.003
Estriol 0.002
Prednisone 0.023
Testosterone 0.015
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DESTINAZIONE D’USO

Metodo immunoenzimatico colorimetrico per la
determinazione quantitativa della concentrazione
della Prolattina nel siero umano.

Il kit Prolactin ELISA & destinato al solo uso di
laboratorio.

1. SIGNIFICATO CLINICO

La prolattina € un ormone polipeptidico sintetizzato e
secreto  dalladeno-ipofisi  (ghiandola  pituitaria
anteriore) e dalla placenta. Inoltre & prodotta in altri
tessuti compresi il seno e la decidua. La secrezione
pituitaria della prolattina €& regolata dai neuroni
neurosecretori della dopamina del nucleo arcuato,
che inibiscono la secrezione della prolattina.

La prolattina & presente in parecchi fluidi fisiologici,
compreso il plasma sanguigno, liquido amniotico,
latte, secrezioni mucose e liquido cerebrospinale. La
prolattina ha molti effetti, il principale € la stimolazione
delle ghiandole mammarie per la produzione di latte
(lattazione). Altre funzioni della prolattina includono la
sintesi dell'agente tensioattivo dei polmoni fetali alla
conclusione della gravidanza e dellimmuno-tolleranza
del feto dallorganismo materno durante la
gravidanza.

La prolattina pud anche avere effetti inibitori sulla
funzione gonadica una volta presente in alte
concentrazioni.

La secrezione della prolattina presenta una regolarita
ciclica giornaliera.

Durante la gravidanza, le alte concentrazioni di
estrogeno circolante promuovono la sintesi della
prolattina. Livelli elevati risultanti dalla secrezione
della prolattina causano la maturazione delle
ghiandole mammarie per la lattazione. Dopo il parto, i
livelli della prolattina decadono poiché lo stimolo
interno e rimosso.

Livelli elevati di prolattina tendono a sopprimere il
ciclo ovulatorio inibendo la secrezione sia di FSH che
di GnRH.

I livelli della prolattina possono essere controllati
come componente di un workup degli ormoni
sessuali, poiché la secrezione elevata di prolattina
puo sopprimere la secrezione di FSH e di GnRH, che
conduce allipogonadismo ed, a volte, a disfunzioni
erettili negli uomini.

Elevate concentrazioni di prolattina nel plasma si
presentano durante ovulazione, la gravidanza e lo

sforzo. Livelli normali di prolattina nel plasma
(iperprolattinemia) possono accadere come
conseguenza degli adenomi pituitari, di altre anomalie
anatomiche e traumatiche, in risposta a determinati
agenti farmacologici e nell'ipotiroidismo.
L'ipoprolattinemia (bassi livelli della prolattina) & stata
osservata in casi di ipopituitarismo.

2. PRINCIPIO DEL METODO

| reagenti essenziali richiesti per il test
immunoenzimatico includono anticorpi ad alta affinita
e specificita (coniugati con enzima e immobilizzati)
con riconoscimento di epitopi diversi e distinti, in
eccesso, e antigene nativo.

In questo procedimento I'immobilizzazione si verifica
durante il test sulla superficie dei pozzetti della
micropiastra attraverso l'interazione della
streptavidina fissata sui pozzetti e dell’anticorpo anti-
PRL biotinilato aggiunto.

Mescolando  Il'anticorpo  biotinilato,  I'anticorpo
coniugato con enzima € un siero contenente
I'antigene nativo, si verifica la reazione tra I'antigene
nativo e gli anticorpi, senza competizione e ingombro
sterico, per formare un complesso sandwich solubile.
L’interazione ¢ illustrata dall’equazione seguente:

Ka
EnZAb(p) + AgPRL + BmAb(m) : EnZAb(p)- AgPRL' BmAb(m)
Ka

BmAb(m) = Anticorpo monoclonale biotinilato (quantita
in eccesso)

Agpr. = Antigene PRL nativo (quantita variabile)

*Ab(, = Anticorpo policlonale marcato con enzima
(quantita in eccesso)

"“Abp)- Ageri- ""Aby; = Complesso sandwich
Antigene-Anticorpi

K4 = Costante di associazione

K., = Costante di dissociazione

Contemporaneamente il complesso si fissa sul
pozzetto tramite la reazione ad alta affinita tra la
streptavidina e I'anticorpo biotinilato.

Questa interazione é descritta di seguito:




*Abp)-Ageri-- "Abm + Streptaviding, =Immobilized
complex
Streptaviding, =
pozzetto
Immobilized complex =
Antigene-Anticorpi

Streptavidina immobilizzata sul

Complesso sandwich

Una volta raggiunto I'equilibrio, la frazione di Antigene
legata all'anticorpo viene separata dall'antigene libero
per decantazione o aspirazione. L'attivita enzimatica
della frazione legata & direttamente proporzionale alla
concentrazione dell'antigene nativo. Utilizzando
diversi sieri di riferimento con valori noti di antigene &
possible costruire una curva dose-risposta sulla quale
determinare la concentrazione dell’antigene di
campioni ignoti.

3. REATTIVI, MATERIALI E STRUMENTAZIONE

3.1. Reattivi e materiali forniti nel kit
1. Calibrators (6 flaconi, 1 mL ciascuno)

CALO REF DCE002/1106-0
CAL1 REF DCE002/1107-0
CAL2 REF DCE002/1108-0
CAL3 REF DCE002/1109-0
CAL4 REF DCE002/1110-0
CALS REF DCE002/1111-0

2. Control (1 flacone, 1 mL)

La concentrazione del controllo & riportata sul Certificato

di Analisi ﬁ DCE045/1103-0

3. Conjugate (1 flacone, 12 mL)

Anticorpi Anti Prolattina coniugato a Perossidasi di

rafano (HRP) e Anti Prolattina biotinilato
DCE002/1102-0

4. Coated Microplate (1 micropiastra breakable)

Streptavidina adsorbita nella micropiastra
DCE002/1103-0

5. TMB Substrate (1 flacone, 15 mL)
H,O, -TMB (0,26 g/L) (evitare il contatto con la pelle)

DCE004-0

6. Stop Solution (1 flacone, 15 mL)
Acido Solforico 0,15 mol/L (evitare il contatto con la

pelle) DCE005-0

7. 10X Conc. Wash Solution (1 flacone, 50 mL)
Tampone fosfato 0,2M pH 7.4 DCE054-0

3.2. Reattivi necessari non forniti nel kit
Acqua distillata.

3.3. Materiale e strumentazione ausiliare
Dispensatori automatici.
Lettore per micropiastre (450 nm, 620-630 nm).

Note

Conservare tutti i reattivi a 2, 8°C, al riparo dalla
luce.

Aprire la busta del Reattivo 4 (Coated microplate)
solo dopo averla riportata a temperatura ambiente e
chiuderla subito dopo il prelievo delle strips da
utilizzare; una volta aperta & stabile fino alla data di
scadenza del kit.

AVVERTENZE

Questo test kit &€ per uso in vitro, da eseguire da
parte di personale esperto. Non per uso interno o
esterno su esseri Umani o Animali.

Usare i previsti dispositivi di protezione individuale
mentre si lavora con i reagenti forniti.

Seguire le Buone Pratiche di Laboratorio (GLP)
per la manipolazione di prodotti derivati da
sangue.

Alcuni rea%enti contengono piccole quantita di
Proclin 300" come conservante. Evitare il contatto
con la pelle e le mucose.

I TMB Substrato contiene un irritante, che puo
essere dannoso se inalato, ingerito o assorbito
attraverso la cute. Per prevenire lesioni, evitare
l'inalazione, 'ingestione o il contatto con la cute e
con gli occhi.

La Stop Solution & costituita da una soluzione di
acido solforico diluito. L'acido solforico & velenoso
e corrosivo e pud essere tossico se ingerito. Per
prevenire possibili ustioni chimiche, evitare il
contatto con la cute e con gli occhi.

Evitare I'esposizione del reagente TMB/H,O, a
luce solare diretta, metalli o ossidanti. Non
congelare la soluzione.

Questo metodo consente di determinare
concentrazioni di Prolattina da 5,0 ng/mL a 100,0
ng/mL.

5. PRECAUZIONI

Si prega di attenersi rigorosamente alla sequenza
dei passaggi indicata in questo protocollo. |
risultati presentati qui sono stati ottenuti usando
specifici reagenti elencati in queste Istruzioni per
'Uso.

Tutti i reattivi devono essere conservati a
temperatura controllata di 2-8°C nei loro
contenitori originali. Eventuali eccezioni sono
chiaramente indicate. | reagenti sono stabili fino
alla data di scadenza se conservati e trattati
seguendo le istruzioni fornite.

Prima dell’'uso lasciare tutti i componenti dei kit e i
campioni a temperatura ambiente (22-28°C) e
mescolare accuratamente.

Non scambiare componenti dei kit di lotti diversi.
Devono essere osservate le date di scadenza
riportate sulle etichette della scatola e di tutte le
fiale. Non utilizzare componenti oltre la data di
scadenza.

Qualora si utilizzi strumentazione automatica, &
responsabilita dell'utilizzatore assicurarsi che il kit
sia stato opportunamente validato.

Un lavaggio incompleto o non accurato dei
pozzetti pud causare una scarsa precisione e/o
un'elevato  background. Per migliorare le
prestazioni del kit su strumentazione automatica,
si consiglia di aumentare il numero di lavaggi.

Per la riproducibilita dei risultati, & importante che
il tempo di reazione di ogni pozzetto sia lo stesso.

Per evitare il time shifting durante la
dispensazione degli reagenti, il tempo di
dispensazione dei pozzetti non dovrebbe

estendersi oltre i 10 minuti. Se si protrae oltre, si
raccomanda di seguire lo stesso ordine di
dispensazione. Se si utilizza piu di una piastra, si



raccomanda di ripetere la curva di calibrazione in
ogni piastra.

« L’addizione del TMB Substrato da inizio ad una
reazione cinetica, la quale termina con l'addizione
della Stop Solution. L'addizione del TMB Substrato
e della Stop Solution deve avvenire nella stessa
sequenza per evitare tempi di reazione differenti.

« Osservare le linee guida per l'esecuzione del
controllo di qualita nei laboratori clinici testando
controlli e/o pool di sieri.

« Osservare la massima precisione nella
ricostituzione e dispensazione dei reagenti.

« Non usare campioni microbiologicamente
contaminati, altamente lipemici o emolizzati.

« | lettori di micropiastre leggono I'assorbanza
verticalmente. Non toccare il fondo dei pozzetti.

6. PROCEDIMENTO

6.1. Preparazione dei Calibratori (Co...Cs)
| Calibratori sono pronti all’'uso, sono calibrati contro il
WHO 3 IS 84/500 ed hanno le seguenti
concentrazioni:

Co | C. | C | C | Ci| Cs

ng/mL 0 5 10 25 50 | 100

| Calibratori sono stabili fino alla data di scadenza
riportata in etichetta. Una volta aperti, i Calibratori
sono stabili per 6 mesi a 2-8°C.

6.2. Preparazione della Wash Solution

Prima dell'uso, diluire il contenuto di ogni fiala di
soluzione di lavaggio tamponata concentrata (10X)
con acqua distillata fino al volume di 500 mL. Per
preparare volumi minori rispettare il rapporto di
diluizione di 1:10. La soluzione di lavaggio diluita &
stabile a 2-8°C per almeno 30 giorni. Nella wash
solution concentrata € possibile osservare la
presenza di cristalli; in tal caso agitare a temperatura
ambiente fino a completa dissoluzione dei cristalli; per
una maggiore precisione diluire tutto il flacone della
soluzione di lavaggio concentrata a 500 mL, avendo
cura di trasferire anche i cristalli, poi agitare fino a
completa dissoluzione dei cristalli.

6.3. Preparazione del campione
La determinazione della Prolattina si effettua su siero
umano. Non utilizzare plasma per questo
dosaggio (l'utilizzo di plasma puo portare a valori
alterati del dosaggio).
Non usare campioni emolizzati, itterici o lipemici.
Per ottenere il siero, raccogliere il sangue venoso, far
coagulare, infine separare il siero centrifugando a
temperatura ambiente. Non centrifugare prima che la
coagulazione sia completata.
| campioni possono essere conservati per brevi
periodi (massimo due giorni) a 2-8°C. Per periodi di
conservazione piu lunghi congelare a -20°C. Evitare
cicli di congelamento e scongelamento. | campioni
congelati devono essere miscelati molto bene prima
dell'uso.
Per campioni con concentrazione superiore a 100
ng/mL diluite il campione 1:2 con il Calibratore O.
Il Controllo & pronto all'uso.

6.4. Procedimento

« Portare tutti i reagenti a temperatura ambiente
(22-28°C) per almeno 30 minuti. Al termine del
dosaggio riporre immediatamente tutti i reagenti a
2-8°C: evitare lunghi periodi a temperatura
ambiente.

« Le strisce di pozzetti non utilizzate devono essere
rimesse immediatamente nella busta richiudibile
contenente il materiale essicante e conservate a
2-8°C.

« Per evitare potenziali contaminazioni microbiche
e/o chimiche non rimettere i reagenti inutilizzati nei
flaconi originali.

« Al fine di aumentare I'accuratezza dei risultati del
test € necessario operare in doppio, allestendo
due pozzetti per ogni punto della curva di
calibrazione (Cy-Cs), due per ogni Controllo, due
per ogni Campione ed uno per il Bianco.

Reagenti | Calibratore Campioni/ Bianco
Controllo
Campioni/
Controllo S0uL
Calibratore
Co-Cs 50 pL
Coniugato 100 pL 100 pL

Incubare 1 h a temperatura ambiente (22+28°C).
Allontanare la miscela di reazione; lavare 3 volte
aggiungendo in ogni pozzetto 0,3 mL di soluzione di
lavaggio diluita.

Nota importante: ad ogni step di lavaggio, agitare
delicatamente la piastra per 5 secondi e
successivamente rimuovere l'eccesso di soluzione di
lavaggio sbattendo delicatamente la micropiastra
capovolta su fogli di carta assorbente.

Lavaggi automatici: se si utilizza strumentazione
automatica effettuare almeno 5 lavaggi.

TMB

Substrato 100 pL 100 pL 100 pL

Incubare 15 minuti a temperatura ambiente
(22+28°C), al riparo dalla luce.

Stop

Solution 100 pL 100 pL 100 pL

Agitare delicatamente la micropiastra.

Leggere l'assorbanza (E) a 450 nm contro una
lunghezza d’onda di riferimento di 620-630 nm oppure
contro il Bianco entro 5 minuti.

7. CONTROLLO QUALITA’

Ogni laboratorio dovrebbe analizzare i campioni nella
gamma dei livelli elevati, normali e bassi di Prolattina
per il controllo delle prestazioni dell’analisi. Questi
campioni dovrebbero essere trattati come ignoti ed i
valori determinati in ogni test effettuato. Le tabelle di
controllo qualita dovrebbero essere effettuate per
seguire le prestazioni dei reagenti forniti. Metodi
statistici adeguati dovrebbero essere impiegati per
accertare il trend. Il laboratorio dovrebbe fissare i




limiti di accettabilita di prestazioni dell’analisi. Altri
parametri che dovrebbero essere controllati includono
le intercette di 80, 50 e 20% della curva di
calibrazione per valutare la riproducibilita. In piu, la
capacita di assorbimento massima dovrebbe essere
costante con l'esperienza precedente. Deviazioni
significative rispetto alle prestazioni stabilite possono
indicare un inosservato cambio di condizioni
sperimentali o una degradazione dei reagenti del Kkit.
Devono essere usati reagenti freschi per determinare
la ragione delle variazioni.

8. RISULTATI

8.1. Estinzione Media
Calcolare l'estinzione media (Em) di ciascun punto
della curva di calibrazione (Cy-Cs) e di ogni campione.

8.2. Curva di calibrazione
Tracciare il grafico dell'assorbanza (Em) in funzione
delle concentrazioni degli calibratore (C,-Cs) (es: Four
Parameter Logistic o Sigmoide).

8.3. Calcolo dei risultati
Interpolare, dal grafico, i valori di assorbanza relativi a
ciascun campione e leggerne la corrispondente
concentrazione in ng/mL.

9. VALORI DI RIFERIMENTO

Ogni laboratorio dovrebbe stabilire il proprio range
basandosi sulla popolazione dei pazienti.

| valori serici di Prolattina sono compresi nei seguenti
intervalli:

10. PARAMETRI CARATTERISTICI

10.1. Precisione
10.1.1. Intra-Assay
La variabilita all'interno dello stesso kit & stata
determinata replicando (20x) la misura di tre differenti
sieri di controllo.

Sample N X o C.V.

Level 1 20 5,33 0,15 2,78%
Level 2 20 18,21 0,73 4,03%
Level 3 20 37,20 1,38 3,71%

10.1.2. Inter-Assay
La variabilithd tra kit differenti & stata determinata
replicando (10x) la misura di tre differenti sieri di
controllo con kit appartenenti a lotti diversi.

Sample N X o C.V.

Level 1 10 5,46 0,30 5,49%
Level 2 10 17,72 0,91 5,16%
Level 3 10 36,29 1,67 4,60%

Campioni Range ng/mL
Uomini 1,8-17,0
ciclo mestruale 1,2-19,5
Donne:
Menopausa 1,5-185

Alcuni campioni femminili testati in questo gruppo
probabilmente usano contraccettivi orali, che possono
aver influenzato i risultati.

E importante tenere presente che la determinazione
di un range di valori attesi in un dato metodo per una
popolazione “normale” & dipendente da molteplici
fattori, quali la specificita e sensibilita del metodo in
uso, e la popolazione in esame. Percid ogni
laboratorio dovrebbe considerare i range indicati dal
Fabbricante come un’indicazione generale e produrre
range di valori attesi propri basati sulla popolazione
indigena dove il laboratorio risiede.

10.2. Sensibilita
La concentrazione minima di Prolattina misurabile
che pud essere distinta dal Calibratore 0 ¢ 0,12
ng/mL con un limite di confidenza del 95%.

10.3. Accuratezza
La prova di recupero condotta su tre campioni
arricchiti con 3,13 - 6,25 - 12,50 - 25,00 - 50,00 ng/mL
di Prolattina, ha dato un valore medio (+SD) di
102,52% =+ 9,75%.
La prova di diluizione condotta su tre campioni diluiti 2
-4 - 8 - 16 volte ha dato un valore medio (+ SD) di
102,19% =+ 9,80%.

10.4. Specificita
L'anticorpo impiegato presenta le seguenti reazioni
crociate, calcolate al 50% secondo Abraham:

hProlactin 100%
LH N.D.
FSH N.D.
hCG N.D.
TSH N.D.
hGH N.D.

10.5. Correlazione
Il kit Prolactin ELISA Diametra (y) & stato comparato
con un kit disponibile in commercio (x). Sono stati
testati i campioni di siero di 37 soggetti.
La curva di regressione e:
y=101x+194
r’ = 0,957

Il nuovo kit Prolactin ELISA Diametra (y) € stato
comparato con il vecchio kit Prolactin Diametra (x).
Sono stati testati i campioni di siero di 37 soggetti.

La curva di regressione €:

y=0,85x+ 2,58

r’=0,937



10.6. Effetto Hook
Il kit Prolactin ELISA Diametra non presenta effetto
Hook fino a 200 ng/mL.

11. DISPOSIZIONI PER LO SMALTIMENTO
| reagenti devono essere smaltiti in accordo con le
leggi locali.
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PROLACTIN ELISA

for routine analysis

Direct immunoenzymatic deter mination of Prolactin in human serum.

LOT _/ﬂ/‘ B —
vb &“ See external label ¢ V5 = 96 tests REF| DK 0011
INTENDED USE abnormalities, in response to certain pharmacologic
Immunoenzymatic colorimetric method for agents and in hypothyroidism.

quantitative determination of Prolactin concentration
in human serum.
Prolactin ELISA kit is intended for laboratory use only.

1. CLINICAL SIGNIFICANCE

Prolactin is a polypeptide hormone synthesized and
secreted by the Adenohypophysis (anterior Pituitary
gland) and the placenta. It is also produced in other
tissues including the breast and the decidua. Pituitary
prolactin secretion is regulated by neuroendocrine
neurons in the hypothalamus, most importantly by
neurosecretory dopamine neurons of the arcuate
nucleus, which inhibit prolactin secretion.

Prolactin is present in several body fluids, including
blood plasma, amniotic fluid, milk, mucosal secretions
and cerebrospinal fluid.

Prolactin has many effects, the most important of
which is to stimulate the mammary glands to produce
milk (lactation). Other possible functions of prolactin
include the surfactant synthesis of the fetal lungs at
the end of the pregnancy and immune tolerance of
the foetus by the maternal organism during
pregnancy.

Prolactin may also have inhibitory effects on gonadal
function when present in high concentrations.

There is a diurnal cycle in prolactin secretion.

During pregnancy, high circulating concentrations of
estrogen promote prolactin production. The resulting
high levels of prolactin secretion cause maturation of
the mammary glands, preparing them for lactation.
After childbirth, prolactin levels fall as the internal
stimulus for them is removed.

High prolactin levels also tend to suppress the
ovulatory cycle by inhibiting the secretion of both FSH
and GnRH.

Prolactin levels may be checked as part of a sex
hormone workup, as elevated prolactin secretion can
suppress the secretion of FSH and GnRH, leading to
hypogonadism, and sometimes causing erectile
dysfunction in men.

Elevations in plasma prolactin concentrations occur
during ovulation, pregnancy, nursing and stress.
Abnormal elevations in plasma prolactin levels
(hyperprolactinemia) can occur as a result of pituitary
adenomas, other anatomic and traumatic

Hypoprolactinemia (low prolactin levels) are observed
in cases of hypopituitarism.

2. PRINCIPLE

The essential reagents required for an
immunoenzymatic assay include high affinity and
specificity antibodies (enzyme and immobilised) with
different and distinct epitope recognition, in excess,
and native antigen.

In this procedure the immobilization takes place
during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the
well and exogenously added biotinylated monoclonal
anti-PRL antibody.

Upon mixing monoclonal biotinylated antibody, the
enzyme labeled antibody and a serum containing the
native antigen, a reaction results between the native
antigen and the antibodies without competition or
steric hindrance to form a soluble sandwich complex.
The interaction is illustrated by the following equation:

Ka

EnZAb(p) + AgPRL + BmAb(m) S EnZAb(p)- AgPRL' BmAb(m)
Ka

Bt”Ab(m) = Biotinylated Monoclonal Antibody (Excess
quantity)

Agpr. = Native PRL antigen (variable quantity)

E"ZAb(p) = Enzyme labeled policlonal antibody (Excess
quantity)

*YAbp)- Ager- "Abm = Antigen-Antibodies
Sandwich complex

K. = Rate constant of association

K., = Rate constant of disassociation

Simultaneously the complex is deposited to the well
through the high affinity reaction of streptavidin and
biotinylated antibody.

This interaction is illustrated below:

S Abp)-Ageri-- "Abm + Streptaviding, =Immobilized
complex




Streptaviding,, = Streptavidin immobilized on well

Immobilized complex = Antibodies-Antigen sandwich
bound.

After equilibrium is attained, the antibody-bound
fraction is separated from unbound antigen by
decantation or aspiration. The enzyme activity in the
antibody-bound fraction is directly proportional to the
native antigen concentration. By using several
different serum references of known antigen values, a
dose response curve can be generated from which
the antigen concentration of an unknown can be
ascertained.

3. REAGENTS, MATERIALS AND INSTRUMENTATION

3.1. Reagents and materials supplied in the kit
1. Calibrators (6 vials, 1 mL each)

CALO REF DCE002/1106-0
CAL1 REF DCE002/1107-0
CAL2 REF DCE002/1108-0
CAL3 REF DCE002/1109-0
CAL4 REF DCE002/1110-0
CALS REF DCE002/1111-0

2. Control (1 vial, 1 mL)
Control Concentration is indicated on the Certificate

of Analysis DCE045/1103-0

3. Conjugate (1 vial, 12 mL)

Antibodies Anti Prolactin conjugated with Horseradish

peroxidase (HRP) and Anti Prolactin biotinylated
DCE002/1102-0

4. Coated Microplate (1 breakable microplate)
Streptavidin adsorbed on microplate
DCE002/1103-0

5. TMB Substrate (1 vial, 15 mL)
H,0,-TMB 0.26 g/L (avoid any skin contact)

DCE004-0

6. Stop Solution (1 vial, 15 mL)
Sulphuric acid 0.15 mol/L (avoid any skin contact)
DCE005-0

7. 10X Conc. Wash Solution (1 vial, 50 mL)
Phosphate buffer 0.2M pH 7.4 DCE054-0

3.2.  Reagents necessary not supplied
Distilled water.

3.3.  Auxiliary materials and instrumentation
Automatic dispenser.
Microplates reader (450 nm, 620-630 nm)

Note
Store all reagents at 2, 8°C in the dark.
Open the bag of reagent 4 (Coated Microplate) only
when it is at room temperature and close it
immediately after use; once opened, it is stable until
expiry date of the kit.

. WARNINGS

This kit is intended for in vitro use by professional
persons only. Not for internal or external use in
Humans or Animals.

Use appropriate personal protective equipment
while working with the reagents provided.

Follow Good Laboratory Practice (GLP) for
handling blood products.

Some reagents contain small amounts of Proclin
3007 as preservative. Avoid the contact with skin
or mucosa.

The TMB Substrate contains an irritant, which may
be harmful if inhaled, ingested or absorbed
through the skin. To prevent injury, avoid
inhalation, ingestion or contact with skin and eyes.
The Stop Solution consists of a diluted sulphuric
acid solution. Sulphuric acid is poisonous and
corrosive and can be toxic if ingested. To prevent
chemical burns, avoid contact with skin and eyes.
Avoid the exposure of reagent TMB/H,O, to
directed sunlight, metals or oxidants. Do not
freeze the solution.

This method allows the determination of Prolactin
from 5.0 to 100.0 ng/mL.

. PRECAUTIONS

Please adhere strictly to the sequence of pipetting
steps provided in this protocol. The performance
data represented here were obtained using
specific reagents listed in this Instruction For Use.
All reagents should be stored refrigerated at 2-8°C
in their original container. Any exceptions are
clearly indicated. The reagents are stable until the
expiry date when stored and handled as indicated.
Allow all kit components and specimens to reach
room temperature (22-28°C) and mix well prior to
use.

Do not interchange kit components from different
lots. The expiry date printed on box and vials
labels must be observed. Do not use any kit
component beyond their expiry date.

If you use automated equipment, the user has the
responsibility to make sure that the kit has been
appropriately tested.

The incomplete or inaccurate liquid removal from
the wells could influence the assay precision
and/or increase the background. To improve the
performance of the kit on automatic systems is
recommended to increase the number of washes.
It is important that the time of reaction in each well
is held constant for reproducible results. Pipetting
of samples should not extend beyond ten minutes
to avoid assay drift. If more than 10 minutes are
needed, follow the same order of dispensation. If
more than one plate is used, it is recommended to
repeat the dose response curve in each plate
Addition of the TMB Substrate solution initiates a
kinetic reaction, which is terminated by the
addition of the Stop Solution. Therefore, the TMB
Substrate and the Stop Solution should be added
in the same sequence to eliminate any time
deviation during the reaction.

Observe the guidelines for performing quality
control in medical laboratories by assaying
controls and/or pooled sera.



« Maximum precision is required for reconstitution
and dispensation of reagents.

« Samples microbiologically contaminated, highly
lipemeic or haemolysed should not be used in the
assay.

« Plate readers measure vertically. Do not touch the
bottom of the wells.

6. PROCEDURE

6.1. Preparation of the Calibrators (C,...Cs)

The Calibrators are ready to use, are calibrated
against WHO 3" IS 84/500 and have the following
concentrations:

Co C C, Cs C,4 Cs

ng/mL 0 5 10 25 50 | 100

The Calibrators are stable until the expiry date printed
on the label. Once opened, the Calibrators are stable
6 months at 2-8°C.

6.2. Preparation of Wash Solution

Dilute the contents of each vial of the buffered wash
solution concentrate (10X) with distilled water to a
final volume of 500 mL prior to use. For smaller
volumes respect the 1:10 dilution ratio. The diluted
wash solution is stable for 30 days at 2-8°C. In
concentrated wash solution is possible to observe the
presence of crystals; in this case mix at room
temperature until the complete dissolution of crystals;
for greater accuracy, dilute the whole bottle of
concentrated wash solution to 500 mL, taking care to
transfer completely the crystals, then mix until crystals
are completely dissolved.

6.3. Preparation of the Sample

Prolactin determination can be done on human
serum. Do not use plasma for this assay (plasma
samples can lead to false results).
Samples microbiologically contaminated, highly
lipemeic or haemolysed should not be used in the
assay.
To obtain the serum, collect blood by venipuncture,
allow to clot, and separate serum by centrifugation at
room temperature. Do not centrifuge before complete
clotting has occurred.

Specimen can be stored at 2+8°C for at short time
(max two days). For longer storage the specimen
should be frozen at -20°C. Avoid repeated freezing
and thawing. Thawed samples should be inverted
several times prior to testing.

For sample with concentration over 100 ng/mL dilute
the sample 1:2 with Calibrator O.
The Control is ready for use.

6.4. Procedure

« Allow all reagents to reach room temperature
(22-28°C) for at least 30 minutes. At the end of
the assay, store immediately the reagents at 2-
8°C: avoid long exposure to room temperature.

« Unused coated microwell strips should be
released securely in the foil pouch containing
desiccant and stored at 2-8°C.

« To avoid potential microbial and/or chemical
contamination, unused reagents should never be
transferred into the original vials.

« As it is necessary to perform the determination in
duplicate in order to improve accuracy of the test
results, prepare two wells for each point of the
calibration curve (Cy-Cs), two for each Control, two
for each sample, one for Blank.

Reagent Calibrator Sample/ Blank
Control
Sample/
Control S0l
Calibrator
Co-Cs 50 pL
Conjugate 100 pL 100 pL

Incubate at room temperature (22+28°C) for 1 hours.
Remove the contents from each well; wash the wells
3 times with 300 pL of diluted Wash Solution.

Important note: during each washing step, gently
shake the plate for 5 seconds and remove excess
solution by tapping the inverted plate on an absorbent
paper towel.

Automatic washer: if you use automated equipment,
wash the wells at least 5 times.

TMB

Substrate 100 pL 100 pL 100 pL

Incubate at room temperature (22+28°C) for 15
minutes in the dark.

Stop

coltion 100 pL 100 pL 100 pL

Shake the microplate gently.

Read the absorbance (E) at 450 nm against a
reference  wavelength of 620-630 nm or against
Blank within 5 minutes.

7. QUALITY CONTROL

Each laboratory should assay controls at normal, high
and low levels range of Prolactin for monitoring assay
performance. These controls should be treated as
unknowns and values determined in every test
procedure performed. Quality control charts should be
maintained to follow the performance of the supplied
reagents. Pertinent statistical methods should be
employed to ascertain trends. The individual
laboratory should set acceptable assay performance
limits. Other parameters that should be monitored
include the 80, 50 and 20% intercepts of the
calibration curve for run-to-run reproducibility. In
addition, maximum absorbance should be consistent
with past experience. Significant deviation from
established performance can indicate unnoticed
change in experimental conditions or degradation of
kit reagents. Fresh reagents should be used to
determine the reason for the variations.




8. RESULTS

8.1. Mean Absorbance
Calculate the mean of the absorbance (Em) for each
point of the calibration curve (Cy-Cs) and of each
sample.

8.2. Calibration curve
Plot the values of absorbance (Em) of the calibrators
(Co-Cs) against concentration. Draw the best-fit curve
through the plotted points (Es: Four Parameter
Logistic or Sigmoide).

8.3. Calculation of Results
Interpolate the values of the samples on the calibration
curve to obtain the corresponding values of the
concentrations expressed in ng/mL.

9. REFERENCE VALUES

Each laboratory must establish its own normal ranges
based on patient population.

The serum Prolactin values are comprised in the
following intervals:

Sample N X o C.V.

Level 1 10 5.46 0.30 5.49%
Level 2 10 17.72 0.91 5.16%
Level 3 10 36.29 1.67 4.60%

Sample Range ng/mL
Male 1.8-17.0
menstrual cycle 1.2-195
Female:
menopause 1.5-185

Some of the female population tested in this group
were probably using oral contraptives, wich may
affect results.

Please pay attention to the fact that the determination
of a range of expected values for a “normal”
population in a given method is dependent on many
factors, such as specificity and sensitivity of the
method used and type of population under
investigation. Therefore each laboratory should
consider the range given by the Manufacurer as a
general indication and produce their own range of
expected values based on the indigenous population
where the laboratory works.

10. PERFORMANCE AND CHARACTERISTICS

10.1. Precision
10.1.1. Intra Assay Variation
Within run variation was determined by replicate (20x)
the measurement of three different control sera in one
assay.

Sample N X o C.V.

Level 1 20 5.33 0.15 2.78%
Level 2 20 18.21 0.73 4.03%
Level 3 20 37.20 1.38 3.71%

10.1.2. Inter Assay Variation
Between run variation was determined by replicate
(10x) the measurement of three different control sera
with kits of different lots.

10.2. Sensitivity
The lowest detectable concentration of Prolactin that
can be distinguished from the Calibrator 0 is 0.12
ng/mL at the 95 % confidence limit.

10.3. Accuracy

The recovery of 3,13 - 6,25 - 12,50 - 25,00 - 50,00
ng/mL of Prolactin added to sample gave an average
value (xSD) of 102.52% + 9.75% with reference to the
original concentrations.

The dilution test performed on three sera diluted 2 - 4 -
8 - 16 times gave an average value (£SD) of 102.19%
* 9.80%.

10.4. Specificity
The cross reaction of the antibody calculated at 50%
according to Abraham are shown in the table:

hProlactin 100%
LH N.D.
FSH N.D.
hCG N.D.
TSH N.D.
hGH N.D.

10.5. Correlation
Diametra Prolactin ELISA kit (y) was compared to
another commercially available Prolactin assay (x).
Serum samples of 37 subjects were analysed.
The linear regression curve was calculated:
y=101x+1.94
r’ = 0.957

The new Diametra Prolactin ELISA kit (y) was
compared to the old Diametra Prolactin ELISA kit (x).
Serum samples of 37 subjects were analysed.

The linear regression curve was calculated:

y=0.85x + 2.58

r’=0.937

10.6. Hook Effect
Diametra Prolactin assay shows no Hook effect up to
200 ng/mL.

11. WASTE MANAGEMENT
Reagents must be disposed off in accordance with
local regulations.
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USO PREVISTO

Método inmunoenzimatico colorimétrico para la
determinacién cuantitativa de la concentracién de
prolactina en suero humano.

El kit Prolactin ELISA estd destinado al uso en
laboratorio exclusivamente.

1. SIGNIFICADO CLINICO

La prolactina es wuna hormona polipeptidica
sintetizada y secretada por la adenohipdfisis
(glandula pituitaria anterior) y la placenta. También se
produce en otros tejidos, incluyendo el pecho y la
decidua. La secreciéon pituitaria de prolactina esta
regulada por las neuronas neurosecretoras de
dopamina del nlcleo arqueado, que inhiben la
secrecion de prolactina.

La prolactina estd presente en varios fluidos
fisiolégicos, incluyendo el plasma sanguineo, el
liqguido amniotico, la leche, las secreciones mucosas
y el liquido cefalorraquideo. La prolactina tiene
numerosos efectos, el principal es la estimulacién de
las glandulas mamarias para la produccién de leche
(lactancia). Entre otras funciones de la prolactina se
incluyen la sintesis del agente tensioactivo de los
pulmones fetales al final del embarazo y de la
inmunotolerancia del feto del organismo materno
durante el embarazo.

La prolactina también puede tener efectos inhibidores
sobre la funcion de las gonadas cuando esta
presente en altas concentraciones.

La secrecion de la prolactina presenta una
regularidad ciclica diaria.

Durante el embarazo, las altas concentraciones de
estrogeno circulante promueven la sintesis de
prolactina. Los niveles elevados resultantes de la
secrecion de prolactina causan la maduracion de las
glandulas mamarias para la lactancia. Después del
parto, los niveles de prolactina disminuyen puesto
gue el estimulo interno desaparece.

Los niveles elevados de prolactina tienden a suprimir
el ciclo ovulatorio inhibiendo la secrecion de FSH o
de GnRH.

Los niveles de prolactina se pueden controlar como
componente de un diagndstico diferencial de las
hormonas sexuales, puesto que la secrecion elevada
de prolactina puede suprimir la secrecion de FSH y
de GnRH, dando lugar a hipogonadismo y, en
ocasiones, a disfuncién eréctil en los hombres.

Se presentan altas concentraciones de prolactina en
el plasma durante la ovulacién, el embarazo y el
estrés. Niveles normales de prolactina en plasma
(hiperprolactinemia) pueden  aparecer  como
consecuencia de adenomas pituitarios, de otras
anomalias anatbmicas y traumdticas, como
respuesta a determinados agentes farmacologicos y
en el hipotiroidismo. Se ha  observado
hipoprolactinemia (bajos niveles de prolactina) en
casos de hipopituitarismo.

2. PRINCIPIO DEL METODO
Los reactivos esenciales requeridos para el ensayo
inmunoenzimatico incluyen anticuerpos con alta
afinidad y especificidad (conjugados con enzima e
inmovilizados) con reconocimiento de epitopos
distintos, en exceso, y antigeno nativo.
En este procedimiento, la inmovilizacién se produce
durante el ensayo en la superficie de los pocillos de la
microplaca mediante la interaccion de la
estreptavidina fijada en los pocillos y el anticuerpo
anti-PRL biotinilado afadido.
Mezclando el anticuerpo biotinilado, el anticuerpo
conjugado con enzima y un suero que contiene el
antigeno nativo, se produce la reaccion entre el
antigeno nativo y los anticuerpos, sin competencia o
impedimento estérico, para formar un complejo
sandwich soluble.
La interaccion se ilustra mediante la siguiente
ecuacion:

Ka

EnZAb(p) + AgPRL + BmAb(m) : EnZAb(p)- AgPRL' BmAb(m)
Ka

®"Abmy = anticuerpo biotinilado monoclonal (cantidad
en exceso)
Agrr. = antigeno PRL nativo (cantidad variable)
*Ab, = anticuerpo policlonal marcado con enzima
Ecantidad en exceso)

“Abg-  Aderi- C"Abm = complejo  sandwich
antigeno-anticuerpos

K4 = constante de asociacion

K., = constante de disociacion

Al mismo tiempo, el complejo se fija en el pocillo
mediante la reaccion de alta afinidad de la
estreptavidina y el anticuerpo biotinilado.

Esta interaccion se describe a continuacion:




S Abp)-Ageri-- "Abmy + estreptavidina,, =complejo
inmovilizado

Estreptavidina,, = estreptavidina inmovilizada en el
pocillo

Complejo inmovilizado =
antigeno-anticuerpos

complejo  sandwich

Tras lograr el equilibrio, la fraccion de antigeno unida
al anticuerpo se separa del antigeno libre mediante
decantacion o aspiracion.

La actividad enzimatica de la fracciébn unida es
directamente proporcional a la concentracion de
antigeno nativo.

Usando distintos sueros de referencia con valores
conocidos de antigeno se puede generar una curva
dosis-respuesta con la que se puede determinar la
concentracién del antigeno  de muestras
desconocidas.

3. REACTIVOS, MATERIALES E INSTRUMENTACION

3.1. Reactivos y materiales suministrados en el kit
1. Calibradores (6 frascos, 1 mL cada uno)

CALO REF DCE002/1106-0
CAL1 REF DCE002/1107-0
CAL2 REF DCE002/1108-0
CAL3 REF DCE002/1109-0
CAL4 REF DCE002/1110-0
CALS5 REF DCE002/1111-0

2. Control (1 frascos, 1 mL)
La concentracion del Control se indica en el certificado

de calidad (Certificate of Analysis
REF| DCE045/1103-0

3. Conjugado (1 frasco, 12 mL)

Anticuerpos anti-prolactina conjugado con peroxidasa

de rabano (HRP) y anti-prolactina biotinilado
DCE002/1102-0

4. Microplaca recubierta (1 microplaca rompible)
Estreptavidina absorbida en la microplaca
REF DCE002/1103-0

5. Substrato TMB (1 frasco, 15 mL)
H,O, -TMB (0,26 g/L) (evitar el contacto con la piel)

DCE004-0

6. Solucién de parada (1 frasco, 15 mL)

Acido sulftrico 0,15 mol/L (evitar el contacto con la piel)

DCE005-0

7. Solucion de lavado conc. 10X (1 frasco, 50 mL)
ﬁREF

Tampon fosfato 0.2M pH 7.4 DCE054-0

3.2. Reactivos necesarios no suministrados
en el kit
Agua destilada.
3.3. Material e instrumentacién auxiliares
Dispensadores automaticos.
Lector de microplacas (450 nm, 620-630 nm).

Nota
Conservar todos los reactivos a 2, 8°C, protegidos
de la luz. Abrir la bolsa del reactivo 4 (microplaca
recubierta) solo cuando se encuentre a temperatura

4

ambiente y cerrarla inmediatamente después de
extraer las tiras que se vayan a utilizar; una vez
abierta, permanece estable hasta la fecha de
caducidad del kit.

. ADVERTENCIAS

Este kit de ensayo esta previsto para usarse in
vitro y por personal experto. No es para uso
interno o externo en humanos o animales.

Usar los equipos de proteccion individual previstos
al trabajar con los reactivos suministrados.

Siga las Buenas Practicas de Laboratorio (GLP)
en el manejo de las muestras sanguineas y sus
derivados.

Algunos reactivos contienen pequefias cantidades
de Proclin 300% como conservante. Evite el
contacto con la piel y las mucosas.

El crom6geno TMB contiene un irritante que
puede ser dafiino si se inhala, se ingiere o0 se
absorbe a través de la piel. Para prevenir lesiones,
evitar la inhalacion, la ingestién o el contacto con
la piel y con los ojos.

La Solucion de Parada estd formada por una
solucion de &cido sulfarico diluido. El &cido
sulfarico es venenoso y corrosivo, y puede ser
toxico si se ingiere. Para prevenir posibles
gquemaduras quimicas, evitar el contacto con la
piel y con los ojos.

Evite la exposicion de los reactivos TMB/H,0, a la
luz solar directa, metales u oxidantes. No congelar
la solucién.

Este método permite determinar concentraciones
de prolactina de 5,0 ng/mL a 100,0 ng/mL.

PRECAUCIONES

Respetar rigurosamente la secuencia de los pasos
indicados en este protocolo. Los resultados aqui
presentados se han obtenido utilizando los
reactivos especificos que figuran en estas
instrucciones de uso.

Todos los reactivos deben conservarse a una
temperatura controlada de 2-8°C en sus
recipientes originales. Todas las excepciones
estan claramente marcadas. Los reactivos son
estables hasta la fecha de caducidad cuando se
almacenan y manipulan de acuerdo con las
instrucciones proporcionadas.

Antes del uso, esperar hasta que todos los
componentes del kit y las muestras se encuentren
a temperatura ambiente (22-28°C) y mezclar
cuidadosamente.

No mezclar componentes de kits de lotes
distintos. Se debe observar la fecha de caducidad
indicada en la etiqueta de la caja y de todas las
ampollas. No usar componentes después de la
fecha de caducidad.

Si utiliza un equipo automaético, es responsabilidad
del usuario asegurar que la metodologia aplicada
haya sido debidamente validada.

Un lavado incompleto o impreciso y la aspiracion
insuficiente del liquido de los micropozos ELISA
pueden causar una precision pobre y/o un elevado
fondo. Para mejorar el rendimiento del kit en los



sistemas automatizados, se recomienda aumentar
el niumero de lavados.

« Para la reproducibilidad de los resultados, es
importante que el tiempo de reaccion sea igual
para cada pocillo. El tiempo de dispensacion de
los pocillos no debe superar los 10 minutos; si se
prolongara mas alla de los 10 minutos, respétese
el orden de dispensaciéon. Si utiliza mas de una
placa, se recomienda repetir la curva de
calibracion en cada placa.

« Al afiadir el Sustrato TMB se inicia una reaccion
cinética que termina al agregar la Solucién de
Parada. Tanto el Sustrato TMB como la Solucion
de Parada deben agregarse en la misma
secuencia para evitar diferentes tiempos de
reaccion.

o Observar las directrices para la ejecucion del
control de calidad en los laboratorios clinicos al
comprobar controles y/o pool de sueros.

« Observar la maxima precision en la reconstitucion
y dispensacion de los reactivos.

« No use muestras con contaminacion microbiana,
altamente lipémicas o hemolizadas.

e Los lectores de microplacas leen las DO
verticalmente, por tanto no debe tocarse el fondo
de los pocillos.

6. PROCEDIMIENTO

6.1. Preparacion de los Calibradores (Cy...Cs)
Los Calibradores son listo para usar, son calibrados
frente al WHO 3" IS 84/500, y tienen las siguientes
concentraciones:

CO Cl C2 C3 C4 CS

ng/mL 0 5 10 25 50 100

Los Calibradores son estables hasta la fecha de
caducidad impresa en la etiqueta. Una vez abiertos,
los calibradores permanecen estables al menos 6
meses a 2-8°C.

6.2. Preparacion de la solucion de lavado

Antes del uso, diluir el contenido de cada ampolla de
"Solucion de lavado conc. 10X" con agua destilada
hasta un volumen de 500 mL. Para preparar
volimenes menores, respetar la relacion de dilucion
de 1:10. La solucién de lavado diluida se mantiene
estable a 2-8°C durante al menos 30 dias.
En la solucién de lavado concentrada es posible
observar la presencia de cristales. En ese caso,
agitar a temperatura ambiente hasta que los cristales
se disuelvan por completo. Para una mayor precision,
diluir todo el frasco de la solucion de lavado
concentrada a 500 mL, teniendo cuidado para
transferir también los cristales y, a continuacion,
agitar hasta que se disuelvan por completo.

6.3. Preparacion de la muestra
La determinacion de la prolactina se realiza en suero
humano. No utilizar plasma.
No use muestras con contaminacion microbiana,
altamente lipémicas o hemolizadas. La obtencion de
la muestra es por extraccién de sangre venosa, dejar

coagular y separar por centrifugado, recuperar el
suero.

Si la dosificacion no se realiza en un plazo de dos
dias desde la extraccion, conservar la muestra a -
20°C. No volver a congelar las muestras una vez
descongeladas.

Para muestras con una concentraciéon superior a 100
ng/mL, diluir 1:2 la muestra con Calibrador 0.

El Control esta listo para usar.

6.4. Procedimiento

o Esperar hasta que todos los reactivos se
encuentren a temperatura ambiente (22-28°C)
durante al menos 30 minutos. Al final del ensayo
inmediatamente poner todos los reactivos a 2-8°C
para evitar largos periodos a temperatura
ambiente.

« Las tiras de pocillos no utilizados se deben
guardar de inmediato en la bolsa desechable que
contiene desecantes y almacenarse a 2-8°C.

o Para evitar la contaminacion microbiana y/o
quimica no regrese porciones de reactivos no
usados en los viales originales.

« Para aumentar la precisién de los resultados de la
prueba es necesario trabajar en duplicado:
preparar dos pocillos para cada punto de la curva
de calibracién (Cy-Cs), dos para cada control, dos
para cada muestra, uno para el blanco.

Reactivos | Calibrador Muestras Blanco
/Control

Muestras

/Control 0 pL

Calibrador

Co-Cs 50 pL

Conjugado 100 pL 100 pL

Incubar 1 h a temperatura ambiente (22+28°C).

Retirar la mezcla de reaccion, lavar 3 veces
afiadiendo a cada pocillo 0,3 mL de solucién de
lavado diluida.

Nota importante: agite suavemente la placa durante
5 segundos en cada paso del lavado. Después del
tltimo  lavado  asegurese  haber  eliminado
completamente la solucién de lavado de los pozos,
invierta la placa y golpéela repetidas veces contra una
servilleta de papel absorbente.

Lavados automatico: si esta utilizando una lavadora
automatica, lavar los pocillos al menos 5 veces.

Substrato

T™B 100 pL 100 pL 100 pL

Incubar 15 minutos a temperatura ambiente
(22+28°C), protegida de la luz.

Solucién de

varada 100 pL 100 pL 100 pL

Agitar la microplaca con cuidado.

Leer la absorbancia (E) a 450 nm frente una segunda
lectura de referencia a 620-630 nm o frente al blanco
dentro de los 5 minutos.




7. CONTROL DE CALIDAD

Cada laboratorio debe analizar sueros control para
los rangos bajo, medio y alto de prolactina para
supervisar el rendimiento del analisis. Estas muestras
deben tratarse como desconocidas y los valores
deben determinarse en cada ensayo realizado. Se
deben mantener los graficos de control de calidad
para seguir el rendimiento de los reactivos
suministrados. Se deben emplear métodos
estadisticos adecuados para determinar las
tendencias. El laboratorio debe establecer los limites
de aceptabilidad del rendimiento del andlisis. Entre
otros parametros que se deben controlar, se incluyen
las intersecciones de 80, 50 y 20% de la curva de
calibracion para evaluar la reproducibilidad. Ademas,
la capacidad de absorcibn méaxima debe ser
constante con la experiencia anterior. Una desviacion
significativa del rendimiento establecido puede indicar
un cambio inadvertido en las condiciones
experimentales o la degradacion de los reactivos del
kit. Se deben usar reactivos frescos para determinar
la causa de las variaciones.

8. RESULTADOS

8.1. Absorbancia media
Calcular la absorbancia media (Em) de cada punto de
la curva de calibracién (Cy-Cs) y de cada muestra.

8.2. Curva de calibracion
Trazar el gréafico de la absorbancia (Em) en funcion
de las concentraciones de los calibradores (Cy-Cs) (p.
ej.: logistica de cuatro parametros o sigmoideo).

8.3. Calculo de los resultados
Interpolar del grafico los valores de absorbancia
relativos a cada muestra y leer la concentracion
correspondiente en ng/mL.

9. VALORES DE REFERENCIA

Cada laboratorio debe establecer su propio rango
basandose en la poblacion de los pacientes.

Los valores séricos de prolactina se incluyen en los
siguientes intervalos:

10. PARAMETROS CARACTERISTICOS

10.1. Precisiéon
10.1.1. Intraensayo
La variabilidad dentro del mismo kit se ha
determinado replicando (20x) la medicion de tres
sueros de control distintos.

Muestra N X o C.V.

Nivel 1 20 5.33 0.15 2.78%
Nivel 2 20 18.21 0.73 4.03%
Nivel 3 20 37.20 1.38 3.71%

10.1.2. Interensayo
La variabilidad entre distintos kits se ha determinado
replicando (10x) la medicién de tres sueros de control
distintos con kits pertenecientes a lotes distintos.

Muestra N X c C.V.

Nivel 1 10 5.46 0.30 5.49%
Nivel 2 10 17.72 0.91 5.16%
Nivel 3 10 36.29 1.67 4.60%

Muestras Rango ng/mL
Hombres 1,8-17,0
) ciclo menstrual 1,2-19,5
Mujeres: -
Menopausia 1,5-185

Algunas muestras femeninas comprobadas en este
grupo probablemente usan anticonceptivos orales
que pueden haber influido en los resultados.

Es importante sefialar que la determinacién de un
rango de valores esperados en un método dado para
una poblacién "normal" depende de muchos factores,
tales como la especificidad y sensibilidad del método
en uso, Y la poblacion en estudio. Por lo tanto, cada
laboratorio debe considerar el intervalo especificado
por el fabricante como una guia general y producir su
propio rango de valores calculados en base al
estadistico obtenido por el laboratorio, donde reside
la poblacién local.

10.2. Sensibilidad
La concentracion minima de prolactina medible que
puede distinguirse del Calibrador 0 es de 0,12 ng/mL
con un limite de confianza del 95%.

10.3. Exactitud
La prueba de recuperacién realizada en una muestra
enriquecida con 3.13 - 6.25 - 12.50 - 25.00 - 50.00
ng/mL de prolactina ha dado un valor medio (+DE) de
102.52% =+ 9.75%.
La prueba de dilucién conducta en tres muestras
diluidas 2 - 4 - 8 - 16 veces dio una media (+ DE) de
102.19% =+ 9.80%.

10.4. Especificidad
El anticuerpo empleado presenta las siguientes
reacciones cruzadas, calculadas al 50% segun
Abraham:

h. prolactina 100%
LH N.D.
FSH N.D.
hCG N.D.
TSH N.D.
hGH N.D.

10.5. Correlacion
El kit Prolactin ELISA (Diametra) se ha comparado
con un kit disponible en el mercado. Se han
comprobado 37 muestras de suero.
La curva de regresion es:
Diametra=1.01*(ensayo comercial) + 1.94
r*=0,957

El kit Prolactin ELISA Diametra (Y) se ha comparado
con el kit Prolactin ELISA Diametra del método
anterior (X). Se probaron 37 muestras de suero.

La curva de regresion es la siguiente:

Y =0,85*X + 2.58

r* = 0,937




10.6. Efecto "Hook"
Este método no afecta “Hook” se observd hasta 200
miU/mL.

11. DISPOSICIONES PARA LA ELIMINACION
Los reactivos deben eliminarse de acuerdo con las
leyes locales.
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SUGGERIMENTI PER LA RISOLUZIONE DEI PROBLEMI/TROUBLESHOOTING

ERRORE CAUSE POSSIBILY SUGGERIMENTI

Nessuna reazione colorimetrica del saggio

- mancata dispensazione del coniugato

- contaminazione del coniugato e/o del Substrato

- errori nell’esecuzione del saggio (es. Dispensazione accidentale dei reagenti in sequenza errata o provenienti da
flaconi sbagliati, etc.)

Reazione troppo blanda (OD troppo basse)

- coniugato non idoneo (es. non proveniente dal kit originale)

- tempo di incubazione troppo breve, temperatura di incubazione troppa bassa

Reazione troppo intensa (OD troppo alte)

- coniugato non idoneo (es. non proveniente dal kit originale)

- tempo di incubazione troppo lungo, temperatura di incubazione troppa alta

- qualita scadente dell’acqua usata per la soluzione di lavaggio (basso grado di deionizzazione,)

- lavaggi insufficienti (coniugato non completamente rimosso)

Valori inspiegabilmente fuori scala

- contaminazione di pipette, puntali o contenitori- lavaggi insufficienti (coniugato non completamente rimosso)
CV% intrasaggio elevato

- reagenti e/o strip non portate a temperatura ambiente prima dell’uso

- il lavatore per micropiastre non lava correttamente (suggerimento: pulire la testa del lavatore)

CV% intersaggio elevato

- condizioni di incubazione non costanti (tempo o temperatura)

- controlli e campioni non dispensati allo stesso tempo (con gli stessi intervalli) (controllare la sequenza di
dispensazione)

- variabilita intrinseca degli operatori

ERROR POSSIBLE CAUSES / SUGGESTIONS

No colorimetric reaction

- no conjugate pipetted reaction after addition

- contamination of conjugates and/or of substrate

- errors in performing the assay procedure (e.g. accidental pipetting of reagents in a wrong sequence or from the
wrong vial, etc.)

Too low reaction (too low ODs)

- incorrect conjugate (e.g. not from original kit)

- incubation time too short, incubation temperature too low

Too high reaction (too high ODs)

- incorrect conjugate (e.g. not from original kit)

- incubation time too long, incubation temperature too high

- water quality for wash buffer insufficient (low grade of deionization)

- insufficient washing (conjugates not properly removed)

Unexplainable outliers

- contamination of pipettes, tips or containers

insufficient washing (conjugates not properly removed) too high within-run

- reagents and/or strips not pre-warmed to CV% Room Temperature prior to use

- plate washer is not washing correctly (suggestion: clean washer head)

too high between-run - incubation conditions not constant (time, CV % temperature)
- controls and samples not dispensed at the same time (with the same intervals) (check pipetting order)
- person-related variation
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ERROR /POSIBLES CAUSAS / SUGERENCIAS

No se produce ninguna reaccion colorimétrica del ensayo

- no se ha dispensado el conjugado

- contaminacién del conjugado y/o del substrato

- errores en la ejecucion del ensayo (p. €j., dispensacién accidental de los reactivos en orden incorrecto o
procedentes de frascos equivocados, etc.)

Reaccion escasa (DO demasiado bajas)

- conjugado no idéneo (p. €j., no procedente del kit original)

- tiempo de incubacidn demasiado corto, temperatura de incubacién demasiado baja

Reaccion demasiado intensa (DO demasiado altas)

- conjugado no idéneo (p. €j., no procedente del kit original)

- tiempo de incubacidn demasiado largo, temperatura de incubacién demasiado alta

- calidad escasa del agua usada para la solucién de lavado (bajo grado de desionizacidn)

- lavados insuficientes (el conjugado no se ha retirado completamente)

Valores inexplicablemente fuera de escala

- contaminacién de pipetas, puntas o contenedores- lavados insuficientes (el conjugado no se ha retirado
completamente)

CV% intraensayo elevado

- los reactivos y/o tiras no se encontraban a temperatura ambiente antes del uso

- el lavador de microplacas no funciona correctamente (sugerencia: limpiar el cabezal del lavador)

CV% interensayo elevado

- condiciones de incubacién no constantes (tiempo o temperatura)

- controles y muestras no dispensados al mismo tiempo (con los mismos intervalos) (controlar la secuencia de
dispensacion)

- variacidn en funcién de los operadores

ERREUR CAUSES POSSIBLES / SUGGESTIONS

Aucune réaction colorimétrique de 1'essai

- non distribution du conjugué

- contamination du conjugué et/ou du substrat

- erreurs dans l'exécution du dosage (par ex., distribution accidentelle des réactifs dans le mauvais ordre ou en
provenance des mauvais flacons, etc.)

Réaction trop faible (DO trop basse)

- conjugué non approprié (par ex., ne provenant pas du coffret original)

- temps d'incubation trop court, température d'incubation trop basse

Réaction trop intense (DO trop élevée)

- conjugué non approprié (par ex., ne provenant pas du coffret original)

- temps d'incubation trop long, température d'incubation trop élevée

- mauvaise qualité de 1'eau utilisée pour la solution de lavage (bas degré de déionisation)

- lavages insuffisants (conjugué non enticrement éliminé)

Valeurs inexplicablement hors plage

- contamination des pipettes, embouts ou récipients - lavages insuffisants (conjugué non entierement éliminé)
CV% intra-essai élevé

- les réactifs et/ou les bandes n'ont pas atteint la température ambiante avant usage

- le laveur de microplaques ne lave pas correctement (suggestion : nettoyer la téte du laveur)

CV% inter-essai élevé

- conditions d'incubation non constantes (temps ou température)

- controles et échantillons non distribués en méme temps (avec les mémes intervalles) (contrdler 1'ordre de
distribution)

- variabilité intrinseque des opérateurs
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ELISA Microwells

Free Prostate Specific Antigen (fPSA)
Test System
Product Code: 2325-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Free
Prostate Specific Antigen (fPSA) Concentration in Human
Serum by a Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Prostate Specific antigen (PSA) is a serine protease with
chymotrypsin-like activity.w' The protein is a single chain
glycoprotein with a molecular weight of 28.4 kDA.> PSA derives its
name from the observation that it is a normal antigen of the
prostate, but is not found in any other normal or malignant
tissue. PSA is released from the normal prostate and appears
at low serum concentrations in healthy men. Studies with reverse
transcription-PCR have shown that PSA also is expressed at a low
concentration in peripheral blood cells and other tissues.* High
serum concentrations can be detected in patients with advanced
prostate cancer (PCA).° Therefore, PSA is applied as a tumor
marker for the clinical management of PCA.® However,
increased PSA concentrations in serum also occur in patients with
benign prostate hyperplasia (BPH).7 Hence the goal is to
discriminate clearly between BPH and PCA in the clinical
laboratory to spare the patient invasive diagnostic procedures,
such as a prostate biopsy.

In human serum, PSA occurs in two forms: free PSA (fPSA)
and complexed PSA. The major form is a complex of PSA and a4-
antichymotrypsin (ACT). The fraction of fPSA was shown to be
substantially smaller in patients with untreated PCA than in
patients with BPH. Therefore, combined measurements of fPSA
and total PSA (tPSA) may lead to a better discrimination between
BPH and PCA Some recent studies have already shown that the
fPSA/tPSA ratio is helpful in the differential diagnosis of BPH and
PCA.

PSA is found in benign, malignant and metastatic prostate cancer.
Since prostate cancer is the second most prevalent form of male
malignancy, the detection of elevated PSA levels plays an
important role in the early diagnosis. Serum PSA levels have been
found to be more useful than prostatic acid phosphatase (PAP) in
the diagnosis and management of patients due to increased
sensitivityf‘

In this method, fPSA calibrator, patient specimen or control is first
added to a streptavidin coated well. Biotinylated monoclonal and
enzyme labeled antibodies (directed against distinct and different
free epitopes of fPSA) are added and the reactants mixed.
Reaction between the various fPSA antibodies and native fPSA
forms a sandwich complex that binds with the streptavidin coated
to the well.

After the completion of the required incubation period, the
enzyme-fPSA antibody bound conjugate is separated from the
unbound enzyme-fPSA conjugate by aspiration or decantation.

The activity of the enzyme present on the surface of the well is
quantitated by reaction with a suitable substrate to produce color.

The employment of several serum references of known prostate
specific antigen (fPSA) levels permits the construction of a dose
response curve of activity and concentration. From comparison to
the dose response curve, an unknown specimen's activity can be
correlated with fPSA concentration.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-PSA antibody.

Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen, a
reaction results between the native antigen and the antibodies,
without competition or steric hindrance, to form a soluble
sandwich complex. The interaction is illustrated by the following
equation:

Ka

Enz Btn — e Btn
Abp) + Agpsa + ~ Ab(m) Ab ) - Agpsa - AD (m)

K.a
B'”Ab(m) = Biotinylated Antibody (Excess Quantity)
Agipsa = Native Antigen (Variable Quantity)
E™Ab ;) = Enzyme labeled Antibody (Excess Quantity)
EAb ;) - Agipsa - “"Ab ) =Antigen-Antibodies Complex
k, = Rate Constant of Association
k., = Rate Constant of Dissociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

EAb(,) - Agmsa - S"Abgy + Streptavidingw = Immobilized
complex

Streptavidingw. = Streptavidin immobilized on well

Immobilized complex = complex bound to the solid surface

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration. The
enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. fPSA Calibrators — 1ml/vial - Icons A-F
Six (6) vials of serum references free PSA antigen at levels of
0(A), 0.5(B), 1.0(C), 2.5(D), 5.0(E) and 10.0(F) ng/ml. A
preservative has been added. Store at 2-8°C.

Note: The calibrators, protein based buffered matrix, were
calibrated using a reference preparation, which was assayed
against the WHO 1% International Standard 96/668.

B. fPSA Enzyme Reagent — 13 ml/vial - Icon @
One (1) vial containing enzyme labeled antibody, biotinylated
specific free PSA monoclonal mouse IgG in buffer, dye, and
preservative. Store at 2-8°C.

C. Streptavidin Coated Plate — 96 wells — Icon U
One 96-well microplate coated with streptavidin and packaged
in an aluminum bag with a drying agent. Store at 2-8°C.

D. Wash Solution Concentrate — 20 ml/vial - Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C. (see Reagent
Preparation Section).

E. Substrate A — 7mljvial - Icon S*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.

F. Substrate B — 7ml/vial - Icon S®
One (1) vial containing hydrogen peroxide (H,O;) in buffer.
Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate

Materials Required But Not Provided:

1. Pipette capable of delivering 0.50 & 0.100ml (50 & 100pl)
volume with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate cover for incubation steps.

. Vacuum aspirator (optional) for wash steps.

Timer.

. Quality control materials

N
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5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum in type and the usual
precautions in the collection of venipuncture samples should be
observed. For accurate comparison to established normal values,
a fasting morning serum sample should be obtained. The blood
should be collected in a plain redtop venipuncture tube without
additives or anti-coagulants. Allow the blood to clot. Centrifuge the
specimen to separate the serum from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.100ml (100ul)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
and elevated range for monitoring assay performance. These
controls should be treated as unknowns and values determined in
every test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. Significant deviation from established performance can
indicate unnoticed change in experimental conditions or
degradation of kit reagents. Fresh reagents should be used to
determine the reason for the variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash concentrate to 1000 ml with distilled or
deionized water in a suitable storage container. Store at room
temperature (2-30°C) for up to 60 days.

2. Working Substrate Solution — Stable for one year
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Note 1: Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20-27 °C).
**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.050 ml (50pl) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.100 ml (100ul) of the fPSA Enzyme Reagent to each
well. It is very important to dispense all reagents close to
the bottom of the coated well.

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 60 minutes at room temperature (20-27°C).

. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

7. Add 0.350ml (350pl) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

8. Add 0.100 ml (100ul) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

11.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.
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10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

fPSA in unknown specimens.

1. Record the absorbance obtained from the printout of the

microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference versus
the corresponding fPSA concentration in ng/ml on linear graph
paper (do not average the duplicates of the serum references
before plotting).

. Draw the best-fit curve through the plotted points.

. To determine the concentration of fPSA for an unknown, locate
the average absorbance of the duplicates for each unknown
on the vertical axis of the graph, find the intersecting point on
the curve, and read the concentration (in ng/ml) from the
horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (0.648) intersects the dose response
curve at 2.28ng/ml fPSA concentration (See Figure 1).

A w

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such



software is utilized, the validation of the software should be
ascertained.

EXAMPLE 1

Sample Well Abs Mean Value

1.D. Number (A) Abs (B) (ng/ml)
CalA g} gg;g 0.021 0
calB o 38T 1 064 05
calc = 2390 1 00 10
calD = o Ll 25
CalE gg 122? 1.337 5.0
CalF g; ;5?? 2.300 10.0
Patient Eg ggjé 0.648 2.28

*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

Figure 1
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator F should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Patient specimens with fPSA concentrations above 10 ng/ml
may be diluted (for example 1/10 or higher) with normal female
serum (PSA = 0 ng/ml) and re-assayed. The sample’s
concentration is obtained by multiplying the result by the
dilution factor (10).

grossly  contaminated

10.Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed, is essential.
Any deviation from Monobind IFU may yield inaccurate results.

11.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis, as required by CE Mark IVD Directive 98/79/EC,
for this and other devices made by Monobind, can be requested

via email from Monobind@monobind.com.

12.2 Interpretation

1. Measur ts and interpr of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. The reagents for the test system procedure have been
formulated to eliminate maximal interference; however,
potential interaction between rare serum specimens and test
reagents can cause erroneous results. Heterophilic antibodies
often cause these interactions and have been known to be
problems for all kinds of immunoassays. (Boscato LM Stuart
MC. ‘Heterophilic antibodies: a problem for all inmunoassays’
Clin.Chem. 1988:3427-33). For diagnostic purposes, the
results from this assay should be used in combination with
clinical examination, patient history and all other clinical
findings.

4. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

5. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

6. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

7. fPSA is elevated in benign prostatic hyperplasia (BPH).
Clinically an elevated fPSA value alone is not of diagnostic
value as a specific test for differential diagnosis of BPH. The
ratio of fPSA/tPSA is a better marker and should be used in
conjunction with other clinical observations (DRE) and
diagnostic procedures (prostate biopsy).

8. When the total PSA (tPSA) reads 4-10 ng/ml, the fPSA/tPSA
ratio is useful in the differential diagnosis of BPH and PC
(Prostate Cancer). Depending on the ratio, the probability can
be determined as follows:

fPSA/tPSA Ratio Probability of Prostate Cancer

0-10% 55%
10-15% 28%
15-20% 25%
> 20% 10%

13.0 EXPECTED RANGE OF VALUES

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal" persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

TABLE |
Expected Values for the fPSA AccuBind® ELISA Test System
Healthy Males < 1.3 ng/ml

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the fPSA AccuBind®
ELISA test system were determined by analyses on three different
levels of control sera. The number, mean value, standard
deviation and coefficient of variation for each of these control sera
are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in ng/ml)
Sample N X o C.V.
Level 1 20 0.48 0.03 5.6%
Level 2 20 1.83 0.10 5.3%
Level 3 20 11.35 0.47 4.2%
TABLE 3
Between Assay Precision* (Values in ng/ml)
Sample N X o C.V.
Level 1 20 0.53 0.05 9.4%
Level 2 20 1.93 0.14 7.2%
Level 3 20 >11 - -

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The theoretical sensitivity, or minimum detection limit, calculated
by the interpolation of the mean plus two standard deviations of
20 replicates of the 0 ng/ml fPSA calibrator, is 0.008 ng/ml.

14.3 Accuracy

The fPSA AccuBind® ELISA test system was compared with a
reference method. Clinical and non-clinical biological specimens
from low, normal, and elevated concentrations were assayed. The
total number of such specimens was 167. The least square
regression equation and the correlation coefficient were computed
for the fPSA AccuBind® ELISA method in comparison with the
reference method. The data obtained is displayed in Table 4.

TABLE 4
Least Square Correlation
Method Mean  Regression Analysis  Coefficient
Monobind (x)  1.62 x =0.0189 + 0.9649(y) 0.957

Reference (y)  1.66

Only slight amounts of bias between the fPSA AccuBind® ELISA
test system and the reference method are indicated by the
closeness of the mean values. The least square regression
equation and correlation coefficient indicates excellent method
agreement.

14.4 Specificity:

The following substances did not interfere with the performance of
fPSA determination using the fPSA AccuBind® ELISA test
system. These substances were added to the pooled sera in
concentrations 10-100 times more than normal.

Compound Concentration Added
AFP 10 pg/ml
Atropine 100 pg/ml
Acetylsalicylic Acid 100 pg/ml
Ascorbic Acid 100 pg/ml
Caffeine 100 pg/ml
Dexamethasone 10 pg/ml
Flutamide 100 pg/ml
hCG 100 1U/ml
hLH 100 1U/ml
Methotrexate 100 pg/ml
Prolactin 100 pg/ml
TSH 100 mIU/ml
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Total Prostate Specific Antigen
(PSA) Test System
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1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Total
Prostate Specific Antigen (PSA) Concentration in Human
Serum by a Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Prostate Specific Antigen (PSA) is a serine protease with
chymotrypsin-like activity.®> The protein is a_single chain
glycoprotein with a molecular weight of 28.4 kDA®> PSA derives
its name from the observation that it is a normal antigen of the
prostate, but is not found in any other normal or malignant tissue.

PSA is found in benign, malignant and metastatic prostate cancer.
Since prostate cancer is the second most prevalent form of male
malignancy, the detection of elevated PSA levels plays an
important role in the early diagnosis. Serum PSA levels have been
found to be more useful than prostatic acid phosphatase (PAP) in
the diagnosis and management of patients due to increased
sensitivity.*

In this method, PSA calibrator, patient specimen or control is first
added to a streptavidin coated well. Biotinylated monoclonal and
enzyme labeled antibodies (directed against distinct and different
epitopes of PSA) are added and the reactants mixed. Reaction
between the various PSA antibodies and native PSA forms a
sandwich complex that binds with the streptavidin coated to the
well.

After the completion of the required incubation period, the
enzyme-PSA antibody bound conjugate is separated from the
unbound enzyme-PSA conjugate by aspiration or decantation.
The activity of the enzyme present on the surface of the well is
quantitated by reaction with a suitable substrate to produce color.

The employment of several serum references of known total
prostate specific antigen (PSA) levels permits the construction of
a dose response curve of activity and concentration. From
comparison to the dose response curve, an unknown specimen's
activity can be correlated with PSA concentration.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal anti-PSA antibody.
Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen,
reaction results between the native antigen and the antibodies,

without competition or steric hindrance, to form a soluble
sandwich complex. The interaction is illustrated by the following
equation:
Ka
FTAb ) + Adpsa + ""Abm i F"Ab ) -Agpsa-""Ab (m)
K.a
®"Ab ., =Biotinylated Antibody (Excess Quantity)
Agpsa = Native Antigen (Variable Quantity)
E"Ab ) = Enzyme labeled Antibody (Excess Quantity)
EAD ) -Ad psa-""Ab iy =Antigen-Antibodies Complex
ks = Rate Constant of Association
k.. = Rate Constant of Dissociation
Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:
E2Ab () -Ag psa-""Ab () +Streptavidin ¢y =Immobilized complex
Streptavidincy. = Streptavidin immobilized on well
Immobilized complex = complex bound to the solid surface

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration.
The enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. PSA Calibrators — 1 ml/vial — Icons A-F
Six (6) vials of serum references PSA Antigen at levels of
0(A), 5(B), 10(C), 25(D), 50(E) and 100(F) ng/ml. A
preservative has been added. Store at 2-8°C.
Note: The calibrators, human serum based, were calibrated
using a reference preparation, which was assayed against the
1% 1S 96/670.

B. PSA Enzyme Reagent — 13 ml/vial — Icon @
One (1) vial containing enzyme labeled antibody, biotinylated
monoclonal mouse IgG in buffer, dye, and preservative. Store
at 2-8°C.

C. Streptavidin Coated Plate — 96 wells — Icon U
One 96-well microplate coated with streptavidin and packaged
in an aluminum bag with a drying agent. Store at 2-8°C.

D. Wash Solution Concentrate — 20 ml/vial — Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C. (see Reagent
Preparation Section).

E. Substrate A — 7 mljvial — Icon S*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.

F. Substrate B — 7 mljvial — Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C. (see Reagent Preparation Section).
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G. Stop Solution — 8 ml/vial — Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a 96-well microplate. For other

kit configurations, refer to the table at the end of this insert.

4.1 Required But Not Provided:

1. Pipette(s) capable of delivering 0.025, 0.050 & 0.100 ml (25,
50, & 100 pl) volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100 & 0.350ml (100 &
350pl) volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate covers for incubation steps.

. Vacuum aspirator (optional) for wash steps.

. Timer.
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9. Quality control materials
5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum in type and the usual
precautions in the collection of venipuncture samples should be
observed. For accurate comparison to established normal values,
a fasting morning serum sample should be obtained. The blood
should be collected in a plain redtop venipuncture tube without
additives or anti-coagulants. Allow the blood to clot. Centrifuge the
specimen to separate the serum from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.050 ml (50 pl)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
and elevated range for monitoring assay performance. These
controls should be treated as unknowns and values determined in
every test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. Significant deviation from established performance can
indicate unnoticed change in experimental conditions or
degradation of kit reagents. Fresh reagents should be used to
determine the reason for the variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash concentrate to 1000ml with distilled or
deionized water in a suitable storage container. Store diluted
buffer at 2-30°C for up to 60 days.

2. Working Substrate Solution — Stable for one year
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Notel: Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20 -
27<C).

**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in

duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.025ml (25pl) of the appropriate serum reference
calibrator, control or specimen into the assigned well.

3. Add 0.100ml (100pl) of the PSA Enzyme Reagent to each well.
It is very important to dispense all reagents close to the
bottom of the coated well.

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 30 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

7. Add 0.350ml (350pl) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

8. Add 0.100ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

11.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.
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10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of
PSA in unknown specimens.

1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference versus
the corresponding PSA concentration in ng/ml on linear graph
paper (do not average the duplicates of the serum references
before plotting).

. Draw the best-fit curve through the plotted points.

. To determine the concentration of PSA for an unknown, locate
the average absorbance of the duplicates for each unknown
on the vertical axis of the graph, find the intersecting point on
the curve, and read the concentration (in ng/ml) from the
horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (1.142) intersects the dose response
curve at (23.6 ng/ml) PSA concentration (See Figure 1).

B w

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.

EXAMPLE 1
Sample Well Abs Mean Value
I.D. Number (A) Abs (B) (ng/ml)

Al 0.019

Cal A 0.019 0
Bl 0.019
C1 0.279

Cal B 0.276 5
D1 0.273
E1 0.567

Cal C 0.563 10
F1 0.559
Gl 1.248

Cal D 1.213 25
H1 1.179
A2 2.051

Cal E 1.999 50
B2 1.947
c2 2.892

Cal F 2.833 100
D2 2.775

Patient E2 1.186 1.142 23.6




Absorbance(s)

F2 1.099

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

Figure 1
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator F should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Patient specimens with PSA concentrations above 100 ng/ml
may be diluted (for example 1/10 or higher) with normal female
serum (PSA = 0 ng/ml) and re-assayed. The sample’s
concentration is obtained by multiplying the result by the
dilution factor (10).

10.Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind’'s IFU may yield inaccurate
results.

11.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis - as required by CE Mark IVD Directive 98/79/EC
- for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation
1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

grossly  contaminated

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. The reagents for AccuBind® ELISA procedure have been
formulated to eliminate maximal interference; however,
potential interactions between rare serum specimens and test
reagents can cause erroneous results. Heterophilic antibodies
often cause these interactions and have been known to be
problems for all kinds of immunoassays (Boscato, LM, Stuart,
MC. “Heterophilic antibodies: a problem for all immunoassays”
Clin. Chem. 1988: 3427-33). For diagnostic purposes, the
results from this assay should be used in combination with
clinical examination, patient history and all other clinical
findings.

4. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

5. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

6. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

7. PSA is elevated in benign prostate hypertrophy (BPH).
Clinically, an elevated PSA value alone is not of diagnostic
value as a specific test for cancer and should only be used
in conjunction with other clinical manifestations (observations)
and diagnostic procedures (prostate biopsy). Free PSA
determinations may be helpful in regard to the discrimination of
BPH and prostate cancer conditions.®

8. Due to the variation in the calibration used in PSA/ fPSA test
kits and differences in epitopic recognition of different
antibodies, it is always suggested that the patient sample
should be tested with PSA/ fPSA tests made by the same
manufacturer. (Monobind Inc. offers a fPSA ELISA test that
should be used for consistency reasons, when needed.)

13.0 PERFORMANCE CHARACTERISTICS

Healthy males are expected to have values below 4 nglml.4

TABLE |
Expected Values for PSA AccuBind® ELISA Test System
Healthy Males <4 ng/ml

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal“-persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1  Precision

The within and between assay precisions of the PSA AccuBind®
ELISA test system were determined by analyses on three different
levels of control sera. The number, mean value, standard
deviation and coefficient of variation for each of these control sera
are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in ng/ml)
Sample N X o C.V.
Level 1 20 1.06 0.06 5.2%
Level 2 20 3.56 0.18 5.1%
Level 3 20 23.07 0.88 3.8%
TABLE 3
Between Assay Precision* (Values in ng/ml)
Sample N X g C.V.
Level 1 20 0.98 0.08 8.5%
Level 2 20 3.35 0.19 5.7%
Level 3 20 23.17 0.95 4.1%

*As measured in ten experiments in duplicate.

14.2 Sensitivity

The PSA AccuBind® ELISA test system has a sensitivity of
0.0003 ng/well. This is equivalent to a sample containing 0.013
ng/ml PSA concentration.

14.3 Accuracy

The PSA AccuBind® ELISA test system was compared with a
reference Elisa method. Biological specimens from low, normal,
and elevated concentrations were assayed. The total number of
such specimens was 241. The least square regression equation
and the correlation coefficient were computed for the PSA
AccuBind® ELISA test method in comparison with the reference
method. The data obtained is displayed in Table 4.

TABLE 4

Least Square Correlation
Method Mean Regression Analysis  Coefficient
This Method (X)  5.62 y =-0.0598+0.98(X) 0.987
Reference (Y) 5.57

Only slight amounts of bias between the PSA AccuBind® ELISA
test system and the reference method are indicated by the
closeness of the mean values. The least square regression
equation and correlation coefficient indicates excellent method
agreement.

14.4 Specificity:

No interference was detected with the performance of PSA
AccuBind® ELISA test system upon addition of massive amounts
of the following substances to a human serum pool.

Substance Concentration
Acetylsalicylic Acid 100 pg/ml
Ascorbic Acid 100 pg/ml
Caffeine 100 pg/ml
CEA 10 pg/ml
AFP 10 pg/ml
CA-125 10,000 U/ml
hCG 1000 1U/ml
hLH 10 1U/ml
hTSH 100 miU/ml
hPRL 100 pg/ml
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LORNE LABORATORIES LTD.
GREAT BRITAIN

SYPHILIS SEROLOGY KIT
DIRECTIONS FOR USE

RPR CARBON KIT: For Detection Of Syphilis.

SUMMARY

At one time, syphilis was a major medical disease with a host of
different manifestations transmitted primarily through sexual contact.
The advent of penicillin in 1943 changed this. The etiologic agent of
syphilis is Treponema pallidum, a spiral bacterium (spirochete). The
spirochete causes some damage to the heart and the liver, releasing
some tissue fragments. The patient's immune system produces
antibodies, called reagins, against these fragments. There are two
different techniques for the detection of syphilis. TPHA tests, which
detect antibodies to Treponemal pallidum, and non-treponemal
serologic tests, which detect Reagin in infected people.

PRINCIPLE

When used by the recommended techniques, the reagent will
agglutinate (clump) in the presence of reagin. No agglutination
usually indicates the absence of reagin (see Limitations).

KIT DESCRIPTION

Lorne RPR Carbon Kit is a non-treponemal serologic test for the
detection of syphilis. The RPR Carbon Antigen contains micro
particulate carbon, which aids in the microscopic reading of results.
All the reagents are supplied at optimum dilution for use with all
recommended techniques without the need for further dilution or
addition. For lot reference number and expiry date see Vial Labels.

STORAGE

Do not freeze. Reagent vials should be stored at 2 - 8°C on receipt.
Prolonged storage at temperatures outside this range may result in
accelerated loss of reagent reactivity.

SPECIMEN COLLECTION

Specimens should be drawn with or without anticoagulant using an
aseptic phlebotomy technique. If testing is delayed specimens can
be stored at 2-8°C for 7 days or for up to 3 months at or below
—20°C. Specimens must be free from bacterial contamination, fibrin,
haemolysis and lipaemia.

PRECAUTIONS

1. The kit is for in vitro diagnostic use only.

2. Do not use kit past expiration date (see Vial and Box Labels).

3. Protective clothing should be worn when handling the reagents,
such as disposable gloves and a laboratory coat.

4.  No known tests can guarantee products derived from human or
animal sources are free from infectious agents. Care must be
taken in the use and disposal of each vial and its contents.

5. RPR Positive Control: H319 - Causes serious eye irritation.
Follow the precautionary statement given in the SDS.

DISPOSAL OF KIT REAGENT AND DEALING WITH SPILLAGES

For information on disposal of kit reagent and decontamination of a
spillage site see Material Safety Data Sheets, available on request.

CONTROLS AND ADVICE

1. It is recommended the RPR Positive and Negative Controls be
tested in parallel with each batch of tests. Tests must be
considered invalid if controls do not show expected results.
Shake all the reagents well before use to ensure homogeneity.
Do not interchange components between different kits.

The circles on the agglutination cards should never be touched

with fingers, as this may invalidate the test results.

5. Use of kit and interpretation of results must be carried out by
properly trained and qualified personnel in accordance with the
requirements of country where reagents are in use.

6. The user must the determine suitability of the kit for use in
other techniques.
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KIT COMPONENTS PROVIDED

1) RPR Carbon Antigen (Red Label): Carbon particles coated with
a lipid complex (cardiolipin, lecithin and cholesterol) in
phosphate buffer 20 mmol/L, pH 7.0 containing a preservative.

2) RPR Positive Control (Red cap): Artificial serum with reagin
titer > 1/4.

3) RPR Negative Control (Blue cap): Animal serum containing a
preservative

4) Dispensing bottle (1 x 2 ml).

5) Dispensing Needle (x1).

6) Disposable agglutination slides.

7) Plastic stirrers.

MATERIALS AND EQUIPMENT NOT SUPPLIED

a) Pipette capable of accurately delivering 50 pl
b) Mechanical rotating table capable of rotating at 80-100 rpm.
c) 9 g/L saline solution.

QUALITATIVE TECHNIQUE

1. Allow the reagents and samples to reach room temperature. The
sensitivity of the test may be reduced at low temperatures.

2. Place 50 pL of the sample and one drop of each Positive and
Negative controls into separate circles on the slide test.

3. Swirl the RPR-carbon reagent gently before using. Invert the
dropper assembly and press gently to remove air bubbles from
the micropipette.

4. Place the micropipette in a vertical position and perpendicular to
the slide, and add one drop (20 pL) of this reagent next to the
samples to be tested.

5. Mix the drops with a stirrer, spreading them over the entire
surface of the circle. Use different stirrers for each sample

6. Place the slide on a mechanical rotating table at 80-100 r.p.m.
for 8 min. False positive results could appear if the test is read
after more than 8 minutes.

INTERPRETATION OF QUALITATIVE RESULTS

1. Reactive: Visible agglutination (medium to large clumps)
constitutes a positive result and within the accepted limitations
of the test procedure, indicates the presence of reagin.

2.  Weak-Reactive: Weak agglutination (small clumps) around the
periphery of the test area constitutes a weak positive result and
within the accepted limitations of the test procedure, indicates
the presence of reagin.

3. Negative: No agglutination constitutes a negative result and
within the accepted limitations of the test procedure, indicates
the absence of reagin.

SEMI QUANTITATIVE TECHNIQUE

1. The semi-quantitative test can be performed in the same way
as the quantitative technique using dilutions of the serum in 9
g/L saline solution.

2. Make doubling dilutions of specimen as follows:

Dilution Serum Saline
1/2 100 pl undiluted serum 100 pl
1/4 100 pl 1/2 diluted serum 100 pl
1/8 100 pl 1/4 diluted serum 100 pl

1/16 100 pl 1/8 diluted serum 100 pl

3. Test the specimen dilutions in the same way as for the
guantitative technique above.
4. Read the test and note the last positive dilution series.

STABILITY OF THE REACTIONS

Slide tests should be interpreted straight after the 8-minute rotating
period to avoid the possibility that a negative result may be
incorrectly interpreted as positive due to drying of the reagent.
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LIMITATIONS TABLE OF SYMBOLS

1. RPR carbon test is non-specific for syphilis. All Reactive
samples should be retested with treponemic methods such as LDT Batch IVD in-1itro
TPHA and FTA-Abs to confirm the results. Humber Diagnostic
2. A Non Reactive result by itself does not exclude a diagnosis of
syphilis. Clinical diagnosis should not be made on findings of a
single test result, but should integrate both clinical and Catalogue
laboratory data. REF Reference Store At
3. False positive results have been reported in diseases such as
infectious mononucleosis, viral pneumonia, toxoplasmosis,
pregnancy and autoimmune diseases. :
4. Bilirubin (£ 20 mg/dL), hemoglobin (< 10 g/L) and lipids (< 10 g Expiry Date Manufacturer
g/L), do not interfere. Rheumatoid factors (= 300 IU/mL),
interfere. Other substances may interfere®.
5. False positive or negative results may also occur due to: _ i Read Pack
a) Not expelling air from end of needle — Insert
b)  Not maintaining dispensing bottle and needle in a vertical
position when dispensing the antigen.
c) When transferring the specimen from the collecting tube
some of the specimen being drawn up in to the teat
d) Contamination of test materials
e) Improper storage of test materials or omission of reagents
f)  Deviation from the recommended techniques
SPECIFIC PERFORMANCE CHARACTERISTICS
1. The kit has been characterised by all the procedures
mentioned in the Recommended Techniques.
2. Prior to release, each lot of Lorne RPR Syphilis Kit is tested by
the Recommended Techniques to ensure suitable reactivity.
3. The reagent sensitivity is calibrated against the “Human
Reactive Serum” from the CDC (Centres for Disease Control)
and comparable to the RPR reagent from Becton Dickinson.
4. Prozone effect: No prozone effect was detected up to titers
>1/128.
5. Diagnostic sensitivity: 100%
6. Diagnostic specificity: 100 %.
DISCLAIMER
1. The user is responsible for the performance of the kit by any
method other than those mentioned in the Recommended
Techniques.
2. Any deviations should be validated prior to use using
established laboratory procedures.
BIBLIOGRAPHY
1. George P. Schimid. Current Opinion in Infectious Diseases
1994, 7: 34-40.
2. Sandra A Larsen et al. Clinical Microbiology Reviews 1995; 8
(1): 1-21.
3. Sandra Larsen et al. A manual of Test for Syphilis American
Public Health Association 1990: 1-192.
4. Joseph Earle Moore et al. Gastrointestinal Haemorrhage 1952;
150(5): 467-473.
5.  Young DS. Effects of drugs on clinical laboratory test, 4th ed.
AACC Press, 1995.
AVAILABLE KIT SIZES
Kit Size Catalogue Number
150 Tests Per Kit 044150A
500 Tests Per Kit 044500A
For the availability of other sizes, please contact:
Lorne Laboratories Limited
Unit 1 Cutbush Park Industrial Estate
Danehill
Lower Earley
Berkshire, RG6 4UT
England
Tel: +44 (0) 118 921 2264
Fax: +44 (0) 118 986 4518
E-mail: info@lornelabs.com
Document reference number: PI044A Document issue number: 4/01/2017 Page 2 of 2
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Monobind Inc.
Lake Forest, CA 92630, USA

AcceBin

ELISA Microwells

Total Triiodothyronine (T3)
Test System
Product Code: 125-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Total
Triiodothyronine Concentration in T3 Calibrators or Plasma
by a Microplate Enzyme Immunoassay

2.0 SUMMARY AND EXPLANATION OF THE TEST

Measurement of serum triiodothyronine concentration is
generally regarded as a valuable tool in the diagnosis of thyroid
dysfunction. This importance has provided the impetus for the
significant improvement in assay methodology that has occurred
in the last two decades. The advent of monospecific antiserum
and the discovery of blocking agents to the T3 binding serum
proteins have enabled the development of procedurally simple
radioimmunoassays (1,2).

This microplate enzyme immunoassay methodology provides the
technician with optimum sensitivity while requiring few technical
manipulations. In this method, serum reference, patient
specimen, or control is first added to a microplate well. Enzyme-
T3 conjugate is added, and then the reactants are mixed. A
competition reaction results between the enzyme conjugate and
the native triiodothyronine for a limited number of antibody
combining sites immobilized on the well.

After the completion of the required incubation period, the
antibody bound T3-enzyme conjugate is separated from the
unbound T3-enzyme conjugate by aspiration or decantation.
The activity of the enzyme present on the surface of the well is
quantitated by reaction with a suitable substrate to produce
color.

The employment of several serum references of known
triiodothyronine concentration permits construction of a graph of
activity and concentration. From comparison to the dose
response curve, an unknown specimen's activity can be
correlated with T3 concentration.

3.0 PRINCIPLE

Competitive Enzyme Immunoassay (TYPE 5):

The essential reagents required for a solid phase enzyme
immunoassay include immobilized antibody, enzyme-antigen
conjugate and native antigen.

Upon mixing immobilized antibody, enzyme-antigen conjugate
and a serum containing the native antigen, a competition
reaction results between the native antigen and the enzyme-
antigen conjugate for a limited number of insolubulized binding
sites.

The interaction is illustrated by the following equation:

Ka

EnZAQ +Ag + Abcw. = AgAbcw. + EnZAQAbcvw.

Ka

Ab ¢ w.= Monospecific Immobilized Antibody (Constant Quantity)
Ag = Native Antigen (Variable Quantity)

E”ZAg = Enzyme-antigen Conjugate (Constant Quantity)

AgAbcw. = Antigen-Antibody Complex

EnZAg Abcw. = Enzyme-antigen Conjugate -Antibody Complex
|<a = Rate Constant of Association

k 4 = Rate Constant of Disassociation
K=k, /'k_, = Equilibrium Constant

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration.
The enzyme activity in the antibody-bound fraction is inversely
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. T3 Calibrators References — 1ml/vial - Icons A-F
Six (6) vials of serum reference for triiodothyronine at
concentrations of 0 (A), 0.5 (B), 1.0 (C), 2.5 (D), 5.0(E)
and 7.5(F) ng/ml. Store at 2-8°C. A preservative has been
added. For Sl units: ng/ml x 1.536 = nmol/L

B. T3 Enzyme Reagent — 1.5ml/vial - Icon @
One (1) vial of T3-horseradish peroxidase (HRP)
conjugate in an albumin-stabilizing matrix. A preservative
has been added. Store at 2-8°C

C. T3/T4 Conjugate Buffer — 13ml - Icon
One (1) bottle reagent containing buffer, red dye,
preservative, and binding protein inhibitors. Store at
2-8°C.

D. T3 Antibody Coated Plate — 96 wells - Icon‘\(’

One 96-well microplate coated with Sheep anti-T3 serum
and packaged in an aluminum bag with a drying agent.
Store at 2-8°C.

E. Wash Solution Concentrate — 20ml - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F.  Substrate A -7 mlivial - lcon S*
One (1) bottle containing tetramethylbenzidine (TMB) in
buffer. Store at 2-8°C.

G.  Substrate B — 7 mlivial - Icon S®
One (1) bottle containing hydrogen peroxide (H,O3) in
buffer. Store at 2-8°C.

H. Stop Solution — 8ml/vial - Icon
One (1) bottle of stop solution containing a strong acid
(1N HCL). Store at 2-30°C.

I Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Opened reagents are stable for sixty (60) days when
stored at 2-8°C. Opened reagents are stable for sixty (60)
days when stored at 2-8°C. Kit and component stability
are identified on the label.

Note 3: Above reagents are for a 96-well microplate. For other
kit configurations, see table at end of IFU.

4.1 Materials Required But Not Provided:

1 Pipettes capable of delivering 50pl volumes with a precision
of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml and 0.350ml
volumes with a precision of better than 1.5%.

3. Adjustable volume (20-200pl) and (200-1000pl) dispenser(s)
for conjugate and substrate preparation.

4. Microplate washers or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

6. Test tubes for preparation of enzyme conjugate and substrate
Aplus B.

7. Absorbent Paper for blotting the microplate wells.

8. Plastic wrap or microplate cover for incubation steps.

[

9. Vacuum aspirator (optional) for wash steps.

10. Timer.
11.Quality control materials.

5.0 PRECAUTIONS
For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all T3
Calibrators products should be handled as potentially hazardous
and capable of transmitting disease. Good laboratory
procedures for handling blood products can be found in the
Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood; serum or plasma in type and the
usual precautions in the collection of venipuncture samples
should be observed. For accurate comparison to established
normal values, a fasting morning serum sample should be
obtained. The blood should be collected in a plain redtop
venipuncture tube without additives or anti-coagulants (for
serum) or evacuated tube(s) containing EDTA or heparin. Allow
the blood to clot for serum samples. Centrifuge the specimen to
separate the serum or plasma from the cells.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for
up to 30 days. Avoid use of contaminated devices. Avoid
repetitive freezing and thawing. When assayed in duplicate,
0.100ml of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay external controls at levels in the
hypothyroid, euthyroid and hyperthyroid range for monitoring
assay performance. These controls should be treated as
unknowns and values determined in every test procedure
performed. Quality control charts should be maintained to follow
the performance of the supplied reagents. Pertinent statistical
methods should be employed to ascertain trends. The individual
laboratory should set acceptable assay performance limits. In
addition, maximum absorbance should be consistent with past
experience. Significant deviation from established performance
can indicate unnoticed change in experimental conditions or
degradation of kit reagents. Fresh reagents should be used to
determine the reason for the variations.

8.0 REAGENT PREPARATION

1. Working Reagent A - T3-enzyme Conjugate Solution

Dilute the T3-enzyme conjugate 1:11 with T3/T4 conjugate
buffer in a suitable container. For example, dilute 160ul of
conjugate with 1.6ml of buffer for 16 wells (A slight excess of
solution is made). This reagent should be used within twenty-
four hours for maximum performance of the assay. Store at 2-
8°C.
General Formula:
Amount of Buffer required = Number of wells * 0.1
Quantity of T3-Enzyme necessary = # of wells * 0.01
i.e. = 16 x 0.1 = 1.6ml for Total T3/T4 Conjugate
Buffer
16 x 0.01 = 0.16ml (160pl) for T3 enzyme conjugate
2. Wash Buffer
Dilute contents of wash concentrate to 1000ml with distilled
or deionized water in a suitable storage container. Store
diluted buffer at 2-30°C for up to 60 days.
3. Working Substrate Solution
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B'. Place the yellow cap on
the clear vial for easy identification. Mix and label
accordingly. Store at 2 - 8°C.

Notel : Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
references and controls to room temperature (20 - 27 <C).

**Test Procedure should be performed by a skilled
individual or trained professional**

1. Format the microplates’ wells for each serum reference,
control and patient specimen to be assayed in duplicate.
Replace any unused microwell strips back into the
aluminum bag, seal and store at 2-8°C.

2. Pipette 0.050 ml (50pl) of the appropriate serum reference,
control or specimen into the assigned well.

3. Add 0.100 ml (100pl) of Working Reagent A, T3 Enzyme
Reagent to all wells (see Reagent Preparation Section).

4. Swirl the microplate gently for 20-30 seconds to mix and
cover.

5. Incubate 60 minutes at room temperature.

6. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 350pl of wash buffer (see Reagent Preparation Section),
decant (tap and blot) or aspirate. Repeat two (2) additional
times for a total of three (3) washes. An automatic or
manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

8. Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10. Add 0.050ml (50pl) of stop solution to each well and gently
mix for 15-20 seconds. Always add reagents in the same
order to minimize reaction time differences between
wells.

11. Read the absorbance in each well at 450nm (using a
reference wavelength of 620-630nm to minimize well
imperfections) in a microplate reader The results should be
read within thirty (30) minutes of adding the stop
solution.

Note: For re-assaying specimens with concentrations greater
than 7.5ng/ml, pipette 25pl of the specimen and 25pl of the 0
serum reference into the sample well (this maintains a
uniform protein concentration). Multiply the readout value by
2 to obtain the triiodothyronine concentration.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the
concentration of triiodothyronine in unknown specimens.
1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.
2. Plot the absorbance for each duplicate serum reference
versus the corresponding T3 concentration in ng/ml on
linear graph paper (do not average the duplicates of the
serum references before plotting).
Draw the best-fit curve through the plotted points.
To determine the concentration of T3 for an unknown,
locate the average absorbance of the duplicates for each
unknown on the vertical axis (y-axis) of the graph, find the
intersecting point on the curve, and read the concentration
(in ng/ml) from the horizontal axis (X-axis) of the graph (the
duplicates of the unknown may be averaged as indicated).
In the following example, the average absorbance (1.130)
intersects the dose response curve at 1.95ng/ml T3
concentration (See Figure 1).

w

Note: Computer data reduction software designed for ELISA
assays may be used for the data reduction. If such



software is utilized, the validation of the software should be
ascertained.

EXAMPLE 1
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Al 2.604
Cal A 2.556 0
Bl 2.507
C1 2.073
Cal B 2.101 0.5
D1 2.128
El 1.678
CalC 1.662 1.0
F1 1.646
G1 0.964
CalD 0.966 25
H1 0.969
A2 0.550
Cal E 0.551 5.0
B2 0.551
c2 0.372
Cal F 0.370 7.5
D2 0.369
E2 1.701
Ctrl 1 1.726 0.92
F2 1.638
G2 0.755
Ctrl 2 0.734 3.58
H2 0.791
A3 1.145
Patient 1.130 1.95
B3 1.115

*The data presented in Example 1 and Figure 1 are for
illustration only and should not be used in lieu of a dose
response curve prepared with each assay.
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the
following criteria should be met:

1. The absorbance (OD) of calibrator 0 ng/ml should be > 1.3.

2. Four out of six quality control pools should be within the

established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available
on request from Monobind Inc.

12.1 Assay Performance

1

2.

3.

It is important that the time of reaction in each well is held
constant to achieve reproducible results.

Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.
Highly lipemic, hemolyzed or
specimen(s) should not be used.

If more than one (1) plate is used, it is recommended to
repeat the dose response curve.

The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added

grossly contaminated

10.

11.

12.

13.

in the same sequence to eliminate any time-deviation during
reaction.

Plate readers measure vertically. Do not touch the bottom of
the wells.

Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

Use components from the same lot. No intermixing of
reagents from different batches.

Patient specimens with T3 concentrations above 7.5 ng/mL
may be diluted ¥ with ‘O’ serum reference. The sample’s
concentration is obtained by multiplying the result by the
dilution factor, 2.

Accurate and precise pipetting, as well as following the
exact time and temperature requirements prescribed are
essential. Any deviation from Monobind’'s IFU may vyield
inaccurate results.

All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures,
must be strictly followed to ensure compliance and proper
device usage.

It is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

Risk Analysis- as required by CE Mark IVD Directive
98/79/EC - for this and other devices, made by Monobind,
can be requested via email from Monobind@monobind.com.

12.2 Interpretation

1.

Measurements and interpretation of results must be
performed by a skilled individual or trained
professional.

Laboratory results alone are only one aspect for determining

these reasons each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the T3 AccuBind™
ELISA test system were determined by analyses on three
different levels of pool control sera. The number (N), mean
value (X), standard deviation (6) and coefficient of variation
(C.V.) for each of these control sera are presented in Table 2
and Table 3.

TABLE 2
Within Assay Precision (Values in ng/ml)
Sample N X o C.V.
Low 16 0.78 0.06 7.9%
Normal 16 1.92 0.10 5.4%
High 16 3.55 0.14 3.9%
TABLE 3
Between Assay Precision (Values in ng/ml)
Sample N X o C.V.
Low 10 0.76 0.07 8.9%
Normal 10 1.85 0.13 6.7%
High 10 3.43 0.16 4.5%

*As measured in ten experiments in duplicate over a ten day
period.

14.2 Sensitivity
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patient care and should not be the sole basis for therapy, The T3 AccuBind™ ELISA test system has a sensitivity of 0.04 Revision: 4 2022-May-01  DCO: 1557
particularly if the results conflict with other determinants. ng/ml. The sensitivity was ascertained by determining the Cat #: 125-300
For valid test results, adequate controls and other variability of the 0 ng/ml serum calibrator and using the 2c (95%
parameters must be within the listed ranges and assay certainty) statistic to calculate the minimum dose. .
requirements. Size 96(A) 192(B) 480(D) 960(E)
If test kits are altered, such as by mixing parts of different 14.3 Accurac 2ml set
kits, which could produce false test results, or if results are The T3 Acm},BindW ELISA method was compared with a A) 1mi set ml set 2mi set X2
incorrectly interpreted, Monobind shall have no liability. reference radioimmunoassay method. Biological specimens from B) | 1@sm 2 1.8ml) 2 (8ml)
If computer controlled data reduction is used to interpret the hypothyroid, euthyroid and hyperthyroid populations were used (1.5mb)
results of the test, it is imperative that the predicted values (The values ranged from 0.15ng/ml — 8.0ng/ml). The total 1o | 1am (132m|) 1(6oml) | 2 (6omi)
for the calibrators fall within 10% of the assigned number of such specimens was 120. The least square regression = > )
concentrations. equation (y= mx+b) and the correlation coefficient were = D) 1plate plates 5 plates plates
Total serum triiodothyronine concentration is dependent computed for the T3 AccuBind™ ELISA method in comparison é’ T
upon a multiplicity of factors: thyroid gland function and its with the reference method. The data obtained is displayed in 5 E) 1 (20ml) (20ml) 1 (60ml) 2 (60ml)
regulation, thyroxine binding globulin (TBG) concentration, Table 4. x
and the binding of triiodothyronine to TBG (3, 4). Thus, TABLE 4 " 1 (7mh) 2(7mh | 1(30mh [ 2(30m)
total triiodothyronine concentration alone is not Least Square G 1 (7miy 2 (7ml) 1 (30ml) 2 (30ml)
sufficient to assess clinical status. Mean Regression Correlation
A de_crease_ in to;_al triiodothyroni_ne ;/_aluesdi_s found witg Method (x) Analysis Coefficient H) 1(8ml) 2 (8ml) 1 (30ml) 2 (30ml)
protein-wasting diseases, certain liver an - —
administration of testosterone, diphenylhydantoin or This 162 y=38+0.947(x) 0.987
salicylates. A table of interfering drugs and conditions, Method

Reference 1.68

which affect total triiodothyronine values, has been compiled
by the Journal of the American Association of Clinical
Chemists®.

13.0 EXPECTED RANGES OF VALUES

A study of euthyroid adult population was undertaken to
determine expected values for the T3 AccuBind™ ELISA Test

System.

The mean (R) values standard deviations (o) and

expected ranges (+2 o) are presented in Table 1. The total
number of samples was 105.

TABLE |
Expected Values for the T3 ELISA Test System
(in ng/ml)
Mean (X) 1.184
Standard Deviation (G) 0.334
0.52-1.85

Expected Ranges (+2 g)

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for
a population of "normal"-persons is dependent upon a multiplicity
of factors: the specificity of the method, the population tested
and the precision of the method in the hands of the analyst. For

Only slight amounts of bias between this method and the
reference method are indicated by the closeness of the mean
values. The least square regression equation and correlation
coefficient indicates excellent method agreement.

14.4 Specificity

The cross-reactivity of the triiodothyronine antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity
was calculated by deriving a ratio between dose of interfering
substance to dose of triiodothyronine needed to displace the
same amount of conjugate.

Substance Cross Concentratio
Reactivit n
y
|-Trilodothyronine 1.0000 -
I-Thyroxine < 0.0002 10pg/ml
lodothyrosine < 0.0001 10pg/ml
Diiodothyrosine < 0.0001 10pg/ml
Diiodothyronine < 0.0001 10pg/ml
Phenylbutazone < 0.0001 10pg/ml
Sodium Salicylate < 0.0001 10pg/ml
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AccweBind

ELISA Microwells

Total Thyroxine (T4) Test System
Product Code: 225-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Total
Thyroxine Concentration in Human Serum or Plasma by a
Microplate Enzyme Immunoassay

2.0 SUMMARY AND EXPLANATION OF THE TEST

Measurement of serum thyroxine concentration is generally re-
garded as an important in-vitro diagnostic test for assessing
thyroid function. This importance has provided the impetus for
the significant improvement in assay methodology that has
occurred in the last three decades. This procedural evolution can
be traced from the empirical protein bound iodine (PBI) test (1) to
the theoretically sophisticated radioimmunoassay (2).

This microplate enzyme immunoassay methodology provides the
technician with optimum sensitivity while requiring few technical
manipulations. In this method, serum reference, patient
specimen, or control is first added to a microplate well. Enzyme-
T4 conjugate is added, and then the reactants are mixed. A
competition reaction results between the enzyme conjugate and
the native thyroxine for a limited number of antibody combining
sites immobilized on the well.

After the completion of the required incubation period, the
antibody bound enzyme-thyroxine conjugate is separated from
the unbound enzyme-thyroxine conjugate by aspiration or
decantation. The activity of the enzyme present on the surface of
the well is quantitated by reaction with a suitable substrate to
produce color.

The employment of several serum references of known thyroxine
concentration permits construction of a graph of activity and con-
centration. From comparison to the dose response curve, an
unknown specimen's activity can be correlated with thyroxine
concentration.

3.0 PRINCIPLE

Competitive Enzyme Immunoassay (TYPE 5)

The essential reagents required for a solid phase enzyme
immunoassay include immobilized antibody, enzyme-antigen
conjugate and native antigen.

Upon mixing immobilized antibody, enzyme-antigen conjugate
and a serum containing the native antigen, a competition reaction
results between the native antigen and the enzyme-antigen
conjugate for a limited number of insolubulized binding sites. The
interaction is illustrated by the equation in the following below.
k
a

Enz Enz

Ag + Ag + Abcw. <— AgAbcw. + AgADCw.
k
-a

Abcw = Monospecific Immobilized Antibody (Constant Quantity)
Ag = Native Antigen (Variable Quantity)

EnZAg = Enzyme-antigen Conjugate (Constant Quantity)
AgAbcyw. = Antigen-Antibody Complex

EnZAg Abcw. = Enzyme-antigen Conjugate -Antibody Complex
ka = Rate Constant of Association

k 5 = Rate Constant of Disassociation

K=k, I'k 4 = Equilibrium Constant

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration.
The enzyme activity in the antibody-bound fraction is inversely
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

A. T4 Calibrators — 1ml/vial - Icons A-F
Six (6) vials of serum reference for thyroxine at concentrations
of 0 (A), 2.0 (B), 5.0 (C), 10.0 (D), 15.0 (E) and 25.0 (F) pg/dI.
Store at 2-8°C. A preservative has been added. For Sl units:
pg/dl x 12.9 = nmol/L

B. T4-Enzyme Reagent — 1.5ml/vial - Icon @
One (1) vial of thyroxine-horseradish peroxidase (HRP)
conjugate in a bovine albumin-stabilizing matrix. A
preservative has been added. Store at 2-8°C.

C. T3/T4 Conjugate Buffer — 13 ml - Icon
One (1) bottle reagent containing buffer, red dye, preservative,
and binding protein inhibitors. Store at 2-8°C.

D. T4 Antibody Coated Plate — 96 wells - Iconﬁr}
One 96-well microplate coated with sheep anti-thyroxine
serum and packaged in an aluminum bag with a drying agent.
Store at 2-8°C.

E. Wash Solution Concentrate — 20ml - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate A — 7ml/vial - Icon $"

One (1) bottle containing tetramethylbenzidine (TMB) in
buffer. Store at 2-8°C.

G. Substrate B — 7ml/vial - Icon S®
One (1) bottle containing hydrogen peroxide (H,0O,) in buffer.
Store at 2-8°C.

H. Stop Solution — 8ml/vial - Icon

One (1) bottle containing a strong acid (1.0N HCI).
2-8°C.

I. Product Insert.

Store at

Note 1: Do not use reagents beyond the kit expiration date.
Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.
Note 3: Above reagents are for a 96-well microplate. For other
kit configurations, see table at the end of this IFU.
4.1 Required But Not Provided:
1. Pipette capable of delivering 25pl & 50pl volumes with a
precision of better than 1.5%.
2. Dispenser(s) for repetitive deliveries of 0.100ml and 0.350ml
volumes with a precision of better than 1.5%.
3. Adjustable volume (20-200ul) and (200-1000ul) dispenser(s)
for conjugate and substrate preparation
. Microplate washer or a squeeze bottle (optional).
. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.
. Test tubes for preparation of enzyme conjugate.
. Absorbent Paper for blotting the microplate wells.
. Plastic wrap or microplate cover for incubation steps.
. Vacuum aspirator (optional) for wash steps.
Timer.
Quality control materials.
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5.0 PRECAUTIONS
For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories,” 2nd Edition, 1988, HHS
Publication No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PEPARATION

The specimens shall be blood; serum or plasma in type and the
usual precautions in the collection of venipuncture samples
should be observed. For accurate comparison to established
normal values, a fasting morning serum sample should be
obtained. The blood should be collected in a plain redtop
venipuncture tube without additives or anti-coagulants (for serum)
or evacuated tube(s) containing EDTA or heparin. Allow the blood
to clot for serum samples. Centrifuge the specimen to separate
the serum or plasma from the cells.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.050ml of the
specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the
hypothyroid, euthyroid and hyperthyroid range for monitoring
assay performance. These controls should be treated as
unknowns and values determined in every test procedure
performed. Quality control charts should be maintained to follow
the performance of the supplied reagents. Pertinent statistical
methods should be employed to ascertain trends. The individual
laboratory should set acceptable assay performance limits. In
addition, maximum absorbance should be consistent with past
experience. Significant deviation from established performance
can indicate unnoticed change in experimental conditions or
degradation of kit reagents. Fresh reagents should be used to
determine the reason for the variations.

8.0 REAGENT PREPARATION

1. Working Reagent A = T4-Enzyme Conjugate Solution
Dilute the T4-enzyme conjugate 1:11 with Total T3/T4
conjugate buffer in a suitable container. For example, dilute
160pl of conjugate with 1.6ml of buffer for 16 wells (A slight
excess of solution is made). This reagent should be used
within twenty-four hours for maximum performance of the
assay. Store at 2-8°C.

General Formula:
Amount of Buffer required = Number of wells * 0.1
Quantity of T4 Enzyme necessary = # of wells * 0.01
i.e. =16 x 0.1 = 1.6ml for Total T3/T4 conjugate buffer
16 x 0.01 = 0.16ml (160pl) for T4 enzyme conjugate

2. Wash Buffer
Dilute contents of wash concentrate to 1000ml with distilled or
deionized water in a suitable storage container. Store diluted
buffer at 2-30°C for up to 60 days.

3. Working Substrate Solution
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Notel : Do not use the working substrate if it looks blue.

Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
references and controls to room temperature (20 - 27 <C).

**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplate’s wells for each serum reference, control
and patient specimen to be assayed in duplicate. Replace
any unused microwell strips back into the aluminum bag,
seal and store at 2-8°C.

2. Pipette 0.025 ml (25pl) of the appropriate serum reference,
control or specimen into the assigned well.

3. Add 0.100 ml (100ul) of Working Reagent A, T4 Enzyme
Reagent to all wells (see Reagent Preparation Section).

4. Swirl the microplate gently for 20-30 seconds to mix and

cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 350pl of wash buffer (see Reagent Preparation Section),
decant (tap and blot) or aspirate. Repeat two (2) additional
times for a total of three (3) washes. An automatic or manual
plate washer can be used. Follow the manufacturer's
instruction for proper usage. If a squeeze bottle is
employed, fill each well by depressing the container
(avoiding air bubbles) to dispense the wash. Decant the
wash and repeat two (2) additional times.

8. Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10. Add 0.050ml (50pl) of stop solution to each well and gently
mix for 15-20 seconds. Always add reagents in the same
order to minimize reaction time differences between wells.

11. Read the absorbance in each well at 450nm (using a
reference wavelength of 620-630nm to minimize well
imperfections) in a microplate reader. The results should be
read within thirty (30) minutes of adding the stop solution.

o,

Note: For reassaying specimens with concentrations greater than
25 pg/dl, pipet 12.5ul of the specimen and 12.5ul of the 0
serum reference into the sample well (this maintains a uniform
protein concentration). Multiply the readout value by 2 to
obtain the thyroxine concentration.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration

of thyroxine in unknown specimens.

1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference
versus the corresponding T4 concentration in pg/dl on linear
graph paper (do not average the duplicates of the serum
references before plotting).

3. Connect the points with a best-fit curve.

4. To determine the concentration of T4 for an unknown, locate
the average absorbance of the duplicates for each unknown
on the vertical axis of the graph, find the intersecting point
on the curve, and read the concentration (in pg/dl) from the
horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (1.022) intersects the standard curve at
(8 pg/dl) T4 concentration (See Figure 1).

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.
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The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a standard curve prepared
with each assay.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator 0 pg/dl should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available on
request from Monobind Inc.

12.1 Assay Performance

1. ltis important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to
repeat the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added

grossly contaminated

in the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of
reagents from different batches.

9. Patient specimens with T4 concentrations greater than 35
po/dl may be diluted ¥2 with the ‘0’ serum reference into the
sample well; pipet 12.5ul of the specimen and 12.5pl of the
‘0’ serum reference in the sample well to maintain a uniform
protein concentration.  The sample’s concentration is
obtained by multiplying the result by the dilution factor, 2.

10. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind's IFU may yield inaccurate
results.

11. All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures,
must be strictly followed to ensure compliance and proper
device usage.

12. It is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13. Risk Analysis- as required by CE Mark IVD Directive 98/79/EC
- for this and other devices, made by Monobind, can be
requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. For valid test results, adequate controls and other
parameters must be within the listed ranges and assay
requirements.

4. If test kits are altered, such as by mixing parts of different
kits, which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values
for the calibrators fall within 10% of the assigned
concentrations.

2. Total serum thyroxine concentration is dependent upon a
multiplicity of factors: thyroid gland function and its
regulation, thyroxine binding globulin (TBG) concentration,
and the binding of thyroxine to TBG (3, 4). Thus, total
thyroxine concentration alone is not sufficient to assess
clinical status.

3. Total serum thyroxine values may be elevated under
conditions such as pregnancy or administration of oral
contraceptives. A T3 uptake test may be performed to
estimate the relative TBG concentration in order to determine
if the elevated T4 is caused by TBG variation.

4. A decrease in total thyroxine values is found with
protein-wasting diseases, certain liver diseases and
administration  of testosterone, diphenylhydantoin or
salicylates. A table of interfering drugs and conditions, which
affect total thyroxine values, has been compiled by the
Journal of the American Association of Clinical Chemists.

"NOT INTENDED FOR NEWBORN SCREENING"

13.0 EXPECTED RANGES OF VALUES

A study of euthyroid adult population was undertaken to
determine expected values for the T4 AccuBind™ ELISA Test

System. The mean (X) values, standard deviations (¢) and
expected ranges (+2 o) are presented in Table 1.
TABLE 1
Expected Values for the T4 ELISA Test System (in pg/dl)
Male Female *

Number of Specimens 42 58

Mean (X) 7.6 8.2

Std.Dev (o) 1.6 1.7

Expected Ranges (+2 o)

*Normal patients with high TBG levels were not excluded
except if pregnant.

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for
a population of "normal"-persons is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the T4 AccuBind™
ELISA test system were determined by analyses on three different
levels of pool control sera. The number (N), mean values (X),
standard deviation () and coefficient of variation (C.V.) for each
of these control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in pg/dl )
Sample N X o C.V.%
Low 20 6.87 0.16 2.3
Normal 20 9.95 0.16 1.6
High 20 13.13 0.17 1.3
TABLE 3

Between Assay Precision (Values in pg/dl )
Sample N X [+ C.V.%
Low 20 5.76 0.37 6.3
Normal 20 9.41 0.57 6.1
High 20 16.18 1.21 7.5

*As measured in ten experiments in duplicate over a ten day
period.

d-Triiodothyronin 0.0150 100ug/dl
e

|-Triiodothyronine 0.0300 100ug/dl
lodothyrosine 0.0001 100pg/ml
Diiodothyrosine 0.0001 100pg/ml
Diiodothyronine 0.0001 100pg/ml
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14.2 Sensitivity Cat #: 225-300
The T4 AccuBind™ ELISA test system has a sensitivity of
3.2ng/well. This is equivalent to a sample containing a Size 96(A) 192(B) 480(D) 960(E)
concentration of 0.128 pg/dl. The sensitivity was ascertained by 2mi set
determining the variability of the 0 pg/dl serum calibrator and A) 1ml set 1ml set 2ml set X2
using the 2o (95% certainty) statistic to calculate the minimum >
dose. B) 1 (1.5ml) (L5ml) 1 (8ml) 2 (8ml)
143 Accuracy o | 1aamy (132m|) 16omly | 2 (6omi)
The tT4 Ac_cuBindTM ELISA method was compared w?th a coated D) 1plate 2 5plates 10
tube radioimmunoassay method. Biological specimens from = plates plates
hypothyroid, euthyroid and hyperthyroid populations were used :-fa E) 1 (20ml) 1 1 (60ml) 2 (60ml)
(The values ranged from 0.8pg/dl — 25ug/dl). The total number of 2 (20mD)
such specimens was 131. The least square regression equation F) 1(7ml) 2 (7ml) 1 (30ml) 2 (30ml)
and the correlation coefficient were computed for the T4
AccuBind™ ELISA method in comparison with the reference G) 1(7ml) 2 (7ml) 1(30ml) 2 (30ml)
method. The data obtained is displayed in Table 4.

TABLE 4 H) 1(8ml) 2 (8ml) 1(30ml) 2 (30ml)

Least Square For Orders and Inquiries, please contact

Mean Regression Correlation

Method (x) Analysis Coefficient 8 Monobind Inc.
This 8.07 y = 0.39+0.952(x) 0.934 100 North Pointe Drive

Method
Reference 8.06

Only slight amounts of bias between this method and the
reference method are indicated by the closeness of the mean
values. The least square regression equation and correlation
coefficient indicates excellent method agreement.

14.4 Specificity

The cross-reactivity of the thyroxine antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity
was calculated by deriving a ratio between dose of interfering
substance to dose of thyroxine needed to displace the same
amount of conjugate.

Cross
Substance Reactivity Concentration
I-Thyroxine 1.0000 -
d-Thyroxine 0.9800 10pg/d!

Lake Forest, CA 92630 USA

Tel: +1 949.951.2665 Email: info@monobind.com
Fax: +1949.951.3539 Web: www.monobind.com
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our other interesting products and services.
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ENGLISH
1. INTRODUCTION

Taenia solium is a tapeworm of 2-7 m in length which resides in the small intestine of humans but also other animal species
(monkeys, hamsters). The tapeworms produce proglottids (less than 1,000, and each with 50,000 eggs) which mature, become
gravid, detach from the tapeworm, and migrate to the anus or are passed in the stool. The eggs contained in the gravid
proglottids and passed with the faeces can survive for months to years in the environment. After ingestion of a suitable
intermediate host (pigs and other animals, including humans) the eggs release the oncosphere, invade the intestinal wall and
migrate to the striated muscles, into the brain, liver and other tissues of the host where they develop in cysticerci. In the human
intestine, a cysticercus develops over 2 months into an adult tapeworm, which can survive for up to 25 years. The important
parasitic infection caused by Taenia solium is cysticercosis which may involve the eye and the central nervous system. The
swine tapeworm Taenia solium is worldwide in distribution. Prevalence is higher in poorer communities where humans live in
close contact with pigs and eat undercooked pork, and is very rare in Muslim countries. The main symptom of Taeniasis (only
mild) is often the passage (passive) of proglottids.

The most important feature of Taeniasis solium is the risk of development of Cysticercosis.

Species Disease Symptoms (e.g.) Transmission route

Taenia Taeniasis Abdominal pain; Nausea; Ingestion of undercooked pork meat containing

solium Weakness and fatigue; cysticerci or ingestion of Taenia solium eggs
Weight loss; Flatulence (gases); via fecally contaminated food or water

Diarrhea or constipation; Appetite
changes (too much hunger or loss
Cysticercosis of appetite)

(Neurocysticercosis)
Cysticerci in the brain may cause
increased cranial pressure,
convulsions and altered mental
states

Infection or presence of pathogen may be identified by:

Histology
Microscopy

PCR

Serology: e.g. ELISA

2. INTENDED USE

The Taenia solium 1gG ELISA is intended for the qualitative determination of 1gG class antibodies against Taenia solium in
human serum or plasma (citrate, heparin).

3. PRINCIPLE OF THE ASSAY

The qualitative immunoenzymatic determination of specific antibodies is based on the ELISA (Enzyme-linked Immunosorbent
Assay) technique.

Microtiterplates are coated with specific antigens to bind corresponding antibodies of the sample. After washing the wells to
remove all unbound sample material a horseradish peroxidase (HRP) labelled conjugate is added. This conjugate binds to the
captured antibodies. In a second washing step unbound conjugate is removed. The immune complex formed by the bound
conjugate is visualized by adding Tetramethylbenzidine (TMB) substrate which gives a blue reaction product.

The intensity of this product is proportional to the amount of specific antibodies in the sample. Sulphuric acid is added to stop
the reaction. This produces a yellow endpoint colour. Absorbance at 450/620 nm is read using an ELISA Microtiterplate reader.




4. MATERIALS

41. Reagents supplied

] Microtiterplate: 12 break-apart 8-well snap-off strips coated with Taenia solium antigens; in resealable aluminium foil.

] IgG Sample Dilution Buffer: 1 bottle containing 100 mL of phosphate buffer (10 mM) for sample dilution; pH 7.2 + 0.2;
coloured yellow; ready to use; white cap; < 0.0015% (v/v) CMIT/ MIT (3:1).

] Stop Solution: 1 bottle containing 15 mL sulphuric acid, 0.2 mol/L; ready to use; red cap.

] Washing Buffer (20x conc.): 1 bottle containing 50 mL of a 20-fold concentrated phosphate buffer (0.2 M),
pH 7.2 + 0.2, for washing the wells; white cap.

] Conjugate: 1 bottle containing 20 mL of peroxidased Protein A in phosphate buffer (10 mM); coloured blue; ready to
use; black cap.

] TMB Substrate Solution: 1 bottle containing 15 mL 3,3',5,5'-tetramethylbenzidine (TMB), < 0.1 %; ready to use; yellow
cap.

] Positive Control: 1 vial containing 2 mL control; coloured yellow; ready to use; red cap; < 0.02% (v/v) MIT.

] Cut-off Control: 1 vial containing 3 mL control; coloured yellow; ready to use; green cap; < 0.02% (v/v) MIT.

] Negative Control: 1 vial containing 2 mL control; coloured yellow; ready to use; blue cap; < 0.0015% (v/v) CMIT/ MIT
(3:1).

For hazard and precautionary statements see 12.1
For potential hazardous substances please check the safety data sheet.

4.2. Materials supplied

] 1 Cover foll

] 1 Instruction for use (IFU)

] 1 Plate layout

4.3. Materials and Equipment needed

ELISA Microtiterplate reader, equipped for the measurement of absorbance at 450/620 nm
Incubator 37 °C

Manual or automatic equipment for rinsing Microtiterplate

Pipettes to deliver volumes between 10 and 1000 pL

Vortex tube mixer

Distilled water

Disposable tubes

5. STABILITY AND STORAGE

Store the kit at 2...8 °C. The opened reagents are stable up to the expiry date stated on the label when stored at 2...8 °C.

6. REAGENT PREPARATION

It is very important to bring all reagents and samples to room temperature (20...25 °C) and mix them before
starting the test run!
6.1. Microtiterplate

The break-apart snap-off strips are coated with Taenia solium antigens. Immediately after removal of the strips, the remaining
strips should be resealed in the aluminium foil along with the desiccant supplied and stored at 2...8 °C.

6.2. Washing Buffer (20x conc.)

Dilute Washing Buffer 1 + 19; e. g. 10 mL Washing Buffer + 190 mL distilled water. The diluted buffer is stable for 5 days at
room temperature (20...25 °C). In case crystals appear in the concentrate, warm up the solution to 37°C e.g. in a water bath.
Mix well before dilution.

6.3. TMB Substrate Solution

The reagent is ready to use and has to be stored at 2...8 °C, away from the light. The solution should be colourless or could
have a slight blue tinge. If the substrate turns into blue, it may have become contaminated and should be thrown away.

7. SAMPLE COLLECTION AND PREPARATION

Use human serum or plasma (citrate, heparin) samples with this assay. If the assay is performed within 5 days after sample
collection, the samples should be kept at 2...8 °C; otherwise they should be aliquoted and stored deep-frozen (-70...-20 °C). If
samples are stored frozen, mix thawed samples well before testing. Avoid repeated freezing and thawing.

Heat inactivation of samples is not recommended.

7.1. Sample Dilution

Before assaying, all samples should be diluted 1+100 with 1IgG Sample Dilution Buffer. Dispense 10 uL sample and 1 mL 1gG
Sample Dilution Buffer into tubes to obtain a 1+100 dilution and thoroughly mix with a Vortex.



8. ASSAY PROCEDURE

Please read the instruction for use carefully before performing the assay. Result reliability depends on strict adherence to the
instruction for use as described. The following test procedure is only validated for manual procedure. If performing the test on
ELISA automatic systems we recommend increasing the washing steps from three up to five and the volume of Washing Buffer
from 300 pL to 350 pL to avoid washing effects. Pay attention to chapter 12. Prior to commencing the assay, the distribution and
identification plan for all samples and standards/controls (duplicates recommended) should be carefully established on the plate
layout supplied in the kit. Select the required number of microtiter strips or wells and insert them into the holder.

Perform all assay steps in the order given and without any delays.
A clean, disposable tip should be used for dispensing each standard/control and sample.
Adjust the incubator to 37 + 1 °C.

1. Dispense 100 pL standards/controls and diluted samples into their respective wells. Leave well Al for the Substrate
Blank.

2. Cover wells with the foil supplied in the kit.
3. Incubate for 1 hour 5 min at 37 + 1 °C.

4. When incubation has been completed, remove the foil, aspirate the content of the wells and wash each well three times
with 300 uL of Washing Buffer. Avoid overflows from the reaction wells. The interval between washing and aspiration
should be > 5 sec. At the end carefully remove remaining fluid by tapping strips on tissue paper prior to the next step!

Note:  Washing is important! Insufficient washing results in poor precision and false results.
Dispense 100 pL Protein A conjugate into all wells except for the Substrate Blank well Al.
Incubate for 30 min at room temperature (20...25 °C). Do not expose to direct sunlight.
Repeat step 4.

Dispense 100 uL TMB Substrate Solution into all wells.

Incubate for exactly 15 min at room temperature (20...25 °C) in the dark. A blue colour occurs due to an enzymatic
reaction.

10. Dispense 100 pL Stop Solution into all wells in the same order and at the same rate as for the TMB Substrate Solution,
thereby a colour change from blue to yellow occurs.

11. Measure the absorbance at 450/620 nm within 30 min after addition of the Stop Solution.

© ©o N oGO

8.1. Measurement
Adjust the ELISA Microtiterplate reader to zero using the Substrate Blank.

If - due to technical reasons - the ELISA Microtiterplate reader cannot be adjusted to zero using the Substrate Blank, subtract its
absorbance value from all other absorbance values measured in order to obtain reliable results!

Measure the absorbance of all wells at 450 nm and record the absorbance values for each standard/control and sample in the
plate layout.

Bichromatic measurement using a reference wavelength of 620 nm is recommended.
Where applicable calculate the mean absorbance values of all duplicates.

9. RESULTS

9.1. Run Validation Criteria

In order for an assay run to be considered valid, these Instructions for Use have to be strictly followed and the following criteria
must be met:

] Substrate Blank:  Absorbance value < 0.100

] Negative Control:  Absorbance value < 0.200 and < Cut-off

] Cut-off Control: Absorbance value 0.150 — 1.300

] Positive Control:  Absorbance value > Cut-off

If these criteria are not met, the test is not valid and must be repeated.

9.2. Calculation of Results
The Cut-off is the mean absorbance value of the Cut-off Control determinations.

Example: Absorbance value Cut-off Control 0.44 + absorbance value Cut-off control 0.42 =0.86 /2 =0.43
Cut-off = 0.43
9.2.1. Results in Units [NTU]
Sample (mean) absorbance value x 10 = [NovaTec Units = NTU]
Cut-off
Example: 1.591x10 = 37NTU
0.43



9.3. Interpretation of Results

Cut-off 10 NTU -

Antibodies against the pathogen are present.

Positive >11NTU There has been a contact with the antigen (pathogen resp. vaccine).

Antibodies against the pathogen could not be detected clearly.
Equivocal 9-11 NTU It is recommended to repeat the test with a fresh sample in 2 to 4 weeks. If the result is
equivocal again the sample is judged as negative.

The sample contains no antibodies against the pathogen.

Negative <9NTU A previous contact with the antigen (pathogen resp. vaccine) is unlikely.

Diagnosis of an infectious disease should not be established on the basis of a single test result. A precise diagnosis should
take into consideration clinical history, symptomatology as well as serological data.
In immunocompromised patients and newborns serological data only have restricted value.

10. SPECIFIC PERFORMANCE CHARACTERISTICS

The results refer to the groups of samples investigated; these are not guaranteed specifications.
For further information about the specific performance characteristics please contact NovaTec Immundiagnostica GmbH.

10.1. Precision

Intraassay n Mean (E) CV (%)
#1 24 0.460 4.89
#2 24 0.782 6.40
#3 24 0.790 8.29
Interassay n Mean (NTU) CV (%)
#1 12 17.20 5.23
#2 12 20.32 7.84
#3 12 3.70 13.87

10.2. Diagnostic Specificity

The diagnostic specificity is defined as the probability of the assay of scoring negative in the absence of the specific analyte.
It is 100% (95% confidence interval: 96.67% - 100%).

10.3. Diagnostic Sensitivity

The diagnostic sensitivity is defined as the probability of the assay of scoring positive in the presence of the specific analyte.
It is 100% (95% confidence interval: 78.2% - 100%).

10.4. Interferences

Interferences with hemolytic, lipemic or icteric samples are not observed up to a concentration of 10 mg/mL hemoglobin,
5 mg/mL triglycerides and 0.5 mg/mL bilirubin.

10.5. Cross Reactivity
Cross reaction of the antigens with antibodies against Echinococcus and Entamoeba is possible.

11.LIMITATIONS OF THE PROCEDURE

Bacterial contamination or repeated freeze-thaw cycles of the sample may affect the absorbance values.




12. PRECAUTIONS AND WARNINGS

=  The test procedure, the information, the precautions and warnings in the instructions for use have to be strictly followed.
The use of the testkits with analyzers and similar equipment has to be validated. Any change in design, composition and
test procedure as well as for any use in combination with other products not approved by the manufacturer is not
authorized; the user himself is responsible for such changes. The manufacturer is not liable for false results and incidents
for these reasons. The manufacturer is not liable for any results by visual analysis of the patient samples.

= Only for in-vitro diagnostic use.

=  All materials of human or animal origin should be regarded and handled as potentially infectious.

=  All components of human origin used for the production of these reagents have been tested for anti-HIV antibodies, anti-

HCV antibodies and HBsAg and have been found to be non-reactive.

Do not interchange reagents or Microtiterplates of different production lots.

No reagents of other manufacturers should be used along with reagents of this test Kkit.

Do not use reagents after expiry date stated on the label.

Use only clean pipette tips, dispensers, and lab ware.

Do not interchange screw caps of reagent vials to avoid cross-contamination.

Close reagent vials tightly immediately after use to avoid evaporation and microbial contamination.

After first opening and subsequent storage check conjugate and standard/control vials for microbial contamination prior to

further use.

=  To avoid cross-contamination and falsely elevated results pipette patient samples and dispense reagents without splashing
accurately into the wells.

=  The ELISA is only designed for qualified personnel following the standards of good laboratory practice (GLP).

] For further internal quality control each laboratory should additionally use known samples.

12.1. Safety note for reagents containing hazardous substances

Reagents may contain CMIT/MIT (3:1) or MIT (refer to 4.1)
Therefore, the following hazard and precautionary statements apply.

Warning H317 May cause an allergic skin reaction.
P261 Avoid breathing spray.
P280 Wear protective gloves/ protective clothing.

P302+P352 IF ON SKIN: Wash with plenty of soap and water.
P333+P313 If skin irritation or rash occurs: Get medical advice/ attention.
P362+P364 Take off contaminated and Wash it before reuse.

Further information can be found in the safety data sheet.

12.2. Disposal Considerations

Residues of chemicals and preparations are generally considered as hazardous waste. The disposal of this kind of waste is
regulated through national and regional laws and regulations. Contact your local authorities or waste management companies
which will give advice on how to dispose hazardous waste.

13. ORDERING INFORMATION

Prod. No.: TAEGO0420 Taenia solium IgG ELISA (96 Determinations)



DEUTSCH
1. EINLEITUNG

Taenia solium (Schweinebandwurm) ist ein weltweit verbreiteter Bandwurm (Cestode) von etwa 2-7m Lange. Er lebt im
Dunndarm des Menschen und verschiedener Tiere (Affe, Hamster). Der Bandwurm produziert Proglottiden (< 1.000, jede
Proglottide enthélt 50.000 Eier), die reifen, sich vom Bandwurm abschniren, zum Anus wandern oder mit dem Stuhl
transportiert werden. Die in den Proglottiden enthaltenen Eier sind in der Umwelt Monate bis Jahre Uberlebensfahig. Nach der
Aufnahem der Eier durch einen geeigneten Zwischenwirt (Schweine und andere Tiere inkl. Mensch) reifen die Larven schnell
heran und werden freigesetzt. Sie durchdringen in die Darmwand und wandern in die Muskulatur, das Gehirn, Leber und andere
Wirtsgewebe, wo sich die Zystizerken entwickeln. Im menschlichen Darm entwickelt sich ein Zystikerkus innerhalb von 2
Monaten zu einem adulten Bandwurm. Dieser kann bis zu 25 Jahre Uberleben. Das Hauptsymptom einer milden Taeniasis ist
die passive Passage von Proglottiden. Das wichtigste Risiko einer durch T. solium ausgeldste Erkrankung ist die Zystizerkose,
die sich im Auge oder ZNS entwickeln kann. Die Pravalenz fiir eine Infektion ist in armen Gemeinschaften, wo Mensch und
Schwein in engem Kontakt zueinander leben und ungares Schweinefleisch gegessen wird, groRer. In islamischen Landern ist
die Erkrankung sehr selten.

Spezies Erkrankung Symptome (z.B.) Infektionsweg

Taenia solium Taeniasis Bauchschmerzen; Ubelkeit; Schwiche und Aufnahme von
Mudigkeit; Bandwurmeiern tber
Gewichtsverlust; Flatulenz (Gas); Durchfall oder Unzureichend gekochter
Verstopfung; Anderungen von Appetit (Hunger Schweinefleisch oder durch
oder Appetitlosigkeit) Fakalien kontaminierte

Nahrung oder Wasser
Cysticerci im Gehirn kann erhéhten Schadeldruck,
Zystizerkose Krampfe und veranderte geistige Zustande
(Neurocysticercose) | verursachen

Nachweis des Erregers bzw. der Infektion durch:
Histologie

Mikroskopie

PCR

Serologie: z.B. ELISA

2. VERWENDUNGSZWECK

Der Taenia solium 1gG ELISA ist fur den qualitativen Nachweis spezifischer 1gG-Antikdrper gegen Taenia solium in humanem
Serum oder Plasma (Citrat, Heparin) bestimmt.

3. TESTPRINZIP

Die qualitative immunenzymatische Bestimmung von spezifischen Antikérpern beruht auf der ELISA (Enzyme-linked
Immunosorbent Assay) Technik.

Die Mikrotiterplatten sind mit spezifischen Antigenen beschichtet, an welche die korrespondierenden Antikdrper aus der Probe
binden. Ungebundenes Probenmaterial wird durch Waschen entfernt. Anschlieend erfolgt die Zugabe eines Meerettich-
Peroxidase (HRP) Konjugates. Dieses Konjugat bindet an die an der Mikrotiterplatte gebundenen spezifischen Antikdrper. In
einem zweiten Waschschritt wird ungebundenes Konjugat entfernt. Die Immunkomplexe, die durch die Bindung des Konjugates
entstanden sind, werden durch die Zugabe von Tetramethylbenzidin (TMB)-Substratldsung und eine resultierende Blaufarbung
nachgewiesen.

Die Intensitat des Reaktionsproduktes ist proportional zur Menge der spezifischen Antikdrper in der Probe. Die Reaktion wird
mit Schwefelsdure gestoppt, wodurch ein Farbumschlag von blau nach gelb erfolgt. Die Absorption wird bei 450/620 nm mit
einem Mikrotiterplatten-Photometer gemessen.




4. MATERIALIEN

41. Mitgelieferte Reagenzien

. Mikrotiterplatte: 12 teilbare 8er-Streifen, beschichtet mit Taenia solium Antigenen; in wieder verschlielbarem
Aluminiumbeutel.

. IgG-Probenverdinnungspuffer: 1 Flasche mit 100 mL Phosphatpuffer (10 mM) zur Probenverdiinnung; pH 7,2 + 0,2;
gelb gefarbt; gebrauchsfertig; weil3e Verschlusskappe; < 0,0015% (v/v) CMIT/ MIT (3:1).

. Stoppldsung: 1 Flasche mit 15 mL Schwefelsdure, 0,2 mol/L; gebrauchsfertig; rote Verschlusskappe.

- Waschpuffer (20x konz.): 1 Flasche mit 50 mL eines 20-fach konzentrierten Phosphatpuffers (0,2 M), zum Waschen
der Kavitaten; pH 7,2 + 0,2; weil3e Verschlusskappe.

. Konjugat: 1 Flasche mit 20 mL Peroxidase-konjugiertem Protein A in Phosphatpuffer (10 mM); blau gefarbt;
gebrauchsfertig; schwarze Verschlusskappe.

. TMB-Substratldsung: 1 Flasche mit 15 mL 3,3°,5,5 -Tetramethylbenzidin (TMB), < 0,1 %; gebrauchsfertig; gelbe
Verschlusskappe.

- Positivkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geféarbt; rote Verschlusskappe; gebrauchsfertig; < 0,02% (v/v)
MIT.

. Cut-off Kontrolle: 1 Flaschchen mit 3 mL Kontrolle; gelb geférbt; grine Verschlusskappe; gebrauchsfertig; < 0,02%
(vIv) MIT.

. Negativkontrolle: 1 Flaschchen mit 2 mL Kontrolle; gelb geférbt; blaue Verschlusskappe; gebrauchsfertig; < 0,0015%

(v/v) CMIT/ MIT (3:1).

Fur Gefahren- und Sicherheitshinweise siehe 12.1.
Fur potenzielle Gefahrstoffe Gberpriifen Sie bitte das Sicherheitsdatenblatt.

4.2. Mitgeliefertes Zubehor

= 1 selbstklebende Abdeckfolie

] 1 Arbeitsanleitung

] 1 Plattenlayout

4.3 Erforderliche Materialien und Gerate

Mikrotiterplatten-Photometer mit Filtern 450/620 nm

Inkubator 37 °C

Manuelle oder automatische Waschvorrichtung fir Mikrotiterplatten
Mikropipetten (10 - 1000 pL)

Vortex-Mischer

Destilliertes Wasser

Plastikrohrchen fiir den einmaligen Gebrauch

5. STABILITAT UND LAGERUNG

Testkit bei 2...8 °C lagern. Die geéffneten Reagenzien sind bis zu den auf den Etiketten angegebenen Verfallsdaten
verwendbar, wenn sie bei 2...8 °C gelagert werden.

6. VORBEREITUNG DER REAGENZIEN

Es ist sehr wichtig, alle Reagenzien und Proben vor ihrer Verwendung auf Raumtemperatur (20...25 °C) zu bringen
und zu mischen!
6.1. Mikrotiterplatte

Die abbrechbaren Streifen sind mit Taenia solium Antigenen beschichtet. Nicht verbrauchte Vertiefungen im Aluminiumbeutel
zusammen mit dem Trockenmittel sofort wieder verschlieRen und bei 2...8 °C lagern.

6.2. Waschpuffer (20x konz.)

Der Waschpuffer ist im Verhéltnis 1 + 19 zu verdunnen; z.B. 10 mL Waschpuffer + 190 mL destilliertes Wasser.
Der verdinnte Puffer ist bei Raumtemperatur (20...25 °C) 5 Tage haltbar. Sollten Kristalle im Konzentrat auftreten, die Lésung
z.B. in einem Wasserbad auf 37 °C erwarmen und vor dem Verdiinnen gut mischen.

6.3. TMB-Substratldsung

Die gebrauchsfertige L6sung ist bei 2...8 °C vor Licht geschitzt aufzubewahren. Die Losung ist farblos, kann aber auch leicht
hellblau sein. Sollte die TMB-Substratldsung blau sein, ist sie kontaminiert und kann nicht im Test verwendet werden.

7. ENTNAHME UND VORBEREITUNG DER PROBEN

Es sollten humane Serum- oder Plasmaproben (Citrat, Heparin) verwendet werden. Werden die Bestimmungen innerhalb von
5 Tagen nach Blutentnahme durchgefiihrt, kénnen die Proben bei 2...8 °C aufbewahrt werden, sonst aliquotieren und
tiefgefrieren (-70...-20 °C). Wieder aufgetaute Proben vor dem Verdinnen gut schitteln. Wiederholtes Tiefgefrieren und
Auftauen vermeiden!

Hitzeinaktivierung der Proben wird nicht empfohlen.



7.1. Probenverdiinnung

Proben vor Testbeginn im Verhéltnis 1 + 100 mit IgG-Probenverdiinnungspuffer verdiinnen, z. B. 10 pL Probe und 1 mL IgG-
Probenverdiinnungspuffer in die entsprechenden Rohrchen pipettieren, um eine Verdinnung von 1 + 100 zu erhalten; gut
mischen (Vortex).

8. TESTDURCHFUHRUNG

Arbeitsanleitung vor Durchfiihrung des Tests sorgféltig lesen. Fur die Zuverlassigkeit der Ergebnisse ist es notwendig, die
Arbeitsanleitung genau zu befolgen. Die folgende Testdurchfiihrung ist fiir die manuelle Methode validiert. Beim Arbeiten mit
ELISA Automaten empfehlen wir, um Wascheffekte auszuschlieen, die Zahl der Waschschritte von drei auf bis zu finf und das
Volumen des Waschpuffers von 300 pL auf 350 pL zu erhdhen. Kapitel 12 beachten. Vor Testbeginn auf dem mitgelieferten
Plattenlayout die Verteilung bzw. Position der Proben und der Standards/Kontrollen (Doppelbestimmung empfohlen) genau
festlegen. Die bendtigte Anzahl von Mikrotiterstreifen (Kavitaten) in den Streifenhalter einsetzen.

Den Test in der angegebenen Reihenfolge und ohne Verzégerung durchfihren.
Fur jeden Pipettierschritt der Standards/Kontrollen und Proben saubere Einmalspitzen verwenden.
Den Inkubator auf 37 + 1 °C einstellen.
1. Je 100 pL Standards/Kontrollen und vorverdiinnte Proben in die entsprechenden Vertiefungen pipettieren. Vertiefung
Al ist fUr den Substratleerwert vorgesehen.
2. Die Streifen mit der mitgelieferten Abdeckfolie bedecken.
3. 1h+5minbei37+1 °Cinkubieren.

4. Am Ende der Inkubationszeit Abdeckfolie entfernen und die Inkubationsfliissigkeit aus den Teststreifen absaugen.
AnschlieRend dreimal mit 300 uL Waschpuffer waschen. UberflieRen von Fliissigkeit aus den Vertiefungen vermeiden.
Das Intervall zwischen Waschen und Absaugen sollte >5 sec betragen. Nach dem Waschen die Teststreifen auf
FlieRBpapier ausklopfen, um die restliche Flissigkeit zu entfernen.

Beachte: Der Waschvorgang ist wichtig, da unzureichendes Waschen zu schlechter Prazision und falschen
Messergebnissen fiihrt!

5. 100 pL Konjugat in alle Vertiefungen, mit Ausnahme der fir die Berechnung des Leerwertes Al vorgesehenen,
pipettieren. Mit Folie abdecken.

30 min bei Raumtemperatur (20...25 °C) inkubieren. Nicht dem direkten Sonnenlicht aussetzen.
Waschvorgang gemaR Punkt 4 wiederholen.
100 pL TMB-Substratlésung in alle Vertiefungen pipettieren.

Genau 15 min im Dunkeln bei Raumtemperatur (20...25 °C) inkubieren. Bei enzymatischer Reaktion findet eine
Blaufarbung statt.

10. In alle Vertiefungen 100 pL Stopplosung in der gleichen Reihenfolge und mit den gleichen Zeitintervallen wie bei
Zugabe der TMB-Substratlésung pipettieren, dadurch erfolgt ein Farbwechsel von blau nach gelb.

11. Die Extinktion der Losung in jeder Vertiefung bei 450/620 nm innerhalb von 30 min nach Zugabe der Stopplésung
messen.

© © N

8.1. Messung
Mit Hilfe des Substratleerwertes den Nullabgleich des Mikrotiterplatten-Photometers vornehmen.

Falls diese Eichung aus technischen Grunden nicht méglich ist, muss nach der Messung der Extinktionswert des
Substratleerwertes von allen anderen Extinktionswerten subtrahiert werden, um einwandfreie Ergebnisse zu erzielen!

Extinktion aller Kavitaten bei 450 nm messen und die Messwerte der Standards/Kontrollen und Proben in das Plattenlayout
eintragen.

Eine bichromatische Messung mit der Referenzwellenlange 620 nm wird empfohlen.
Falls Doppel- oder Mehrfachbestimmungen durchgefiihrt wurden, den Mittelwert der Extinktionswerte berechnen.

9. BERECHNUNG DER ERGEBNISSE

9.1. Testgultigkeitskriterien

Damit ein Testlauf als valide betrachtet werden kann, muss diese Gebrauchsanweisung strikt befolgt werden, und die folgenden
Kriterien missen erfillt sein:

. Substrat-Leerwert: Extinktionswert < 0,100

- Negativkontrolle: Extinktionswert < 0,200 und < Cut-off
. Cut-off Kontrolle: Extinktionswert 0,150 — 1,300

. Positivkontrolle: Extinktionswert > Cut-off

Sind diese Kriterien nicht erfillt, ist der Testlauf ungultig und muss wiederholt werden.



9.2. Messwertberechnung
Der Cut-off ergibt sich aus dem Mittelwert der gemessenen Extinktionen der Cut-off Kontrolle.
Beispiel: 0,44 OD Cut-off Kontrolle + 0,42 OD Cut-off Kontrolle = 0,86: 2 = 0,43

Cut-off = 0,43
9.2.1. Ergebnisse in Einheiten [NTU]
Mittlere Extinktion der Probe x 10 = [NovaTec Einheiten = NTU]
Cut-off
Beispiel: 1,591 x10 = 37 NTU
0,43
9.3. Interpretation der Ergebnisse
Cut-off 10 NTU -
- Es liegen Antikdrper gegen den Erreger vor. Ein Kontakt mit dem Antigen
Positiv > 11NTU (Erreger bzw. Impfstoff) hat stattgefunden.
Antikorper gegen den Erreger konnen nicht eindeutig nachgewiesen
Grenzwerti 9— 11 NTU werden. Es wird empfohlen den Test nach 2 bis 4 Wochen mit einer frischen
9 Patientenprobe zu wiederholen. Finden sich die Ergebnisse erneut im
grenzwertigen Bereich, gilt die Probe als negativ.
Negativ <9 NTU Es liegen keine Antikdrper gegen den Erreger vor. Ein vorausgegangener
9 Kontakt mit dem Antigen (Erreger bzw. Impfstoff) ist unwahrscheinlich.
Die Diagnose einer Infektionskrankheit darf nicht allein auf der Basis des Ergebnisses einer Bestimmung gestellt werden.
Die anamnestischen Daten sowie die Symptomatologie des Patienten missen zusatzlich zu den serologischen
Ergebnissen in Betracht gezogen werden. Bei Immunsupprimierten und Neugeborenen besitzen die Ergebnisse
serologischer Tests nur einen begrenzten Wert.

10. TESTMERKMALE

Die Ergebnisse beziehen sich auf die untersuchten Probenkollektive; es handelt sich nicht um garantierte Spezifikationen.
Fir weitere Informationen zu den Testmerkmalen kontaktieren Sie bitte NovaTec Immundiagnostica GmbH.

10.1. Prazision

Intraassay n Mittelwert (E) VK (%)
#1 24 0,460 4,89
#2 24 0,782 6,40
#3 24 0,790 8,29
Interassay n Mittelwert (NTU) VK (%)
#1 12 17,20 5,23
#2 12 20,32 7,84
#3 12 3,70 13,87

10.2. Diagnostische Spezifitat

Die diagnostische Spezifitdt ist definiert als die Wahrscheinlichkeit des Tests, ein negatives Ergebnis bei Fehlen des
spezifischen Analyten zu liefern. Sie betragt 100% (95% Konfidenzintervall: 96,67% - 100%).

10.3. Diagnostische Sensitivitat

Die diagnostische Sensitivitat ist definiert als die Wahrscheinlichkeit des Tests, ein positives Ergebnis bei Vorhandensein des
spezifischen Analyten zu liefern. Sie ist 100% (95% Konfidenzintervall: 78,2% - 100%).

10.4. Interferenzen

Hamolytische, lipAmische und ikterische Proben ergaben bis zu einer Konzentration von 10 mg/mL H&moglobin, 5 mg/mL
Triglyceride und 0,5 mg/mL Bilirubin keine Interferenzen im vorliegenden ELISA.

10.5. Kreuzreaktivitat
Eine Kreuzreaktion mit Echinococcus und Entamoeba ist moglich.

11. GRENZEN DES VERFAHRENS

Kontamination der Proben durch Bakterien oder wiederholtes Einfrieren und Auftauen kénnen zu einer Verédnderung der
Messwerte fuihren.
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12. SICHERHEITSMASSNAHMEN UND WARNHINWEISE

Die Testdurchfiihrung, die Information, die SicherheitsmalRnahmen und Warnhinweise in der Arbeitsanleitung sind strikt zu
befolgen. Bei Anwendung des Testkits auf Diagnostika-Geréaten ist die Testmethode zu validieren. Jede Anderung am
Aussehen, der Zusammensetzung und der Testdurchfiihrung sowie jede Verwendung in Kombination mit anderen
Produkten, die der Hersteller nicht autorisiert hat, ist nicht zulassig; der Anwender ist fiir solche Anderungen selbst
verantwortlich. Der Hersteller haftet fur falsche Ergebnisse und Vorkommnisse aus solchen Grinden nicht. Auch fir
falsche Ergebnisse aufgrund von visueller Auswertung wird keine Haftung tbernommen.

Nur fir in-vitro-Diagnostik.

Alle Materialien menschlichen oder tierischen Ursprungs sind als potentiell infektiés anzusehen und entsprechend zu
behandeln.

Alle verwendeten Bestandteile menschlichen Ursprungs sind auf Anti-HIV-AK, Anti-HCV-AK und HBsAQ nicht-reaktiv
getestet.

Reagenzien und Mikrotiterplatten unterschiedlicher Chargen nicht untereinander austauschen.

Keine Reagenzien anderer Hersteller zusammen mit den Reagenzien dieses Testkits verwenden.

Nicht nach Ablauf des Verfallsdatums verwenden.

Nur saubere Pipettenspitzen, Dispenser und Labormaterialien verwenden.

Verschlusskappen der einzelnen Reagenzien nicht untereinander vertauschen, um Kreuzkontaminationen zu vermeiden.
Flaschen sofort nach Gebrauch fest verschlieRen, um Verdunstung und mikrobielle Kontamination zu vermeiden.

Nach dem ersten Offnen Konjugat und Standards/Kontrollen vor weiterem Gebrauch auf mikrobielle Kontamination priifen.
Zur Vermeidung von Kreuzkontamination und falsch erhdhten Resultaten, Reagenzien sorgféltig in die Kavitéten
pipettieren.

Der ELISA ist nur fur qualifiziertes Personal bestimmt, das den Standards der Guten Laborpraxis (GLP) folgt.

Zur weiteren internen Qualitatskontrolle sollte jedes Labor zuséatzlich bekannte Proben verwenden.

12.1. Sicherheitshinweis fir Reagenzien, die Gefahrstoffe enthalten

Die Reagenzien kénnen CMIT/MIT (3:1) oder MIT enthalten (siehe 4.1)
Daher gelten die folgenden Gefahren- und Sicherheitshinweise.

Achtung H317 Kann allergische Hautreaktionen verursachen.
P261 Einatmen von Aerosol vermeiden.
P280 Schutzhandschuhe/ Schutzkleidung tragen

P302+P352 BEI BERUHRUNG MIT DER HAUT: Mit viel Seife und Wasser waschen.

P333+P313 Bei Hautreizung oder -ausschlag: Arztlichen Rat einholen/ arztliche Hilfe
hinzuziehen.

P362+P364 Kontaminierte Kleidung ausziehen und vor erneutem Tragen waschen

Weitere Informationen kdnnen dem Sicherheitsdatenblatt enthommen werden.

12.2. Entsorgungshinweise

Chemikalien und Zubereitungen sind in der Regel Sonderabfélle. Deren Beseitigung unterliegt den nationalen abfallrechtlichen
Gesetzen und Verordnungen. Die zustandige Behorde informiert Uber die Entsorgung von Sonderabféllen.

13. BESTELLINFORMATIONEN

Produkthnummer: TAEG0420 Taenia solium 1gG ELISA (96 Bestimmungen)
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FRANGAIS
1. INTRODUCTION

Taenia solium est un ténia de 2-7 m de longueur qui réside dans l'intestin gréle des humains mais également de toute autre
espéce animale (singes, hamsters). Les ténias produisent des proglottis (moins de 1.000, et chacun avec 50.000 ceufs) qui
mdrissent, deviennent gravides, se détachent du ténia, et migrent a I'anus ou sont excrétés par les selles. Les ceufs contenus
dans les proglottis gravides et excrétés par les selles peuvent survivre pendant des mois ou méme des années. Aprés
I'ingestion par un héte intermédiaire (des porcs et d'autres animaux, y compris des humains) convenable, |'ceuf éclore dans
l'intestin gréle et libére 'oncosphére qui pénétre le mur intestinal et migre dans les muscles striés, dans le cerveau, le foie et
d'autres tissus du hote ou elle se développe en cysticercus. Dans l'intestin humain, un cysticercus se développe pendant 2 mois
en ténia adulte, qui peut survivre pendant jusqu'a 25 ans. L'infection parasitaire provoquée par Taenia solium est un cysticerque
qui peut atteindre I'ceil et le systéeme nerveux central. Le Taenia solium de porc est distribué dans le monde entier. L’infection se
produit plus fréquemment dans des communautés pauvres ou les humains vivent en contact étroit avec des porcs et mangent
du porc pas assez cuit. L’infection est donc trés rare dans les pays musulmans. Le passage (passif) des proglottis est souvent
le symptdme principal de Taeniasis (doux). Le Taeniasis pose le risque du développement de cysticerque.

Espéce | La maladie Symptdmes (p.ex.) Modes de transmission
Taenia | Teeniasis Douleur abdominale; La nausée; Faiblesse et fatigue; Ingestion de la viande de
solium Perte de poids; Flatulence (gaz); Diarrhée ou constipation; | porc pas assez cuite
Changements d'appétit (trop de faim ou perte d'appétit) contenant de cysticercus
ou ingestion des ceufs de
Cysticerque Cysticercus dans le cerveau peuvent causer de la Taenia solium par de la
(neurocysticercose) pression intracranienne élevée, et des dérangements nourriture ou d'eau
mentaux souillées de selles

L'infection ou la présence d'un agent pathogéne peut étre identifiée par:

Histologie

Microscopie

PCR

Sérologie: p. ex. ELISA

2. INDICATION D’UTILISATION

La trousse Taenia solium IgG ELISA est prévue pour la détection qualitative des anticorps IgG anti-Taenia solium dans le
sérum humain ou plasma (citrate, héparine).

3. PRINCIPE DU TEST

La détermination immunoenzymatique qualitative des anticorps spécifiques est basée sur le la technique ELISA (du anglais,
Enzyme-Linked Immunosorbent Assay).

Plaques de Microtitrage sont recouvertes d'antigénes spécifiques pour lier les anticorps correspondants de I'échantillon. Aprées
le lavage des puits pour éliminer I'échantillon détaché, le conjugué peroxydase de raifort (HRP) est ajouté. Ce conjugué se lie
aux anticorps capturés. Dans une deuxieme étape de lavage, le conjugué non lié est éliminé. Le complexe immun formé par le
conjugué lié est visualisé par I'addition tétraméthylbenzidine (TMB) qui donne un produit de réaction bleu.

L'intensité de ce produit est proportionnelle & la quantité d'anticorps spécifiques dans I'échantillon. L'acide sulfurique est ajouté
pour arréter la réaction. Cela produit un changement du bleu au jaune. L'absorbance a 450/620 nm est lue en utilisant un
photomeétre de Plaque de Microtitrage ELISA.

4. MATERIEL

4.1. Réactifs fournis

] Plaque de Microtitrage : 12 barrettes de 8 puits sécables revétus d’antigéne d’'Taenia solium; en sachets d'aluminium
refermables.

] Tampon de Dilution d’Echantillon IgG: 1 flacon contenant 100 mL de tampon phosphaté (10 mM) pour la dilution de
I'échantillon; pH 7,2 + 0,2; prét a 'emploi; couleur jaune; bouchon blanc; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solution d'arrét: 1 flacon contenant 15 mL d'acide sulfurique, 0,2 mol/L; prét a 'emploi; bouchon rouge.

] Tampon de Lavage (concentré x 20): 1 flacon contenant 50 mL d'un tampon phosphaté (0,2 M) concentré 20 fois
(pH 7,2 £ 0,2) pour laver les puits; bouchon blanc.

] Conjugué: 1 flacon contenant 20 mL de Protéine A conjuguées a de la peroxydase du raifort dans le tampon
phosphaté (10 mM); prét a I'emploi; couleur bleue, bouchon noir.

] Solution de Substrat TMB: 1 flacon contenant 15 mL de 3,3',5,5'-tétraméthylbenzidine (TMB) ; < 0,1 %; prét a
I'emploi; bouchon jaune.

] Contréle Positif: 1 flacon contenant 2 mL contrdle; prét a I'emploi; couleur jaune; bouchon rouge; < 0,02% (v/v) MIT.

= Contrdle Cut-off: 1 flacon contenant 3 mL contréle; prét a 'emploi; couleur jaune; bouchon vert; < 0,02% (v/v) MIT.

] Contrble Négatif: 1 flacon contenant 2 mL contrdle; prét a 'emploi; couleur jaune; bouchon bleu; < 0,0015% (v/v)

CMIT/ MIT (3:1).

Pour les mentions de danger et les conseils de prudence voir chapitre 12.1.
Pour les substances potentiellement dangereuses s'il vous plait vérifiez la fiche de données de sécurité.
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4.2. Matériel fourni

1 couvercle autocollante
1 instructions d’utilisation
1 présentation de la plaque

»
w

Matériel et équipement requis

Photomeétre de Plaque de Microtitrage ELISA, pour mesurer I'absorbance a 450/620 nm
Incubateur 37 °C

Laveur manuel ou automatique pour le lavage des Plaque de Microtitrage

Pipettes pour utilisation entre 10 et 1000 L

Mélangeur Vortex

Eau distillée

Tubes jetables

5. STABILITE ET CONSERVATION

Conserver le kit a 2...8 °C. Les réactifs ouverts sont stables jusqu'a la date de péremption indiquée sur I'étiquette lorsqu'il est
conservé a 2...8°C.

6. PREPARATION DES REACTIFS

Il est trés important porter tous les réactifs et échantillons a température ambiante (20 ... 25 °C) et les mélanger
avant de commencer le test!

6.1. Plaque de Microtitrages

Les barrettes sécables sont revétues d’antigéne d’'Taenia solium. Immédiatement apres avoir prélevé les barrettes nécessaires,
les barrette restantes doivent étre scellés le vide dans de feuille d'aluminium avec le sac de silicium (le déshydratant) fourni et
emmagasiner a 2...8 °C.

6.2. Tampon de Lavage (conc. x 20)

Diluer le Tampon de Lavage 1+19; par exemple 10 mL du Tampon de Lavage + 190 mL d'eau distillée. Le Tampon de Lavage
diluée est stable pendant 5 jours a la température ambiante (20...25 °C). Cas apparaissent des cristaux dans le concentré,
chauffer la solution a 37 °C par exemple dans un bain-marie mélangez bien avant dilution.

6.3. Solution de Substrat TMB

La solution est préte a utiliser et doit étre emmagasiné a 2...8 °C, a I'abri de la lumiére. La solution doit étre incolore ou pourrait
avoir une légére couleur bleu clair. Si le substrat devient bleu, il peut avoir été contaminé et ne peut pas étre utilisé dans le test.

7. PRELEVEMENT ET PREPARATION DES ECHANTILLONS

Utiliser des échantillons humains de sérum ou plasma (citrate, héparine) pour ce test. Si le test est réalisé dans les 5 jours
aprés le prélévement, les échantillons doivent étre conservés a 2...8 °C; autrement ils doivent étre aliquotés et conservés
surgelés (-70...-20 °C). Si les échantillons sont conservés congelés, bien mélanger les échantillons décongelés avant le test.
Eviter les cycles répétés de congélation et décongélation.

L’inactivation par la chaleur des échantillons n’est pas recommandée.

7.1. Dilution de I’échantillon

Avant du test, tous les échantillons doivent étre dilués 1 + 100 avec diluant de I'échantillon IgG. Diluer 10 pL d'échantillon avec
1 mL I diluant de I'échantillon IgG dans des tubes pour obtenir une dilution 1 + 100 et mélanger soigneusement sur un Vortex.
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8. PROCEDE DE TEST

Lire attentivement les instructions d’utilisation avant de réaliser le test. La fiabilité des résultats dépend du suivi strict
d'utilisation comme décrit. La technique de test suivante a été validée uniquement pour une procédure manuelle. Si le test doit
étre effectué sur un systéemes automatiques pour ELISA, nous conseillons d’augmenter le nombre d’étapes de lavage de trois a
cing et le volume du Tampon de Lavage de 300 a 350 pL. Faites attention au chapitre 12. Avant de commencer le test, le plan
de distribution et d'identification de tous les échantillons et les étalons/controles (il est recommandé déterminer en double)
doivent étre soigneusement établi sur la feuille présentation de la plaque prévue dans le conseil de kit. Sélectionner le nombre
de barrettes ou de puits nécessaires et les placer sur le support.

Réaliser toutes les étapes du test dans l'ordre donné et sans délai.
Un embout de pipette propre et jetable doit étre utilisé pour distribuer chaque étalon/contréle et échantillon.
Régler l'incubateur a 37 £ 1 °C.
1. Pipeter 100 pL de étalons/contréles et d’échantillons dilués dans leurs puits respectifs. Garder le puits A1 pour le blanc
substrat.
2. Couvrir les puits avec le couvercle, fourni dans le kit.
3. Incuber pendant 1 heure + 5 minutes a 37 £ 1 °C.

4. Alafin de l'incubation, enlever le couvercle, aspirer le contenu des puits et laver chaque puits trois fois avec 300 pL de
Tampon du lavage. Eviter les débordements des puits de réaction. L'intervalle entre le cycle de lavage et I'aspiration
doit étre > 5 sec. A la fin, enlever soigneusement le liquide restant en tapotant les barrettes sur du papier absorbant
avant la prochaine étape.

Note: L‘étape de lavage est trés importante! Un lavage insuffisant peut conduire a une précision faible et de faux
résultats !

Pipeter 100 pL du conjugué dans tous les puits sauf le puits Blanc Al.

Incuber pendant 30 minutes a température ambiante (20...25°C). N’exposer pas a la lumiére directe du soleil.
Répéter I'étape numéro 4.

Pipeter 100 uL de la Solution de Substrat TMB dans tous les puits.

Incuber pendant exactement 15 minutes a température ambiante (20...25°C) dans I'obscurité. Une couleur bleue
se produit en raison d'une réaction enzymatique.

10. Pipeter 100 pL de la solution d'arrét dans tous les puits dans le méme ordre et a la méme vitesse que pour la Solution
de Substrat TMB, ainsi, il y a un changement du bleu au jaune.

11. Mesurer I'absorbance a 450/620 nm dans les 30 minutes aprées I'addition de la solution d'arrét.
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8.1. Mesure

Réglez le Photometre de Plaque de Microtitrages ELISA a zéro en utilisant le Blanc substrat.

Si - pour des raisons techniques - le Photomeétre de Plaque de Microtitrages ELISA ne peut pas étre ajusté a zéro en utilisant le
Blanc substrat, la valeur d’absorbance de cette doit étre soustraire la valeur d'absorbance de toutes les autres valeurs
d’absorbance mesurées afin d'obtenir des résultats fiables!

Mesurer l'absorbance de tous les puits a 450 nm et enregistrer les valeurs d'absorbance pour chaque étalon/contréle et
échantillon dans la présentation de la plaque.

Il est recommandé d'effectuer la mesure dichromatique utilisant 620 nm comme longueur d'onde de référence.

Si doubles déterminations ont été effectuées, calculer les valeurs moyennes d'absorbance.

9. RESULTATS

9.1. Critéres de validation

Pour qu'une série d'analyses soit considérée comme valide, ces instructions d'utilisation doivent étre strictement suivies, et les
critéres suivants doivent étre respectés:

. Blanc Substrat: Valeur d’absorbance < 0,100

. Contrble négatif: Valeur d’absorbance < 0,200 et < Cut-off
. Contrbéle Cut-off: Valeur d’absorbance 0,150 — 1,300

. Controéle positif: Valeur d'absorbance > Contrble Cut-off

Lorsque ces critéres ne sont pas remplis, le test n’est pas valide et doit étre recommencé.

9.2. Calcul des résultats

La valeur seuil correspond a la moyenne des valeurs d’absorbance du Contrdle Cut-off.

Exemple: 0,44 DO Controle Cut-off + 0,42 DO Controle Cut-off = 0,86: 2 = 0,43
Cut-off = 0,43

9.2.1. Résultats en unités [NTU]

Valeur (moyenne) d'absorbance de I' échantillon x 10= [unités NovaTec = NTU]
Cut-off

Exemple: 1591 x10 = 37 NTU
0,43
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9.3. Interprétation des résultats

Cut-off 10 NTU -
Positif > 11 NTU Les antlcorpsl dlr!ggs contre Ia}gent pathoge_ne sont présents. |l ya eu un
contact avec I'antigéne (pathogéne resp. vaccin).
Les anticorps dirigés contre l'agent pathogéne ne pouvaient pas étre
. détectés clairement. Il est recommandé de répéter le test avec un échantillon
Zone grise 9-11NTU . . - : . .
frais dans 2 & 4 semaines. Si le résultat est encore dans la zone grise
I'échantillon est jugé négatif.
. L'échantillon ne contient pas d'anticorps contre l'agent pathogéne. Un
Negatif <9NTU < ST . ?
contact préalable avec l'antigéne (pathogene resp. vaccin) est peu probable.
Le diagnostic d'une maladie infectieuse ne devrait pas étre établi sur la base du résultat d’'une seule analyse. Un diagnostic
précis devrait prendre en considération ['histoire clinique, la symptomatologie ainsi que les données sérologiques. Les
données sérologiques sont de valeur limité dans le cas des patients immunodéprimés et des nouveaux-nés.

10. PERFORMANCES DU TEST

Ces résultats s’appuient sur les groupes d’échantillons étudiés; il n’agit pas de caractéristiques techniques garanties.
Pour plus d'informations sur les performances du test s'il vous plait contactez NovaTec Immundiagnostica GmbH.

10.1. Précision

Intra-essai n movyenne (E) CV (%)
#1 24 0,460 4,89
#2 24 0,782 6,40
#3 24 0,790 8,29
Inter-essai n moyenne (NTU) CV (%)
#1 12 17,20 5,23
#2 12 20,32 7,84
#3 12 3,70 13,87

10.2. Spécificité diagnostique

La spécificité diagnostique est définie comme la probabilité d’obtenir un résultat négatif en I'absence d'un analyte spécifique.
Elle est 100% (95% Intervalle de confiance: 96,67% - 100%).

10.3. Sensibilité diagnostique

La sensibilité diagnostique est définie comme la probabilité d’obtenir un résultat positif en présence d'un analyte spécifique.
Elle est 100% (95% Intervalle de confiance: 78,2% - 100%).

10.4. Interférences

Des échantillons hémolytiques ou lipémiques ou ictériques n'ont pas montré d’interférences, avec des concentrations jusqu’a
10 mg/mL de hémoglobine, 5 mg/mL de triglycérides et 0,5 mg/mL de bilirubine.

10.5. Réaction croisée
Réactions croisées des antigénes avec des anticorps contre Echinococcus et Entamoeba est possible.

11.LIMITES DE LA TECHNIQUE

Une contamination bactérienne ou des cycles de congélation/décongélation répétés de léchantillon peuvent affecter les valeurs
d'absorption.
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12. PRECAUTIONS ET AVERTISSEMENTS

La procédure de test, I'information, les précautions et mises en garde de la notice d’emploi, doivent étre suivies de fagon
stricte. L'utilisation de ces trousses avec des automates ou dispositifs similaires doit étre validée. Aucun changement de la
conception, composition et procédure de test, ainsi que I'utilisation avec d’autres produits non approuvés par le fabricant,
ne sont pas autorisés; seul I'utilisateur est responsable de tels changements. Le fabricant n’est pas responsable des faux
résultats et des incidents dus a ces motifs. Le fabricant n’est pas responsable des résultats fournis par analyse visuelle des
échantillons des patients.

Uniquement pour diagnostic in vitro.

Tous les matériaux d’origine humaine ou animale doivent étre considérés et traités comme étant potentiellement infectieux.
Tous les composants d’origine humaine utilisés pour la fabrication de ces réactifs ont été analysés et ont été trouvés non
réactifs en Ag HBs, en anticorps anti-VHI 1 et 2 et en anticorps anti-VHC.

Ne pas échanger les réactifs ou les Plaque de Microtitrage provenant de différents lots de production.

Ne pas utiliser de réactifs provenant d’autres fabricants avec les réactifs de cette trousse.

Ne pas utiliser les réactifs apres la date de péremption indiquée sur I'étiquette.

Utiliser seulement des embouts de pipette, des distributeurs et du matériel de laboratoire propres.

Ne pas échanger les bouchons des flacons, pour éviter la contamination croisée.

Fermer soigneusement les flacons aprées utilisation pour éviter I'évaporation et la contamination microbienne.

Avant une nouvelle utilisation, vérifier les flacons de conjugué et de étalon/contrdle, déja utilisés, pour exclure une
contamination microbienne.

Pour éviter la contamination croisée et des résultats faussement élevés, introduire les échantillons de patients et les
réactifs exactement au fond des puits sans éclabousser.

L'ELISA est uniguement congu pour le personnel qualifié suivant les normes de bonnes pratiques de laboratoire (Good
Laboratory Practice, GLP).

Pour un contréle de qualité interne plus poussé, chague laboratoire doit en outre utiliser des échantillons connus.

12.1. Note de sécurité pour les réactifs contenant des substances dangereuses

Les réactifs peuvent contenir du CMIT/MIT ou du MIT (voir chapitre 4.1)
Par conséquent, les mentions de danger et les conseils de prudence suivants s’appliquent.

Attenttion H317 Peut provoquer une allergie cutanée.
P261 Eviter de respirer les aérosols.
P280 Porter des gants de protection/ des vétements de protection.
P302+P352 EN CAS DE CONTACT AVEC LA PEAU: Laver abondamment savon a
I'eau.

P333+P313 En cas d'irritation ou d'éruption cutanée: consulter un médecin.
P362+P364 Enlever les vétements contaminés et les laver avant réutilisation.

De plus amples informations peuvent étre trouvées dans la fiche de données de sécurité.

12.2. Elimination des déchets

Les résidus des produits chimiques et des préparations sont considérés en général comme des déchets dangereux.
L’élimination de ce type de déchet est réglementée par des lois et réglementations nationales et régionales. Contacter les
autorités compétentes ou les sociétés de gestion des déchets pour obtenir des renseignements sur I'élimination des déchets

dangereux.
13.INFORMATION POUR LES COMMANDES
Référence: TAEG0420 Taenia solium IgG ELISA (96 déterminations)
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ITALIANO
1. INTRODUZIONE

La Taenia solium & un verme platelminta di 2-7 m di lunghezza che vive nell'intestino tenue degli uomini e di altre specie
animali (scimmie, criceti). La tenia produce proglottidi (fino a 1.000 e ciascuno con 50.000 uova) che una volta mature,
producono uova, si staccano dalla tenia e migrano verso I'ano o vengono espulsi con le feci. Le uova contenute nelle proglottidi
e espluse con le feci possono sopravvivere nell’ambiente da mesi fino ad anni. Dopo I'ingestione in un ospite intermedio (maiali
e altri animali, compreso 'uomo) le uova rilasciano le oncosfere, che invadono la parete intestinale e migrano nella muscolatura
striata, nel cervello, nel fegato, e negli altri tessuti dell’ospite, dove si sviluppano in cisticerchi.

Nell'intestino umano un cisticerco diventa, in circa 2 mesi una tenia adulta, che pud sopravvivere fino a 25 anni. L’infezione
parassitaria causata da Taenia solium ¢ la cisticercosi che puo interessare gli occhi e il sistema nervoso centrale. L’infezione da
Taenia solium ¢ diffusa in tutto il mondo. La prevalenza € piu alta nelle comunita povere dove gli uomini vivono a stretto
contatto con suini e mangiamo carne di maiale poco cotta ed € molto rara nei paesi Mussulmani. Il principale sintomo della
teniasi (nella forma lieve) é I'espulsione (passiva) dei proglottidi.

La caratteristica piu importante della teniasi causata dalla Taenia solium ¢ il rischio di sviluppare la cisticercosi.

=  Specie Malattia Sintomi (p.es.) Via di trasmissione
Taenia solium Teniasi Dolore addominale; Nausea; Debolezza e Ingestione di carne di maiale
affaticamento; Perdita di peso; Flatulenza (gas); poco cotta contenente
Diarrea o costipazione; alterazioni dell'appetito cisticerchi o ingestione di
(troppa fame o perdita di appetito). uova di Taenia solium
attraverso acqua e cibo
Cisticercosi | cisticerchi localizzati nel cervello causano un contaminati.
(Neuro-cisticercosi) | aumento della pressione intracranica, convulsioni
e stato mentale alterato.

L'infezione o la presenza di un agente patogeno puo essere identificata da:
] Istologia

Microscopia

PCR

Sierologia p.es. ELISA

2. USO PREVISTO

Il Taenia solium IgG ELISA é un kit per la determinazione qualitativa degli anticorpi specifici della classe IgG per Taenia solium
nel siero o plasma (citrato, eparina) umano.

3. PRINCIPIO DEL TEST

La determinazione immunoenzimatico qualitativa degli anticorpi specifici si basa sulla tecnica ELISA (d'inglese Enzyme-linked
immunosorbent assay).

Piastre di Microtitolazione sono rivestiti con antigeni specifici che si legano agli anticorpi presenti nel campione. Dopo aver
lavato i pozzetti per rimuovere tutto il materiale campione non legato, il coniugato di perossidasi di rafano (HRP) & aggiunto.
Questo coniugato si lega agli anticorpi catturati. In una seconda fase di lavaggio coniugato, non legato e rimosso. Il complesso
immunitario formato dal coniugato legato sara evidenziato aggiungendo tetrametilbenzidina (TMB) substrato che da una
colorazione blu.

L'intensita di questa colorazione & direttamente proporzionale alla quantita di anticorpi specifici presenti nel campione. Acido
solforico & aggiunto per bloccare la reazione. Questo produce un cambiamento di colore dal blu al giallo. Assorbanza a 450/620
nm viene letto utilizzando un fotometro di Piastre di Microtitolazione ELISA.
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4. MATERIALI

4.1. Reagenti forniti

= Piastre di Microtitolazione: 12 strisce divisibili in 8 pozzetti, con adesi antigeni della Taenia solium; dentro una busta
d’alluminio richiudibile.

] Tampone di Diluizione del Campione IgG: 1 flacone contenente 100 mL di tampone fosfato (10 mM) per diluire i
campioni; pH 7,2 + 0,2; colore giallo; pronto all’'uso; tappo bianco; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Soluzione Bloccante: 1 flacone contenente 15 mL di acido solforico, 0,2 mol/L, pronto all'uso; tappo rosso.

] Tampone di Lavaggio (20x conc.): 1 flacone contenente 50 mL di un tampone fosfato concentrato 20 volte (0,2 M)
per il lavaggio dei pozzetti; pH 7,2 £ 0,2; tappo bianco.

] Coniugato: 1 flacone contenente 20 mL della Proteina A con perossidasi in tampone fosfato (10 mM); colore azzurro;
pronto all’'uso; tappo nero.

] Soluzione Substrato TMB: 1 flacone contenente 15 mL di 3,3",5,5-Tetrametilbenzidina (TMB), < 0,1 %; pronto
all'uso; tappo giallo.

] Controllo Positivo: 1 flacone da 2 mL controllo; colore giallo; tappo rosso; pronto all’'uso; < 0,02% (v/v) MIT.

] Controllo Cut-off: 1 flacone da 3 mL controllo; colore giallo; tappo verde; pronto all'uso; < 0,02% (v/v) MIT.

= Controllo Negativo: 1 flacone da 2 mL controllo; colore giallo; tappo blu; pronto all'uso; < 0,0015% (v/v) CMIT/ MIT
(3:2).

Le indicazioni di pericolo e consigli di prudenza vedi capitolo 12.1.
Per le sostanze potenziali pericolose si prega di leggere la scheda di dati di sicurezza.

4.2. Accessori forniti

L] 1 pellicola adesiva

] 1 istruzione per I'uso

] 1 schema della piastra

4.3. Materiali e attrezzature necessari

Fotometro per Piastre di Microtitolazione con filtri da 450/620 nm
Incubatrice 37 °C

Lavatore, manuale o automatico, di Piastre di Microtitolazione
Micropipette per l'uso tra 10-1000 pL

Vortex-Mixer

Acqua distillata

Provette monouso

5. MODALITA DI CONSERVAZIONE

Conservare il kit a 2...8 °C. | reagenti aperti sono stabili fino alla data di scadenza indicata sull'etichetta quando sono conservati
az2.8°C.

6. PREPARAZIONE DEI REAGENTI

E molto importante, portare tutti i reagenti e campioni a temperatura ambiente (20...25 °C) e mescolare prima di
iniziare il test.
6.1. Piastre di Microtitolazione

Le strisce divisibili sono rivestite con gli antigeni della Taenia solium. Immediatamente dopo la rimozione degli strisce necessari,
le strisce rimanenti devono essere sigillare huovamente in un foglio di alluminio insieme con il sacchetto di gel di silice
conservati a 2...8 °C.

6.2. Tampone di Lavaggio (20x conc.)

Diluire il Tampone di Lavaggio 1+19; per esempio: 10 mL del Tampone di Lavaggio + 190 mL di acqua distillata. Il Tampone di
Lavaggio diluito & stabile per 5 giorni a temperatura ambiente (20...25 °C). Se cristalli appaiono nel concentrato, riscaldare la
soluzione a 37 °C per esempio in un bagnomaria. Mescolare bene prima della diluizione.

6.3. Soluzione Substrato TMB

La soluzione sta pronta all'uso e deve essere conservata a 2...8 °C, al riparo dalla luce. La soluzione deve essere incolore o
potrebbe avere un leggero colore blu chiaro. Se il substrato diventa blu, potrebbe essere stato contaminato e non pud essere
utilizzato nel test.

7. PRELIEVO E PREPARAZIONE DEI CAMPIONI

Per questo test si prega di usare campioni di siero o plasma (citrato, eparina) umano. Se il test & fatto entro 5 giorni dal prelievo
i campioni possono essere conservati tra 2..8 °C. Altrimenti devono essere aliquotati e congelati tra (-70...-20 °C). Se i
campioni sono conservati congelati, mescolare bene i campioni scongelati prima del test. Evitare cicli ripetuti di
congelamento/scongelamento.

L’inattivazione dei campioni per mezzo del calore non & raccomandata.
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7.1. Diluizione dei campioni

Prima del test, diluire i campioni 1+100 con Tampone di Diluizione del Campione IgG. Per esempio, pipettare nelle provette 10
pL di campione + 1 mL di Tampone di Diluizione del Campione IgG e mescolare bene (Vortex).

8. PROCEDIMENTO

Leggere bene le istruzioni per 'uso prima di iniziare il teste. L’affidabilita dei risultati dipende dalla stretta aderenza le istruzioni
per l'uso di prova come descritto. La seguente procedura & stata validata per I'esecuzione manuale. Per un’esecuzione su
strumentazione automatica si consiglia di incrementare il numero di lavaggi de 3 a 5 volte e il volume della Tampone di
Lavaggio da 300 a 350 pL per evitare effetti di lavaggio. Prestare attenzione al capitolo 12. Stabilire innanzitutto il piano di
distribuzione e identificazione dei campioni e standards/controlli (¢ raccomandato determinare in duplicato) sullo schema della
piastra fornito con il kit. Inserire i pozzetti necessari nel supporto.

Eseguire il test nell'ordine stabilito dalle istruzioni, senza ritardi.
Sul pipettaggio utilizzare puntali nuovi e puliti per ogni campione e standard/controllo.
Regolare I'incubatore a 37 + 1 °C.

1. Pipettare 100 pL di standard/controllo e di campione diluito nei relativi pozzetti. Usare il pozzetto Al per il Bianco-
substrato.

2. Coprire i pozzetti con la pellicola adesiva, fornita nel kit.
Incubare 1 ora+5 min a 37 = 1°C.

4. Al termine dell'incubazione, togliere la pellicola e aspirare il liquido dai pozzetti. Successivamente lavare i pozzetti tre
volte con 300 pL di Tampone di Lavaggio. Evitare che la soluzione trabocchi dai pozzetti. L’intervallo tra il lavaggio e
I'aspirazione deve essere > 5 sec. Dopo il lavaggio picchiettare delicatamente i pozzetti su una carta assorbente per
togliere completamente il liquido, prima del passo successivo.

Attenzione: Il lavaggio € una fase molto importante. Da lavaggio insufficiente risulta una bassa precisione e
risultati falsi!

Pipettare 100 pL di Coniugato in tutti i pozzetti, escludendo quello con il Bianco-substrato (Blank) Al.
Incubare per 30 min a temperatura ambiente (20...25 °C). Non esporre a fonti di luce diretta.
Ripetere il lavaggio secondo punto 4.

Pipettare 100 pL di Soluzione Substrato TMB in tutti i pozzetti.

Incubare precisamente per 15 min a temperatura ambiente (20...25 °C) al buio. Un colore blu verifica a causa
della reazione enzimatica.

10. Pipettare 100 pL di Soluzione Bloccante in tutti i pozzetti, nello stesso ordine della Soluzione Substrato TMB, in tal
modo un cambiamento di colore dal blu al giallo avviene.

11. Misurare I'assorbanza a 450/620 nm entro 30 min dopo I'aggiunta della Soluzione Bloccante.

w

©®NoO;

8.1. Misurazione
Regolare il fotometro per le Piastre di Microtitolazione ELISA a zero usando il substrato-Bianco (Blank).

Se, per motivi tecnici, non & possibile regolare il fotometro per le Piastre di Microtitolazione a zero usando il Bianco-substrato, il
valore de assorbanza de questo deve essere sottratto dai valori dell’assorbanza da tutti i valori delle altre assorbanze per
ottenere risultati affidabili!

Misurare I’assorbanza di tutti i pozzetti a 450 nm e inserire tutti i valori misurati nello schema della piastra.

E raccomandato fare le misurazioni delle onde bichrome (due colori). Utilizzando la lunghezza d’onda de 620 nm come misura
di riferimento.

Dove sono state misurate in doppio, calcolare la media delle assorbanze.

9. RISULTATI

9.1. Validazione del test

Affinché un test possa essere considerato valido, le presenti Istruzioni per I'uso devono essere rigorosamente seguite e devono
essere soddisfatti i seguenti criteri:

. Substrato Bianco (Blank): Valore di assorbanza < 0,100

. Controllo Negativo: Valore di assorbanza < 0,200 e < Cut-off
. Controllo Cut-off: Valore di assorbanza 0,150 — 1,300
. Controllo Positivo: Valore di assorbanza > Cut-off

Se non sono soddisfatti questi criteri, il test non & valido e deve essere ripetuto.

9.2. Calcolo dei risultati

Il Cut-off & la media dei valori di assorbanza dei Controlli Cut-off.

Esempio: Valore di assorbanza del Controllo Cut-off 0,44 + valore di assorbanza del Controllo Cut-off 0,42 = 0,86/2 = 0,43
Cut-off = 0,43
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9.2.1. Risultati in unita [NTU]

Assorbanza media del campione x 10 = [unita NovaTec = NTU]
Cut-off

Esempio: 1,591 x10 = 37 NTU
0,43

9.3. Interpretazione dei risultati

Cut-off 10 NTU -

PoSitivo > 11 NTU Antlc':orpl contro il patogeno sono  presenti. C'e stato un contatto con
I'antigene (patogeno resp. vaccino).
Anticorpi contro il patogeno non ¢ stato possibile rilevare chiaramente.

. Si consiglia di ripetere il test con un nuovo campione in 2-4 settimane.

Zona grigia 9-11NTU S \ L . . -
Se il risultato & nuovamente nella zona grigia, il campione viene giudicato
come negativo.

Negativo <9 NTU Il campione 'nor.1 contiene anticorpi contro il \p.atogeno.. Un precedente
contatto con l'antigene (patogeno resp. vaccino) € improbabile.

La diagnosi di una malattia infettiva non deve essere fatta soltanto sulla risultanza di un unico test.

E importante considerare anche I'anamnesi ed i sintomi del paziente.

| risultati del test da pazienti immunosoppressi e neonati hanno un valore limitato.

10. CARATTERISTICHE DEL TEST

| risultati si riferiscono al gruppo di campioni investigato; questi non sono specifiche garantite.
Per ulteriori informazioni su caratteristiche del test, si prega, di contattare NovaTec Immundiagnostica GmbH.

10.1. Precisione

Intradosaggio n Media (E) CV (%)
#1 24 0,460 4,89
#2 24 0,782 6,40
#3 24 0,790 8,29
Interdosaggio n Media (NTU) CV (%)
#1 12 17,20 5,23
#2 12 20,32 7,84
#3 12 3,70 13,87

10.2. Specificita diagnostica

La specificita diagnostica € la probabilita del test di fornire un risultato negativo in assenza di analitai specifici.
La specificita diagnostica € 100% (95% intervallo di confidenza: 96,67% - 100%).

10.3. Sensibilita diagnostica

La sensibilita diagnostica € la probabilita del test di fornire un risultato positivo alla presenza di analita specifici.
La sensibilita diagnostica € 100% (95% intervallo di confidenza: 78,2% - 100%).

10.4. Possibili interferenze

Campioni emolitici, lipidici et itterici contenenti fino a 10 mg/mL di emoglobina, 5 mg/mL di trigliceridi e 0,5 mg/mL di bilirubina
non hanno presentato fenomeni di interferenza nel presente test.

10.5. Reattivita crociata
Reazioni crociata degli antigeni con anticorpi contro Echinococcus e Entamoeba & possibile.

11. LIMITAZIONI

Una contaminazione da microorganismi o ripetuti cicli di congelamento-scongelamento possono alterare i valori delle
assorbanze.
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12. PRECAUZIONI E AVVERTENZE

La procedura analitica, le informazioni, le precauzioni e le avvertenze contenute nelle istruzioni per 'uso devono essere
seguite scrupolosamente. L’'uso dei kit con analizzatori e attrezzature similari deve essere previamente convalidato.
Qualunque cambiamento nello scopo, nel progetto, nella composizione o struttura e nella procedura analitica, cosi come
qualunque uso dei kit in associazione ad altri prodotti non approvati dal produttore non & autorizzato; I'utilizzatore stesso &
responsabile di questi eventuali cambiamenti. Il produttore non & responsabile per falsi risultati e incidenti che possano
essere causati da queste ragioni. Il produttore non & responsabile per qualunque risultato ottenuto attraverso esame visivo
dei campioni dei pazienti.

Solo per uso diagnostico in-vitro.

Tutti i materiali di origine umana o animale devono essere considerati potenzialmente contagiosi e infettivi.

Tutti gli elementi di origine umana sono stati trovati non reattivi con Anti-HIV-Ab, Anti-HCV-Ab e HBsAQ.

Non scambiare reagenti e Piastre di Microtitolazione di lotti diversi.

Non utilizzare reagenti d’altri produttori insieme con i reagenti di questo kit.

Non usare dopo la data di scadenza.

Utilizzare soltanto punte per pipette, distributori, e articoli da laboratorio puliti.

Non scambiare i tappi dei flaconi, per evitare contaminazione crociata.

Richiudere i flaconi immediatamente dopo I'uso per evitare la vaporizzazione e contaminazione.

Una volta aperti e dopo relativo stoccaggio verificare i reagenti per una loro eventuale contaminazione prima dell’'uso.

Per evitare contaminazioni crociate e risultati erroneamente alti pipettare i campioni e reagenti con molta precisione nei
pozzetti senza spruzzi.

L'ELISA é progettato solo per il personale qualificato che segue le norme di buona pratica di laboratorio (Good Laboratory
Practice, GLP).

Per un ulteriore controllo di qualita interno ogni laboratorio dovrebbe inoltre utilizzare campioni noti.

12.1. Nota di sicurezza per i reagenti contenenti sostanze pericolose

| reagenti possono contenere CMIT/MIT (3:1) o MIT (vedi capitolo 4.1)
Pertanto, si applicano le seguenti indicazioni di pericolo e le consigli di prudenza.

Attenzione H317 Puo provocare una reazione allergica cutanea.
P261 Evitare di respirare gli aerosol.
P280 Indossare guanti/ indumenti protettivi.

P302+P352 IN CASO DI CONTATTO CON LA PELLE: lavare abbondantemente con
sapone acqua.

P333+P313 In caso di irritazione o eruzione della pelle: consultare un medico.

P362+P364  Togliere tutti gli indumenti contaminati e lavarli prima di indossarli
nuovamente.

Ulteriori informazioni sono disponibili nella scheda di dati di sicurezza.

12.2. Smaltimento

In genere tutte le sostanze chimiche sono considerati rifiuti pericolosi. Lo smaltimento é regolato da leggi nazionali. Per ulteriori
informazioni contattare 'autorita locale.

13.INFORMAZIONI PER GLI ORDINI

Numero del prodotto: TAEG0420 Taenia solium 1gG ELISA (96 determinazioni)
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ESPANOL
1. INTRODUCCION

Delgado del hombre asi como en otras especies animales (monos, hamsters). Las proglétides de los platelmintos (menos de
1.000 y de 50.000 huevos cada una) se desprenden del mismo al madurar y migran hacia el ano o pasan a las heces.

Los huevos de las proglétides contenidas en las heces pueden sobrevivir en el ambiente en un periodo que oscila de meses a
afos.

Después de la ingestion de un huésped intermediario adecuado (cerdo u otros animales) los huevos liberan la oncosfera,
invaden la pared intestinal y migran hacia los musculos estriados, al cerebro, higado y otros tejidos del huésped donde
desarrollan el cisticerco.

Después de dos meses en el intestino humano el cisticerco se transforma en un adulto que puede sobrevivir durante 25 afios.

La infeccién parasitaria mas importante causada por la Taenia solium es la cisticercosis que puede afectar a los ojos y al
sistema nervioso central.

La Taenia solium del cerdo estda mundialmente distribuida. Su prevalencia es mayor en comunidades con bajos recursos
donde la gente vive en contacto directo con los cerdos e ingieren este animal poco cocido y es muy poco frecuente en paises
musulmanes.

El principal sintoma de la Teniasis (enfermedad suave) es la transferencia pasiva de proglotides.

El riesgo méas importante que conlleva la infeccién por Taenia solium es la posibilidad de desarrollar la cisticercosis..

Especies Enfermedad Sintomas (p.ej.) Via de transmisién
Taenia solium Taeniasis Dolor abdominal; Nausea; Debilidad y fatiga; Ingestion de cerdo poco
Pérdida de peso; Flatulencia (gases); Diarrea o cocido que contenga
estreflimiento; Cambios en el apetito (demasiada cisticercos o la ingestién
hambre o pérdida de apetito) de huevos de Taenia
solium a través de agua o
Cysticercosis La cisticercosis en el cerebro puede causar comida contaminada por
(Neurocisticercosis) | aumento de la presion craneal, convulsiones y heces
confusién mental

La infeccion o la presencia de un patdgeno puede identificarse mediante:

Histologia
Microscopia

PCR

Serologia: p. ej. ELISA

2. USO PREVISTO

El enzimoinmunoensayo Taenia solium IgG ELISA se utiliza para la determinacion cualitativa de anticuerpos IgG especificos
contra Taenia solium en suero o plasma (citrato, heparina) humano.

3. PRINCIPIO DEL ENSAYO

La determinacion inmunoenzimética cualitativa de anticuerpos especificos se basa en la técnica ELISA (Enzyme-linked
Immunosorbent Assay).

Las Placas de Microtitulacion estan recubiertas con antigenos especificos unen a los anticuerpos de la muestra. Después de
lavar los pocillos para eliminar todo el material de muestra no unida, el conjugado de peroxidasa de rabano (HRP) se afiade.
Este conjugado se une a los anticuerpos capturados. En una segunda etapa de lavado se retira el conjugado no unido. El
complejo inmune formado por el conjugado unido se visualiza afiadiendo substrato tetrametilbencidina (TMB), que da un
producto de reaccion azul.

La intensidad de este producto es proporcional a la cantidad de anticuerpos especificos en la muestra. se afiade acido sulfarico
para detener la reaccion. Esto produce un cambio de color de azul a amarillo. La extincion a 450/620 nm se mide con un
fotometro de Placa de Microtitulacion ELISA.

22



4. MATERIALES

4.1. Reactivos suministrados

] Placa de Microtitulacion: 12 tiras de 8 pocillos rompibles, recubiertos con antigenos de Taenia solium, en bolsa de
aluminio.

] Tampén de dilucién de Muestras 1gG: 1 botella de 100 mL de soluciéon de tampén de fosfato (10 mM) para diluir la
muestra; pH 7,2 £ 0,2; color amarillo; listo para ser utilizado; tapa blanca; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solucién de Parada: 1 botella de 15 mL de acido sulfdrico, 0,2 mol/L, listo para ser utilizado; tapa roja.

] Tampoén de Lavado (20x conc.): 1 botella de 50 mL de una solucién de tamp6n de fosfato 20x concentrado (0,2 M)
para lavar los pocillos; pH 7,2 £ 0,2; tapa blanca.

] Conjugado: 1 botella de 20 mL Proteina A con peroxidasa en tampén de fosfato (10 mM); color azul; tapa negra; listo
para ser utilizado.

. Solucién de Sustrato de TMB: 1 botella de 15 mL 3,3,5,5-tetrametilbenzindina (TMB), < 0,1 %; listo para ser
utilizado; tapa amarilla.

. Control Positivo: 1 botella de 2 mL control; color amarillo; tapa roja; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Cut-off; 1 botella de 3 mL control; color amarillo; tapa verde; listo para ser utilizado; < 0,02% (v/v) MIT.

. Control Negativo: 1 botella de 2 mL control; color amarillo; tapa azul; listo para ser utilizado; < 0,0015% (v/v) CMIT/
MIT (3:1).

Para indicaciones de peligro y consejos de prudencia consulte el cap. 12.1.
Para sustancias potencialmente peligrosas por favor revise la ficha de datos de seguridad.

4.2. Accesorios suministrados

] 1 lamina autoadhesiva
] 1 instrucciones de uso
] 1 esquema de la placa
4.3 Materiales e instrumentos necesarios

Fotometro de Placa de Microtitulacion con filtros de 450/620 hm
Incubadora 37 °C

Dispositivo de lavado manual o automatico de Placa de Microtitulacion
Micropipetas para uso de (10-1000 pL)

Mezcladora Vortex

Agua destilada

Tubos de plastico desechables

5. ESTABILIDAD Y ALMACENAJE

Almacene el kit a 2...8 °C. Los reactivos abiertos son estables hasta la fecha de caducidad indicada en la etiqueta cuando se
almacena a 2...8 °C.

6. PREPARACION DE LOS REACTIVOS

Es muy importante llevar todos los reactivos y las muestras a temperatura ambiente (20...25 °C) y mezclarlos
antes de ser utilizados!

6.1. Placa de Microtitulacion

Las tiras rompibles estan recubiertas con antigeno de Taenia solium. Inmediatamente después de la eliminacién de las tiras,
las tiras restantes deben sellarse de nuevo en el papel de aluminio junto con la bolsita di diéxio de silicio y almacenar a 2...8 °C.
6.2. Tampon de Lavado (20x conc.)

Diluir el Tampdn de Lavado 1+19; por ejemplo 10 mL del Tampdn de Lavado + 190 mL de agua destilada. EI Tampon de
Lavado diluido es estable durante 5 dias a temperatura ambiente (20...25 °C). En caso de aparecer cristales en el concentrado,
calentar la solucién a 37 °C, por ejemplo, en un bafio Maria. Mezclar bien antes de la dilucién.

6.3. Solucion de Sustrato de TMB

La solucion esta lista para su uso y debe almacenarse a 2...8 °C, protegida de la luz. La solucién debe ser incolora o podria
tener un color ligeramente azul claro. Si el sustrato se convierte en azul, es posible que haya sido contaminado y no puede ser
utilizado en el ensayo.

7. TOMAY PREPARACION DE LAS MUESTRAS

Usar muestras de suero o plasma (citrato, heparina) humano. Si el ensayo se realiza dentro de 5 dias después de la toma de
sangre, las muestras pueden ser almacenadas a 2...8 °C, en caso contrario deben ser alicuotadas y almacenadas congeladas
(-70...-20 °C). Agitar bien las muestras descongeladas antes de diluirlas. Evitar congelaciones y descongelaciones repetidas.
No se recomienda la inactivacién por calor de las muestras.
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7.1. Dilucién de las muestras

Antes del ensayo, las muestras tienen que estar diluidas en relacion 1 + 100 con el Tampon de dilucién de Muestras IgG, p. e.
10 pL de la muestra con 1 mL de Tampon de dilucién de Muestras 1gG, mezclar bien con la mezcladora Vortex.

8. PROCEDIMIENTO

Por favor, leer cuidadosamente las instrucciones de uso del ensayo antes de realizarlo. Para el buen funcionamiento de la
técnica es necesario seguir las instrucciones. El siguiente procedimiento es valido solamente para el método manual. Si se
realiza el ensayo en los sistemas automaticos de ELISA es aconsejable elevar el nimero de lavados de tres hasta cinco veces
y el volumen de Tampén de Lavado de 300 pL a 350 pL para excluir efectos de lavado. Preste atencién al capitulo 12. Antes de
comenzar, especificar exactamente la reparticion y posicién de las muestras y de los estandares/controles (se recomienda
determinar en duplicado) en el esquema de la placa suministrada. Usar la cantidad necesaria de tiras o pocillos e insertarlos en
el soporte.

Realizar el ensayo en el orden indicado y sin retraso.
Para cada paso de pipeteado en los estandares/controles y en las muestras, usar siempre puntas de pipeta de un solo uso.
Graduar la incubadora a 37 + 1°C.
1. Pipetear 100 pL de estandares/controles y muestras en los pocillos respectivos. Dejar el pocillo Al para el blanco.
2. Recubrir las tiras con los autoadhesivos suministrados.
3. Incubar1h £5mina37+1°C.
4

Después de la incubacion, retirar el autoadhesivo, aspirar el liquido de la tira y lavarla tres veces con 300 pL del
Tampon de Lavado. Evitar el rebosamiento de los pocillos. El intervalo entre lavado y aspiracion debe ser >5
segundos. Para sacar el liquido restante de las tiras, es conveniente sacudirlas sobre papel absorbente.

Nota:  El lavado es muy importante! Un mal lavado insuficiente provoca una baja precision y resultados falsamente
elevados!

Pipetear 100 pL de conjugado en cada pocillo con excepcion del blanco substrato Al.
Incubar 30 min a la temperatura ambiente (20...25 °C). Evitar la luz solar directa.
Repetir el lavado como en el paso numero 4.

Pipetear 100 pL de la Solucion de Sustrato de TMB en todos los pocillos.

Incubar exactamente 15 min en oscuridad a temperatura ambiente (20...25 °C). Un color azul se produce en las
muestras positivas debido a la reaccién enzimatica.

10. Pipetear en todos los pocillos 100 pL de la Solucion de Parada en el mismo orden y mismo intervalo de tiempo como
con el Solucién de Sustrato de TMB, por lo tanto un cambio de color de azul a amarillo se produce.

© o N o’

11. Medir la extinciéon con 450/620 nm en un periodo de 30 min después de afiadir la solucion de Parada.

8.1. Medicion
Ajustar el fotémetro de Placa de Microtitulacion ELISA al cero utilizando el Blanco.

Si por razones técnicas el fotdémetro de Placa de Microtitulacion de ELISA no se puede ajustar a cero utilizando el Blanco, el
valor de la absorbancia de este debe ser sustraido de los demas valores de absorbancia medidos con el fin de obtener
resultados fiables!

Medir la extincidn de todos los pocillos con 450 nm y anotar los resultados de los estandares/controles y de las muestras en el
esquema de la placa.

Es aconsejable realizar la medicion bicromética a una longitud de onda de referencia de 620 nm.

Si se efectuaron andlisis en duplicado o multiples, hay que calcular el promedio de los valores de extincidn de los pocillos
correspondientes.

9. CALCULO DE LOS RESULTADOS

9.1. Criterios de validez del ensayo

Para que un ensayo se considere valido, deben seguirse estrictamente las presentes instrucciones de uso y deben cumplirse
los siguientes criterios:

= Blanco: valor de la extincién < 0,100

=  Control Negativo: valor de la extincién < 0,200 y < Cut-off

=  Control Cut-off: valor de la extincién 0,150 — 1,300

] Control Positivo:  valor de la extincion > Cut-off

Si estos criterios no se cumplen, la prueba no es vaida y debera repetirse.

9.2. Calculo del valor de la medicion

El Cut-off se obtiene de los valores de la extincion de lo Control Cut-off.

Ejemplo: 0,42 OD Control Cut-off + 0,44 OD Control Cut-off =0,86: 2 =0,43
Cut-off = 0,43
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9.2.1. Resultados en unidades [NTU]

Promedio valor de la extincién de la muestra x 10 =[NovaTec-unidades = NTU]

Cut-off
Ejemplo:  1591x10 = 37NTU
0,43
9.3. Interpretacién de los resultados
Cut-off 10 NTU -
PoSitivo > 11 NTU Los anticuerpos coptra el patggeno estan presentes. Ha producido un
contacto con el antigeno (patégeno resp. vacuna).
Los anticuerpos contra el patégeno no se pudieron detectar claramente.
. . Se recomienda repetir la prueba con una muestra fresca en 2 a 4 semanas.
Zona intermedia 9-11NTU . . . .
Si el resultado es de nuevo en la zona intermedia, la muestra se considera
como negativa.
Negativo <9 NTU La muestra no contiene anticuerpos contra el patégeno. Un contacto previo
con el antigeno (patégeno resp. vacuna) es poco probable.
El diagndstico de una infeccion no solamente se debe basar en el resultado del ensayo.
Es necesario considerar la anamnésis y la sintomatologia del paciente junto al resultado seroldgico.
Estos resultados sélo tienen valor restringido en pacientes inmunodeprimidos o en neonatos.

10. CARACTERISTICAS DEL ENSAYO

Los resultados estan basados en el grupo de pruebas investigado; no se trata de especificaciones garantizadas.

Para obtener mas informacion sobre las caracteristicas del ensayo, por favor, entre en contacto NovaTec Immundiagnostica
GmbH.

10.1. Precision

Intra ensayo n Promedio (E) CV (%)
#1 24 0,460 4,89
#2 24 0,782 6,40
#3 24 0,790 8,29
Inter ensayo n Promedio (NTU) CV (%)
#1 12 17,20 5,23
#2 12 20,32 7,84
#3 12 3,70 13,87

10.2. Especificad diagnoéstica

La especificidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado negativo en ausencia del
analitico especifico. Es 100% (95% Intervalo de confianza: 96,67% - 100%).

10.3. Sensibilidad de diagndstico
La sensibilidad del ensayo se define como la probabilidad que tiene el ensayo de dar un resultado positivo en presencia del
analitico especifico. Es 100% (95% Intervalo de confianza: 78,2% - 100%).

10.4. Interferencias

Las muestras lipémicas, ictéricas e hemoliticas no mostraron interferencias con este equipo ELISA hasta una concentracion de
5 mg/mL para triglicéridos, de 0,5 mg/mL para bilirrubina y de 10 mg/mL hemoglobina.

10.5. Reactividad cruzada
Reaccion cruzada de los antigenos con anticuerpos contra Echinococcus y Entamoeba es posible.

11.LIMITACIONES DEL ENSAYO

Una contaminacion de las muestras con bacterias, 0 una congelacion y descongelacion repetida pueden producir cambios en
los valores de la extincion.
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12. PRECAUCIONES Y ADVERTENCIAS

. El procedimiento, la informacién, las precauciones y los avisos de las instrucciones de uso han de ser seguidas
estrictamente. La utilizaciéon de equipos con analizadores y equipamiento similar tiene que ser validada. No se autorizan
cambios en el disefio, composicion y procedimiento, asi como cualquier utilizaciéon en combinacién con otros productos no
aprobados por el fabricante; el usuario debe hacerse responsable de estos cambios. El fabricante no respondera ante
falsos resultados e incidentes debidos a estas razones. El fabricante no respondera ante cualquier resultado por analisis
visual de las muestras de los pacientes.

. Solo para diagnostico in vitro.

. Todos los materiales de origen humano o animal deberan ser considerados y tratados como potencialmente infecciosos.

. Todos los componentes de origen humano han sido examinados y resultaron no reactivos a anticuerpos contra el VIH,
VHC y HbsAG.

- No intercambiar reactivos y Placa de Microtitulacion de cargas diferentes.

- No usar reactivos de otro fabricante para este ensayo.

- No usar después de la fecha de caducidad.

- Solo usar recambios de pipetas, dispensadores y materiales de laboratorio limpios.

. No intercambiar las tapas de los diferentes reactivos, para evitar la contaminacion cruzada.

. Para evitar la evaporacion y una contaminacién microbiana, cierre inmediatamente las botellas después de usarlas.

. Después de abrirlas y posterior almacenaje, asegurarse de que no existe contaminaciéon microbiana antes de seguir
usandolas.

- Para evitar contaminaciones cruzadas y resultados erroneamente aumentados, Pipetear cuidadosamente las muestras y
los reactivos en los pocillos sin salpicar.

- El ELISA sélo esta disefiado para personal cualificado siguiendo las normas de buenas préacticas de laboratorio (Good
Laboratory Practice,GLP).

- Para un mayor control de calidad interno, cada laboratorio debera utilizar ademas muestras conocidas.

12.1. Nota de seguridad para los reactivos que contienen sustancias peligrosas

Los reactivos pueden contener CMIT/MIT (3:1) o MIT (consulte el cap. 4.1)
Por lo tanto, se aplican las indicaciones de peligro y consejos de prudencia.

Atencidn H317 Puede provocar una reaccion alérgica en la piel.
P261 Evitar respirar el aerosol.
P280 Llevar guantes/ prendas de proteccion.
P302+P352 EN CASO DE CONTACTO CON LA PIEL: Lavar con abundante jabon
agua.

P333+P313 En caso de irritacion o erupcién cutanea: Consultar a un médico.
P362+P364 Quitar las prendas contaminadas y lavarlas antes de volver a usarlas.

Se puede encontrar mas informacion en la ficha de datos de seguridad.

12.2. Indicaciones para la eliminacion de residuos

Por regla general, los productos quimicos y las preparaciones son residuos peligrosos. Su eliminacién esta sometida a las
leyes y los decretos nacionales sobre la eliminacion de residuos. Las autoridades informan sobre la eliminacién de residuos
peligroso.

13.INFORMACIONES PARA PEDIDOS

N° del producto: TAEG0420 Taenia solium IgG ELISA (96 determinaciones)
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PORTUGUES
1. INTRODUCAO

Taenia solium é uma ténia de 2-7 metros de comprimento, que se encontra no intestino delgado dos humanos, mas também
noutras espécies animais (macacos, hamsters). As ténias produzem proglotes (menos de 1.000, e cada um com 50 mil ovos)
que depois de maduras, ficam gravidas, separaram-se da ténia e migram para o anus ou séo transferidas para as fezes. Os
ovos contidos nas proglotes gravidas e que passaram para as fezes podem sobreviver durante meses ou anos no ambiente.
ApoOs a ingestdo por um hospedeiro intermediario adequado (porcos e outros animais, incluindo os seres humanos), os ovos
libertam a oncosfera, invadem a parede intestinal e migram para os musculos estriados, no cérebro, figado e outros tecidos do
hospedeiro, onde se desenvolvem formando cisticercos. No intestino humano, um cisticerco desenvolve-se ao longo de dois
meses numa ténia adulta, e pode sobreviver até 25 anos. A infegdo parasitica mais importante causada pela Taenia solium é
cisticercose e pode envolver o olho e o sistema nervoso central. A ocorréncia da ténia Taenia solium suina € mundial. A
prevaléncia € maior em comunidades mais pobres, onde os seres humanos vivem em estreito contato com porcos e ingerem
carne de porco mal passada, sendo muito rara em paises mugulmanos. O principal sintoma da teniase (apenas leve) é muitas
vezes a passagem (passiva) de proglotes.

A caracteristica mais importante da Teniase solium é o risco de desenvolvimento da Cisticercose.

Espécies Doenca Sintomas (p.ex.) Via de transmisséo

Taenia solium | Teniase Dor abdominal; Nausea; Fraqueza e fadiga; Ingestdo de carne de
Perda de peso; Flatuléncia (gases); Diarréia ou porco mal passada
constipacéo; Mudancas de apetite (fome demais ou contendo cisticercos ou
perda de apetite) ingestdo de ovos de

Taenia solium através

Cl\llstlcer(_:ose Cisticercos no cérebro podem causar aumento da de allm(_antgs ou agua
(Neurocisticercose) | pressao intracraniana, convulsdes e estados mentais ;:ontamlna 0s com
alterados ezes

Infeccdo ou presenca de patdgeno pode ser identificada por:
Histologia

Microscopia

= PCR

Serologia: Detecéo de anticorpos por ELISA

2. UTILIZAGAO PRETENDIDA

O kit Taenia solium IgG ELISA destina-se a determinacéo qualitativa de anticorpos da classe IgG contra Taenia solium no soro
ou plasma (citrato, heparina) humanos.

3. PRINCIPIO DO ENSAIO

A determinagdo imunoenzimatica qualitativa de anticorpos especificos é baseado na técnica de ELISA (do inglés Enzyme-
linked Immunosorbent Assay).

As placas de microtitulagéo sdo revestidas com antigénios especificos que se ligam os anticorpos correspondentes da amostra.
Apo6s lavagem dos pogos, para remover todo o material de amostra nao ligado, um conjugado de peroxidase de rabano (HRP)
€ adicionado. Este conjugado se liga aos anticorpos capturados. Num segundo passo de lavagem o conjugado nédo ligado é
removido. O complexo imune formado pelo conjugado ligado é visualizado por adicdo de substrato de tetrametilbenzidina
(TMB), o que da um produto de reacgéo azul.

A intensidade deste produto é proporcional a quantidade de anticorpos especificos da amostra. O &cido sulfurico é adicionado
para parar a reacc¢do. Isso produz uma mudancga de cor de azul para amarelo. Absorvancia a 450/620 nm é lida utilizando um
fotbmetro de placa de microtitulagcdo ELISA.
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4. MATERIAIS

41. Reagentes fornecidos

] Placa de Microtitulagdo: 12 tiras de 8 pogos, destacaveis e quebraveis, revestidas com antigénio de Taenia solium,
em bolsas de folha de aluminio com fecho.

] Tampédo de Diluicdo de Amostra IgG: 1 frasco contendo 100 mL de tampao fosfato (10 mM) para diluicdo da
amostra, pH 7,2 + 0,2; de cor amarela; pronto a usar; tampa branca; < 0,0015% (v/v) CMIT/ MIT (3:1).

] Solucgao de Bloqueio: 1 frasco contendo 15 mL &cido sulfurico; 0,2 mol/L; pronto a usar; tampa vermelha.

] Tampéo de Lavagem (conc. 20x): 1 frasco contendo 50 mL de um tampdo fosfato (0,2 M); concentrado 20 vezes
(pH 7,2 £ 0,2) para a lavagem dos pocos; tampa branca.

] Conjugado: 1 frasco contendo 20 mL de Proteina A marcados com peroxidase no tampao fosfato (10 mM); de cor
azul, pronto a usar; tampa preta.

] Solugdo Substrato TMB: 1 frasco contendo 15 mL de 3,3',5,5'-tetrametilbenzidina (TMB), < 0,1 %; pronto a usar;
tampa amarela.

= Controle Positivo: 1 frasco contendo 2 mL controle; de cor amarela; pronto a usar; tampa vermelha; <0,02% (v/v)
MIT.

] Controle Cut-off: 1 frasco contendo 3 mL controle; de cor amarela; pronto a usar; tampa verde; < 0,02% (v/v) MIT.

= Controle Negativo: 1 frasco contendo 2 mL controle; de cor amarela; pronto a usar; tampa azul; <0,0015% (v/v)

CMIT/ MIT (3:1).
Para adverténcias de perigo e recomendacades de prudéncia ver capitulo 12.1
Para substancias potencialmente perigosas verifique a ficha de dados de seguranca.

4.2. Materiais fornecidos

" 1 Pelicula de cobertura

] 1 Instrugdes de uso

] 1 Layout da placa

4.3. Materiais e EQuipamento necessarios

Fotdmetro de Placa de Microtitulagéo ELISA, equipado para a medicéo da absorvancia a 450/620 nm
Incubadora 37 C

Equipamento manual ou automatico para a lavagem de Placa de Microtitulagéo

Pipetas para dispensar volumes entre 10 e 1000 pL

Agitador de tubos tipo Vortex

Agua destilada

Tubos descartaveis

5. ESTABILIDADE E ARMAZENAMENTO

Armazene o kit a 2...8 °C. Os reagentes abertos séo estaveis até o prazo de validade impresso no rétulo quando armazenado a
2..8°C.

6. PREPARAGAO DOS REAGENTES

E muito importante deixar todos os reagentes e amostras estabilizar & temperatura ambiente (20...25 °C) misturéa-
los antes de iniciar o teste!

6.1. Placa de Microtitulagdo

As tiras quebraveis séo revestidas com antigénio Taenia solium. Imediatamente apds a remogédo das tiras necessarias, as tiras
restantes devem ser lacradas de novo na folha de aluminio juntamente com o saquinho de silicio fornecido e armazenadar a
2..8°C.

6.2. Tampdao de Lavagem (conc. 20x)

Diluir o Tamp&o de Lavagem 1+19; por exemplo: 10 mL do Tampé&o de Lavagem + 190 mL de agua destilada. O Tampdao de
Lavagem diluido é estavel durante 5 dias a temperatura ambiente (20...25 °C). Caso apareca cristais no concentrado, aquecer
a solugéo a 37 °C por exemplo, em banho Maria. Misture bem antes da diluicao.

6.3. Solucdo Substrato TMB

A solucao esta pronta para uso e tem de ser armazenada a 2...8 °C, protegida da luz. A solucao deve ser incolor ou poderia ter
uma ligeira colorag&o azul claro. Se o substrato se transforma em azul, pode ter sido contaminado e ndo pode ser usado no
teste.
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7. COLHEITA E PREPARAGAO DAS AMOSTRAS

Usar com este ensaio amostras de soro ou plasma (citrato, heparina) humanos. Se o ensaio for realizado dentro de 5 dias apds
colheita da amostra, o espécime deve ser mantido a 2...8 °C; caso contrario devem ser alicotadas e armazenadas congeladas
(-70...-20 °C). Se as amostras forem armazenadas congeladas, misturar bem as amostras descongeladas antes de testar.
Evitar congelar e descongelar repetidamente.

Nao é recomendada a inactivagdo por calor das amostras.

7.1. Diluicdo das amostras

Antes de testar todas as amostras devem ser diluidas 1 + 100 com Tampé&o de Diluicdo de Amostra IgG. Dispensar 10 pL de
amostra e 1 mL de Tampéao de Diluicdo de Amostra IgG em tubos para obter uma diluicdo 1 + 100 e misturar meticulosamente
com um vortex.

8. PROCEDIMENTO DO ENSAIO

Por favor, ler atentamente as instrugdes de uso antes de realizar o teste. A fiabilidade dos resultados depende da adeséo
estrita ao as instru¢cdes de uso, conforme descritas. O procedimento de ensaio a seguir estd validado apenas para o
procedimento manual. Se o teste for realizado em sistemas automéaticos para teste ELISA é recomendavel aumentar os passos
de lavagem de trés até cinco e o volume da Tampé&o de Lavagem de 300 pL para 350 pL para evitar efeitos de lavagem. Preste
atencdo ao capitulo 12. Antes de iniciar o teste, o plano de distribuicdo e identificacdo de todas as amostras e
calibradores/controles (¢ recomendado determinar em duplicidade) deve ser cuidadosamente estabelecido no Layout da placa
fornecida no kit. Seleccionar o nUmero necessario de tiras ou pogos e inserir 0s mesmos no suporte.

Realizar todas as etapas do teste na ordem indicada e sem atrasos significativos.
Na pipetagem deve ser utilizada uma ponta limpa e descartavel para dispensar cada controle e amostra.
Ajustar a incubadora para 37 + 1 °C.

1. Dispensar 100 pL dos calibradores/controles e das amostras diluidas nos pogos respectivos. Deixar 0 po¢o Al vazio
para o branco substrato.

2. Cobrir os pogos com a pelicula fornecida no kit.
Incubar durante 1 hora+5mina37 1 °C.

4. Quando terminar a incubacgéo, remover a pelicula, aspirar o conteido dos pogos e lavar cada pogo trés vezes com 300
pL de Tampao de Lavagem. Evitar que os pogos de reacgdo transbordem. O intervalo entre a lavagem e a aspiracao
deve ser >5seg. No final, retirar cuidadosamente o fluido restante batendo delicadamente as tiras sobre papel
absorvente, antes da proxima etapa!

Nota: A lavagem é muito importante! Lavagem insuficiente resulta em baixa preciséo e falsos resultados.
Dispensar 100 pL de Conjugado em todos 0s po¢os, excepto no pogo do Branco substrato Al.

Incubar durante 30 min & temperatura ambiente (20...25°C). N&o expor diretamente a luz solar.

Repetir a etapa 4.

Dispensar 100 pL de Solu¢do Substrato TMB em todos oS pogos.

Incubar durante exactamente 15 min a temperatura ambiente (20...25°C) e no escuro. A cor azul devido a uma
reacgdo enziméatica.

10. Dispensar 100 pL de Solucdo de Bloqueio em todos os pogos, pela mesma ordem e com a mesma velocidade a que
foi dispensada a Solucédo Substrato TMB,desse modo uma mudanga de cor de azul para amarelo ocorre.
11. Medir a absorvancia a 450/620 nm dentro de 30 min apés a adi¢cdo da Solucdo de Bloqueio.

8.1. Medicéo
Ajustar o fotdbmetro para Placa de Microtitulagdo ELISA a zero usando o Branco substrato .

Se - devido a razfes técnicas — o fotbmetro para Placa de Microtitulagdo ELISA n&o puder ser ajustado a zero usando o
Branco substrato, valor da absorvancia deste deve ser subtraido de todos os outros valores de absorvancia medidos de forma
a obter resultados fiaveis!

Medir a absorvancia de todos os pocos a 450 nm e registar os valores da absorvancia para cada calibrador/controle e
amostra no Layout da placa.

E recomendado fazer a medic&o dicromatica usando como referéncia um comprimento de onda de 620 nm.
Se determinagdes duplas foram realizadas, calcular os valores médios de absorvancia.

9. RESULTADOS

w

© 0N o’

9.1. Critérios de validacédo do ensaio

Para que um ensaio seja considerado valido, estas Instru¢cdes de Uso devem ser rigorosamente seguidas, e 0s seguintes
critérios devem ser cumpridos:

. Branco substrato: Valor de Absorvancia < 0,100

. Controle Negativo: Valor de Absorvancia < 0,200 e < Cut-off
. Controle Cut-off: Valor de Absorvancia 0,150 — 1,300

. Controle Positivo: Valor de Absorvancia > Cut-off

Se estes critérios ndo forem cumpridos, o teste ndo é valido e deve ser repetido.
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9.2. Calculo dos Resultados
O Cut-off é o valor médio da absorvancia das determinag6es do Controle Cut-off.

Exemplo: Valor da absorvancia do Controle Cut-off 0,42 + valor da absorvancia do Controle Cut-off 0,44 = 0,86: 2 = 0,43
Cut-off = 0,43
9.2.1. Resultados em Unidades [NTU]
Valor da absorvancia (média) da amostra x 10 = [Unidades NovaTec = NTU]
Cut-off
Exemplo: 1591x10 = 37NTU
0,43
9.3. Interpretacdo dos Resultados

Cut-off 10 NTU -

Positivo > 11 NTU Os anticorpos cor_1tr,a 0 aggnte patogenlc_o estdo presente. Houve um
contacto com o antigénio (patégeno resp vacina).

Os anticorpos contra 0 agente patogénico ndo puderam ser claramente
detectados.

Zona cinzenta 9-11NTU Recomenda-se a repetir 0 teste com uma amostra fresca em 2 a 4 semanas.
Se o resultado estiver novamente dentro da zona cinzenta, a amostra é
julgada como negativa.

Negativo <9 NTU A amostra n&o contém os anticorpos contra o agente patogénico.

Um contato prévio com o antigeno (patdgeno resp. vacina) € improvavel.

O diagnostico de uma doenga infecciosa ndo deve ser estabelecido com base num Unico resultado do teste.

Um diagnéstico preciso deve ter em consideragdo a historia clinica, a sintomatologia bem como dados seroldgicos.

Em pacientes imunossuprimidos e recém-nascidos os dados seroldgicos tém apenas valor restrito.

10. CARACTERISTICAS DE DESEMPENHO ESPECIFICAS

Os resultados referem-se aos grupos de amostras investigados; estas ndo sédo especifica¢cdes garantidas.

Para mais informacdes sobre as caracteristicas de desempenho especificas, por favor, entre em contato NovaTec
Immundiagnostica GmbH.

10.1. Precisao

Intra ensaio n Média (E) CV (%)
#1 24 0,460 4,89
#2 24 0,782 6,40
#3 24 0,790 8,29
Inter ensaio n Média (NTU) CV (%)
#1 12 17,20 5,23
#2 12 20,32 7,84
#3 12 3,70 13,87

10.2. Especificidade Diagndstica

A especificidade diagnostica € definida como a probabilidade do ensaio ser negativo na auséncia do analito especifico.
E de 100% (95% Intervalo de confianga: 96,67% - 100%).

10.3. Sensibilidade Diagnéstica

A sensibilidade diagndstica é definida como a probabilidade do ensaio ser positivo na presenca do analito especifico.
E de 100% (95% Intervalo de confianca: 78,2% - 100%).

10.4. Interferéncias

Nao sdo observadas interferéncias com amostras hemolisadas, lipémicas ou ictéricas até uma concentragdo de hemoglobina
de 10 mg/mL, de triglicerideos de 5 mg/mL e de bilirrubina de 0,5 mg/mL.

10.5. Reaccéo cruzada

A reaccao cruzada dos antigénios com os anticorpos contra Equinococus e Entamoeba é possivel.

11. LIMITAGOES DO PROCEDIMENTO

Contaminacéo bacteriana ou a repeticao de ciclos de congelacdo-descongelagdo do espécime podem afectar os valores da
absorvancia.
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12. PRECAUGOES E AVISOS

. O procedimento do teste, as informagdes, as precaucdes e avisos nas instru¢des para utilizagdo tém de ser rigorosamente
seguidas. O uso de kits de teste com analisadores e equipamento similar tem de ser validado. Qualquer alteracdo no
desenho, composi¢do e procedimento do teste bem como qualquer utilizagdo em combinagdo com outros produtos ndo
aprovados pelo fabricante néo estédo autorizados; o proprio utilizador é responsavel por tais alteragdes. O fabricante néo é
legalmente responsavel por resultados falsos e incidentes originados por estes motivos. O fabricante ndo é legalmente
responsavel por quaisquer resultados obtidos por analise visual das amostras dos pacientes.

=  Apenas para uso no diagnostico in-vitro.

. Todos os materiais de origem humana ou animal devem ser considerados e tratados como potencialmente infectantes.

. Todos os componentes de origem humana usados para a produgdo destes reagentes foram testados para anticorpos anti-
HIV, anticorpos anti-HCV e HBsAQ e foram considerados ndo-reactivos.

. N&o trocar e/ou juntar reagentes ou Placa de Microtitulagdo de lotes de producéo diferentes.

- Nenhuns reagentes de outros fabricantes devem ser usados juntamente com reagentes deste kit de teste.

- N&o usar reagentes ap6s a data de validade indicada no rétulo.

- Usar apenas pontas de pipeta, dispensadores e material de laboratério limpos.

. Na&o trocar as tampas dos frascos dos reagentes para evitar contaminagéo cruzada.

. Fechar firmemente os frascos dos reagentes imediatamente apds a utilizacdo para evitar evaporagdo e contaminagao
microbiana.

=  ApoOs a primeira abertura e armazenamento subsequente verificar se existe contaminacdo microbiana dos frascos do
conjugado e dos calibradores/controles antes de utiliza-los novamente.

- Para evitar contaminacéo-cruzada e resultados falsamente elevados, pipetar as amostras dos pacientes e dispensar o
reagentes precisamente nos po¢os sem salpicar.

- O ELISA é projetado apenas para pessoal qualificado seguindo os padrdes de boas préaticas de laboratério (Good
Laboratory Practice, GLP).

. Para um controle de qualidade interno adicional cada laboratério deve utilizar amostras conhecidas.

12.1. Nota de seguranca para reagentes que contenham substancias perigosas

Os reagentes podem conter CMIT/MIT (3:1) ou MIT (ver capitulo 4.1)
Portanto, as seguintes adverténcias de perigo e recomendacdes de prudéncia aplicam-se.

Atencéo H317 Pode provocar uma reacgao alérgica cutanea.
P261 Evitar respirar os aerossais.
P280 Usar luvas de proteccdo/ vestuario de proteccao.
P302+P352 SE ENTRAR EM CONTACTO COM A PELE: lavar abundantemente com
sabdo agua.

P333+P313 Em caso de irritagdo ou erupgdo cutanea: consulte um médico.
P362+P364 Retirar a roupa contaminada e lava-la antes de a voltar a usar.

Mais informag8es podem ser encontradas na ficha de dados de seguranca.

12.2. Consideragdes de Eliminagao

Residuos de quimicos e preparacdes sdo geralmente considerados como residuos perigosos. A eliminagcao deste tipo de
residuos esta regulada por leis e normativas nacionais e regionais. Contactar as autoridades locais ou empresas de gestdo de
residuos as quais podem aconselhar sobre como eliminar residuos perigosos.

13.INFORMAGAO DE PEDIDO

Prod. No.: TAEG0420 Taenia solium IgG ELISA (96 Determinaces)
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Control Positivo / Controle Positivo

Cut-off Control / Cut-off Kontrolle / Contrdle Cut-off / Controllo Cut-off /
Control Cut-off / Controle Cut-off

1gG Sample Dilution Buffer / IgG-Probenverdinnungspuffer / Tampon de Dilution
d’Echantillon IgG / Tampone di Diluizione del Campione IgG / Tampén de dilucién de
Muestras IgG / Tampdao de Diluicdo de Amostra IgG

[ SOLN|STOP|

Stop Solution / Stopplésung / Solution d’Arrét/ Soluzione Bloccante / Solucién de
Parada/ Solugdo de Bloqueio

TMB Substrate Solution / TMB-Substratlésung / Solution de Substrat TMB / Soluzione
Substrato TMB / Solucién de Sustrato de TMB / Solu¢édo Substrato TMB

| WASH| BUF| 20x |

Washing Buffer 20x concentrated / Waschpuffer 20x konzentriert / Tampon de Lavage
concentré 20 x / Tampone di Lavaggio concentrazione x20 / Tampén de Lavado
concentrado x20 / Tampao de Lavagem concentrada 20x

\\\/Z/

n
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SCHEME OF THE ASSAY

Taenia solium 1gG ELISA

Test Preparation

Prepare reagents and samples as described.
Establish the distribution and identification plan for all samples and standards/controls on the plate
layout supplied in the Kkit.
Select the required number of microtiter strips or wells and insert them into the holder.

Assay Procedure

Substrate Blank | Negative Cut-off Positive Sample
(A1) Control Control Control (diluted 1+100)
Negative Control - 100 pL - - -
Cut-off Control - - 100 pL - -
Pasitive Control - - - 100 pL -
(dilieel? 1p+|§00) - - - - 100 pL

Cover wells with foil supplied in the kit
Incubate for1hat37+1°C
Wash each well three times with 300 pL of Washing Buffer

Conjugate - 100 pL 100 pL 100 pL 100 pL

Incubate for 30 min at room temperature (20...25°C)
Do not expose to direct sunlight
Wash each well three times with 300 pL of Washing Buffer

TMB Substrate

Solution 100 pL 100puL | 100pL | 100 puL 100 pL

Incubate for exactly 15 min at room temperature (20...25°C) in the dark

Stop Solution 100 pL 100 pL 100 L | 100 pL 100 pL

Photometric measurement at 450 nm
(reference wavelength: 620 nm)

il

NovaTec Immundiagnostica GmbH

WaldstralRe 23 A6
63128 Dietzenbach, Germany

Tel.: +49 (0) 6074-48760 Fax: +49 (0) 6074-487629
Email: info@NovaTec-ID.com
Internet:  www.NovaTec-ID.com
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HCV Ab

Confirmation

A. INTRODUCTION

Hepatitis C Virus or HCV is an enveloped RNA virus recently
classified in the family of Flaviviridae.

The genome encodes for structural components, a
nucleocapsid protein and two envelope glycoproteins, and
functional constituents involved in the virus replication and
protein processing. The nucleocapsid-encoding region seems
to be the most conservative among the isolates obtained all
over the world.

HCV accounts for about 95% of hepatitis infections in
recipients of blood transfusion and 50% of cases of sporadic
NANB hepatitis. HCV commonly gives origin to asymptomatic
hepatitis and chronicity develops in a high number of cases,
sometime evolving in severe forms of illness, as hepato-
carcinoma.

The determination of antibody to HCV has become mandatory
in the screening of blood units to prevent post-transfusion
hepatitis. It is also currently used to follow-up risk individuals
and patients under treatment with interferon.

Confirmation of any positive result is strongly recommended in
the clinical laboratory practice before considering the patient
truly positive for anti HCV antibodies.

B. PRINCIPLE OF THE ASSAY

Microplates are coated by strips with HCV-specific synthetic
antigens derived from “core”, “ns” and “env” regions encoding
for conservative immunodominant antigenic determinants
(Core, NS3, NS4, NS5 & Env).

Antigens are adsorbed to the wells composing the strips as
follows:

Position Antigen | Composition
A None Well for blanking operations
B Casein Negative internal control
C Core Specific synthetic antigen
D NS3 Specific synthetic antigen
E NS4 Specific synthetic antigens
F NS5 Specific synthetic antigen
G Env Specific synthetic antigens
H higG Positive Internal Control

The strip is first treated with the sample turned out to be
positive in the screening assay. Anti HCV antibodies are
captured, if present, by the specific antigens.

After washing out all the other components of the sample, in
the 2" incubation bound HCV Ab are detected by the addition
of anti hiIgG&M antibody, labeled with peroxidase (HRP).

The enzyme captured on the solid phase, acting on the
substrate/chromogen mixture, generates an optical signal that
is proportional to the amount of anti HCV antibodies present in
the sample.

Controls are included to provide an internal check of the
analytical system.

The sample is confirmed positive if at least two specific
reactivities are present.

C. TEST CONDITIONS AND NOTICES

1. All the reagents contained in the kit are for “in vitro”
diagnostic use only.

2. Do not use the kit or reagents after the expiry date stated on
labels. Do not mix reagents of different lots.

3. Procedures should be performed carefully in order to obtain
reliable results and clinical interpretations.

4. Bring all the reagents to room temperature for at least 60
min, before the test is started.

5. Avoid any contamination of reagents when taking them out
of vials. We recommend to use automatic pipettes and
disposable tips. When dispensing reagents, do not touch the
wall of microplate wells with tips, in order to avoid any cross-
contamination.

6. In the washing procedure, use only the Washing Solution
provided with the kit and follow carefully the indications
reported in the “WASHING INSTRUCTIONS” section of this
insert.

7. Ensure that the Substrate/Chromogen mixture does not
come in contact with oxidizing agents or metallic surfaces;
avoid any intense light exposure during the incubation step or
the reagent preparation.

When preparing the Substrate/Chromogen mixture for the
analysis use only plastic, disposable, clean or sterile
containers.

8. Samples and materials potentially infective have to be
handled with care as they could transmit infection.

All objects come in direct contact with samples and all
residuals of the assay should be treated or wasted as
potentially infective. Best procedures for inactivation are
treatments with autoclave at 121°C for 30 min or with sodium
hypochlorite at a final concentration of 2.5% for 24 hr. This last
method can be used for the treatment of the liquid waste after
that it has been neutralized with NaOH.

9. Avoid any contact of liquids with skin and mucosas.

Use always protective talk-free gloves, glasses and laboratory
coats, according to the safety regulations.

D. CONTENT OF THE KIT

a - Microplate

n° 1. 12 strips x 8 wells coated by strip with
synthetic HCV antigens. Strips are contained in a sealed bag
with a desiccant and a frame. Bring the strips necessary to the
test to room temperature before use, and close firmly the bag
to prevent any moisture formation inside.

b — Enzyme Conjugate

n°® 1x16ml. Proteic buffer solution containing a specific
anti-hlgG&M antibody, labeled with HRP, ready to use.

It contains proteic stabilizers, 0.2 mg/ml gentamicine sulphate
and 0.045% ProClin 300.

¢ — Washing Solution

n° 1x60ml. 20x concentrated solution to be diluted up
to 1200 ml with EIA grade water. It contains phosphate buffer,
Tween 20 and 0.045% ProClin 300 as preservative.

Once diluted, the wash solution is stable for 1 week at 2-8°C.

d — Chromogen/Substrate

1x16ml. The solution contains tetramethyl-
benzidine (TMB) and hydrogen peroxide (H202) with
activators and stabilizers, diluted in a phosphate/citrate buffer.
The solution is ready to use.

Warning : Store protected from light.

e — Stop Solution [H2S04 0.3 M

n° 1x15ml It contains a solution of 0.3 M H2SO4
Attention: Irritant (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

f — Negative Control |CONTROL -

n°® 1x3ml Human serum base not reactive for anti-
HCV antibodies. It contains 0.09% sodium azide and 0.045%
ProClin 300 as preservatives.

The Negative Control is pale yellow color coded.

g — Positive Control |CONTROL H

n°® 1x3ml Human serum base highly reactive for
HCV Ab. It contains 0.09% sodium azide and 0.045% ProClin
300 as preservatives. The Positive Control is green color
coded.
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h — Sample Diluent [DILSPE

n° 1x20ml. Proteic solution for the preparation of
samples. It contains a detergent, proteic stabilizers, 0.1%
sodium azide and 0.045% ProClin 300 as preservatives.

Note: All human serum derived materials have been tested as
negative for HBsAg, and HIV antibodies with FDA approved
kits. The Positive Control has been inactivated for HCV.
Anyway, handle these components as potentially infective.

E. MATERIALS REQUIRED BUT NOT PROVIDED

1. Calibrated Micropipettes of variable volume and
disposable plastic tips.

2. EIA grade water (bidistilled or deionised, charcoal treated

to remove oxidizing chemicals used as disinfectants).

Timer with 60 minute range or higher.

Absorbent paper tissues.

Calibrated ELISA microplate thermostatic incubator

capable to provide a temperature of +37°C.

6. Calibrated ELISA microwell reader with 450nm (reading)
and with 620-630nm (blanking) filters.

7. Calibrated ELISA microplate washer.

8. Vortex or similar mixing tools.

ap®

F. WARNINGS AND PRECAUTIONS

1. The kit has to be used by skilled and properly trained
technical personnel only, under the supervision of a medical
doctor responsible of the laboratory.

2. When the kit is used for the confirmation of positive
results obtained from screening blood units and blood
components, it has to be used in a laboratory certified and
qualified by the national authority in that field (Ministry of
Health or similar entity) to carry out this type of analysis.

3. All the personnel involved in performing the assay
have to wear protective laboratory clothes, talc-free gloves and
glasses. The use of any sharp (needles) or cutting (blades)
devices should be avoided. All the personnel involved should
be trained in biosafety procedures, as recommended by the
Center for Disease Control, Atlanta, U.S. and reported in the
National Institute of Health’s publication: “Biosafety in
Microbiological and Biomedical Laboratories”, ed. 1984.

4. All the personnel involved in sample handling should
be vaccinated for HBV and HAV, for which vaccines are
available, safe and effective.

5. The laboratory environment should be controlled so
as to avoid contaminants such as dust or air-born microbial
agents, when opening kit vials and microplates and when
performing the test. Protect the Chromogen/Substrate from
strong light and avoid vibration of the bench surface where the
test is undertaken.

6. Upon receipt, store the kit at 2..8°C into a
temperature controlled refrigerator or cold room.
7 Do not interchange components between different

lots of the kits. It is recommended that components between
two kits of the same lot should not be interchanged.

8. Check that the reagents are clear and do not contain
visible heavy particles or aggregates. If not, advise the
laboratory supervisor to initiate the necessary procedures for
kit replacement.

9. Avoid cross-contamination between serum/plasma
samples by using disposable tips and changing them after
each sample. Do not reuse disposable tips.

10. Avoid cross-contamination between kit reagents by
using disposable tips and changing them between the use of
each one. Do not reuse disposable tips.

11. Do not use the kit after the expiration date stated on
the external container and internal (vials) labels.
12. Treat all specimens as potentially infective. All

human serum specimens should be handled at Biosafety Level
2, as recommended by the Center for Disease Control,
Atlanta, U.S. in compliance with what reported in the Institutes
of Health’s publication: “Biosafety in Microbiological and
Biomedical Laboratories”, ed. 1984.

13. The use of disposable plastic-ware is recommended
in the preparation of the liquid components or in transferring
components into automated workstations, in order to avoid
cross contamination.

14. Waste produced during the use of the kit has to be
discarded in compliance with national directives and laws
concerning laboratory waste of chemical and biological
substances. In particular, liquid waste generated from the
washing procedure, from residuals of controls and from
samples has to be treated as potentially infective material and
inactivated before waste. Suggested procedures of
inactivation are treatment with a 10% final concentration of
household bleach for 16-18 hrs or heat inactivation by
autoclave at 121°C for 20 min..

15. Accidental spills from samples and operations have
to be adsorbed with paper tissues soaked with household
bleach and then with water. Tissues should then be discarded
in proper containers designated for laboratory/hospital waste.

16. The Sulphuric Acid is an irritant. In case of spills,
wash the surface with plenty of water
17. Other waste materials generated from the use of the

kit (example: tips used for samples and controls, used
microplates) should be handled as potentially infective and
disposed according to national directives and laws concerning
laboratory wastes.

G.SPECIMEN: PREPARATION AND RECOMMANDATIONS

1. Blood is drawn aseptically by venepuncture and plasma
or serum is prepared using standard techniques of
preparation of samples for clinical laboratory analysis.
No influence has been observed in the preparation of the
sample with citrate, EDTA and heparin.

2. Avoid any addition of preservatives to samples; especially
sodium azide as this chemical would affect the enzymatic
activity of the conjugate, generating false negative results.

3. Samples have to be clearly identified with codes or names
in order to avoid misinterpretation of results. ~ When the
kit is used for the screening of blood units, bar code
labelling and electronic reading is strongly recommended.

4. Haemolysed (red) and visibly hyperlipemic (“milky”)
samples have to be discarded as they could generate false
results. Samples containing residues of fibrin or heavy
particles or microbial filaments and bodies should be
discarded as they could give rise to false results.

5. Sera and plasma can be stored at +2°...+8°C in primary
collection tubes for up to five days after collection. Do not
freeze primary tubes of collection. For longer storage
periods, sera and plasma samples, carefully removed from
the primary collection tube, can be stored frozen at —20°C
for at least 12 months. Any frozen samples should not be
frozen/thawed more than once as this may generate
particles that could affect the test result.

6 If particles are present, centrifuge at 2.000 rpm for 20 min
or filter using 0.2-0.8u filters to clean up the sample for
testing.

H. PREPARATION OF COMPONENTS AND WARNINGS

A study conducted on an opened kit has not pointed out any
relevant loss of activity up to 6 re-use of the device and up to 6
months.

Microplates:

Allow the microplate to reach room temperature (about 1 hr)
before opening the container. Check that the desiccant is not
turned to dark green, indicating a defect of storage.

In this case call Dia.Pro’s customer service.

Unused strips have to be placed back into the aluminium
pouch, in presence of desiccant supplied, firmly zipped and
stored at +2°..8°C. When opened the first time, residual strips
are stable till the indicator of humidity inside the desiccant bag
turns from yellow to green.

Negative Control:
Ready to use. Mix well on vortex before use.
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Positive Control:

Ready to use. Mix well on vortex before use. Handle this
component as potentially infective, even if HCV, if present in
the control, has been chemically inactivated.

Wash buffer concentrate:

The 20x concentrated solution has to be diluted with EIA grade
water up to 1200 ml and mixed gently end-over-end before
use. As some salt crystals may be present into the vial, take
care to dissolve all the content when preparing the solution.

In the preparation avoid foaming as the presence of bubbles
could give origin to a bad washing efficiency.

Note: Once diluted, the wash solution is stable for 1 week at
+2..8°C.

Enzyme conjugate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing
chemicals, air-driven dust or microbes.

If this component has to be transferred use only plastic,
possibly sterile disposable containers.

Chromogen/Substrate:

Ready to use. Mix well on vortex before use.

Be careful not to contaminate the liquid with oxidizing
chemicals, air-driven dust or microbes.

Do not expose to strong illumination, oxidizing agents and
metallic surfaces.

If this component has to be transferred use only plastic,
possible sterile disposable container.

Sulphuric Acid:

Ready to use. Mix well on vortex before use.

Attention: Irritant (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Legenda:

Warning H statements:
H315 — Causes skin irritation.
H319 — Causes serious eye irritation.

Precautionary P statements:

P280 — Wear protective gloves/protective clothing/eye
protection/face protection.

P302 + P352 — IF ON SKIN: Wash with plenty of soap and
water.

P332 + P313 - If skin irritation occurs: Get medical
advice/attention.

P305 + P351 + P338 — IF IN EYES: Rinse cautiously with
water for several minutes. Remove contact lenses, if present
and easy to do. Continue rinsing.

P337 + P313 - If eye irritation persists: Get medical
advice/attention.

P362 + P363 — Take off contaminated clothing and wash it
before reuse.

Sample Diluent:
Ready to use. Mix well on vortex before use.

I. INSTRUMENTS AND TOOLS USED IN COMBINATION
WITH THE KIT

1. Micropipettes have to be calibrated to deliver the correct
volume required by the assay and must be submitted to
regular decontamination (household alcohol, 10% solution
of bleach, hospital grade disinfectants) of those parts that
could accidentally come in contact with the sample. They
should also be regularly maintained in order to show a
precision of 1% and a trueness of +/-2%. Decontamination
of spills or residues of kit components should also be
carried out regularly.

2. The ELISA incubator has to be set at +37°C (tolerance of
+/-0.5°C) and regularly checked to ensure the correct
temperature is maintained. Both dry incubators and water
baths are suitable for the incubations, provided that the
instrument is validated for the incubation of ELISA tests.

3. The ELISA washer is extremely important to the overall
performances of the assay. The washer must be carefully
validated in advance, checked for the delivery of the right
dispensation volume and regularly submitted to
maintenance according to the manufacturer’s instructions
for use. In particular the washer, at the end of the daily
workload, has to be extensively cleaned out of salts with
deionized water. Before use, the washer has to be
extensively primed with the diluted Washing Solution.
The instrument weekly has to be submitted to
decontamination according to its manual (NaOH 0.1 M
decontamination suggested).
5 washing cycles (aspiration + dispensation of 350ul/well
of washing solution + 20 sec soaking = 1 cycle) are
sufficient to ensure the assay with the declared
performances. If soaking is not possible add one more
cycle of washing.
An incorrect washing cycle or salt-blocked needles are the
major cause of false positive reactions.
Incubation times have a tolerance of +5%.
The ELISA microplate reader has to be equipped with a
reading filter of 450nm and with a second filter of 620-
630nm, mandatory for blanking purposes. lts standard
performances should be (a) bandwidth < 10 nm; (b)
absorbance range from 0 to > 2.0; (c) linearity to > 2.0;
repeatability > 1%. Blanking is carried out on the well
identified in the section “Assay Procedure”. The optical
system of the reader has to be calibrated regularly to
ensure that the correct optical density is measured. It
should be regularly maintained according to the
manufacturer ‘s instructions.

6. Dia.Pro’s customer service offers support to the user in the
setting and checking of instruments used in combination
with the kit, in order to assure compliance with the
requirements described. Support is also provided for the
installation of new instruments to be used with the Kkit.

o

L. PRE ASSAY CONTROLS AND OPERATIONS

1. Check the expiration date of the kit printed on the external
label of the kit box. Do not use if expired.

2. Check that the liquid components are not contaminated by
naked-eye visible particles or aggregates. Check that the
Chromogen/Substrate is colorless or pale blue by
aspirating a small volume of it with a sterile transparent
plastic pipette. Check that no breakage occurred in
transportation and no spillage of liquid is present inside the
box. Check that the aluminum pouch, containing the
microplate, is not punctured or damaged.

3. Dilute all the content of the 20x concentrated Wash
Solution as described above.

4. Allow all the other components to reach room temperature
(about 1 hr) and then mix as described.

5. Set the ELISA incubator at +37°C and prepare the ELISA
washer by priming with the diluted washing solution,
according to the manufacturers instructions. Set the right
number of washing cycles as reported in the specific
section.

6. Check that the ELISA reader has been turned on at least
20 minutes before reading.

7. Check that the micropipettes are set to the required
volume.

8. Check that all the other equipment is available and ready
to use.

9. In case of problems, do not proceed further with the test
and advise the supervisor.

M. ASSAY PROCEDURE

The assay has to be carried out according to what reported
below, taking care to maintain the same incubation time for all
the samples in testing.

1 — Leave the Al well empty for blanking operations. Dilute
20 ul sample to confirm with 1 ml diluent (1:50 dilution).
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Do not dilute controls (if tested) as they are prediluted and

ready-to-use.

Then dispense the controls and/or the diluted sample to
confirm, each one into one strip module according to the

following table:

position sample

O. INTERNAL QUALITY CONTROL

A check is carried out on the controls any time the kit is used
in order to verify whether their OD450nm/620-630nm values
are as expected and reported in the table below.

IOTMMOO®>

blanking well

100 ul control or diluted sample to confirm
100 ul control or diluted sample to confirm
100 ul control or diluted sample to confirm
100 ul control or diluted sample to confirm
100 ul control or diluted sample to confirm
100 ul control or diluted sample to confirm
100 ul control or diluted sample to confirm

Check Requirements
Blank well < 0.100 OD450nm value
H well >0.750 OD450nm value after blanking

Negative Control
(NC)

<0.200 OD450nm value in wells from B to
G After blanking

Positive Control
(PC)

Cover the strip with the sealer and incubate the strip module

for 60 min at +37°C.

2 — Peel out the plate sealer and wash the strip module

according to instructions.

3 — Add 100 ul of Conjugate to all the wells, except Al.

Incubate the module sealed for 60 min at +37°C.

4 — Peel out the plate sealer and wash the strip according to
the instructions. Then add 100 ul of the Chromogen/Substrate

mixture to all the wells, Al included.

5- Incubate the strip module for 20 min at room temperature,

protected from light.

6 — Stop the enzymatic reaction by adding 100 ul of the Stop

Solution to all the wells, Al included.

Read the strip module at 450nm and 620-630nm (mandatory)

blanking the instrument on A1 well.

Important notes:

1. Ensure that no finger prints are present on the bottom of
the microwell before reading. Finger prints could generate

false positive results on reading.

2. Reading has to be carried out just after the addition of the
Stop Solution and anyway not any longer than 20 minutes
after its addition. Some self oxidation of the chromogen

can occur leading to high background.

N. ASSAY SCHEME

Method Operations
Controls 100 ul
Samples diluted 1:50 100 ul
1stincubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
Enzyme conjugate 100 ul
2" incubation 60 min
Temperature +37°C
Wash step n° 5 cycles with 20” of soaking
OR
n° 6 cycles without soaking
TMB/H202 100 ul
3" incubation 20 min
Temperature r.t
Sulphuric Acid 100 ul
Reading OD 450nm / 620-630nm

<0.200 OD450nm value in well B after
blanking

>B+0.350 OD450nm in all wells from C to
G after blanking

If the results of the test match the requirements stated above,
proceed to the next section.

In case data above do not match the correct values, before
repeating the test check carefully the expiration date of the kit,
the performances of the instruments used for the assay , the
procedure of distribution of controls and samples and operate

as follows:
Problem Check
Blank well 1. that the Chromogen/Sustrate solution
> 0.100 has not got contaminated during the
0OD450nm assay
Negative Control | 1. that the washing procedure and the
(NC) washer settings are as validated in the

>0.200 OD450nm
value in wells
from B to G After
blanking

pre qualification study;

2. that the proper washing solution has
been used and the washer has been
primed with it before use;

3. that no mistake has been done in the
assay procedure (dispensation of positive
control instead of negative control;

4. that no contamination of the negative
control or of their wells has occurred due
to positive samples, to spills or to the
enzyme conjugate;

5. that micropipettes haven’t got
contaminated with positive samples or
with the enzyme conjugate

6. that the washer needles are not
blocked or partially obstructed.

Positive Control
>0.200 OD450nm
value in well B
after blanking
<B+0.350
OD450nm in any
of the wells from

1. that the procedure has been correctly
executed;

2. that no mistake has been done in the
distribution of controls (dispensation of
negative control instead of positive
control.

3. that the washing procedure and the

C to G after washer settings are as validated in the
blanking pre qualification study;
4. that no external contamination of the
positive control has occurred.
H well 1. that the procedure has been correctly
<0.750 executed,

2. that no mistake has been done in the
distribution of the Enzyme Conjugate

3. that the washing procedure and the
washer settings are as validated in the
pre qualification study;

4. that no external contamination of the
Enzyme Conjugate has occurred.

Should these problems happen, after checking, report any
residual problem to the supervisor for further actions.

Important note:

The analysis must be done proceeding as the reading step
described in the section M, point 6.




| Doc.: | INS CCONF.CE/eng | Page | 60f 8 | Rev.:3 | Date: 2019/11 |

P. INTERPRETATION OF RESULTS
If the validity of the assay is confirmed, examine the following
table for the interpretation of results.

Classification Results

Negative Wells from C to G with OD450nm/620-
630nm < B + 0.350

False Positive B well with OD450nm/620-630nm > 0.350

Indeterminate One well from C to G with OD450nm/620-
630nm > B + 0.350.

B well must have OD450nm/620-630nm <
0.350

Positive At least 2 wells from C to G with
0OD450nm/620-630nm > B + 0.350.

B well must have OD450nm/620-630nm <
0.350

Important notes:

1. Interpretation of results should be done under the
supervision of the responsible of the laboratory to reduce
the risk of judgment errors and misinterpretations.

2. When test results are transmitted from the laboratory to an
informatics centre, attention has to be done to avoid
erroneous data transfer.

3. Diagnosis of HCV infection has to be done and released
to the patient only by a qualified medical doctor.

Q. PERFORMANCES

Evaluation of Performances has been conducted in
accordance to what reported in the Common Technical
Specifications or CTS (art. 5, Chapter 3 of IVD Directive
98/79/EC) for Confirmatory/Supplementary assays for anti
HCV determination.

1. LIMIT OF DETECTION

In absence of a defined international standard (none is
indicated in the product-specific CTS) Dia.Pro Diagnostic
BioProbes s.rl. has used working standard supplied by
NIBSC, UK.

The S/Co ratio obtained on the British Working Standard,
NIBSC, code 99/588-003-WI, for three lots of CCONF.CE, are
reported in the following table:

NIBSC working standard

CCONF.CE S / Co
Lot ID Core  NS3 NS4 NS5 Env
0904 2.6 2.8 08 ] 03|01
1104 2.9 2.6 06 | 02 | 01
0105 3.1 2.7 07 | 04 ]02

2. DIAGNOSTIC SPECIFICITY AND SENSITIVITY

The diagnostic sensitivity and specificity of the device was
evaluated in the clinical trials conducted at the Hospital
Universitario “La F&” — Servicio de Microbiologia, Valencia,
Spain, and internally.

2.1 Diagnostic specificity:

It is defined as the probability of the assay of scoring negative
in the absence of specific analyte.

200 negative random blood donors, including 1% donations,
and 200 patients hospitalized for non HCV pathologies,
including pregnant women, were tested; a specificity of 100%
was found. In addition, 65 potentially interfering specimens
coming from related pathologies or infections, were examined
and a specificity of 100% was observed.

No interferences were seen with different methods of sample
preparation (plasma & sera).

2.2 Diagnostic Sensitivity

It is defined as the probability of the assay of scoring positive
in the presence of specific analyte.

The diagnostic sensitivity has been assessed in the external
Performance Evaluation on a total number of 300 specimens
reflecting different stages of antibody pattern and genotypes.

298 samples were detected positive and 2 samples were
detected indeterminate.

The device showed correct identification of samples as
positive or indeterminate; none turned out to be negative,
matching in full what required by CTS.

In addition, 106 samples of the most common genotypes of
HCV were examined internally with a result of 100%
sensitivity.

The low titer panel provided by EFS, France, code Ac HCV lot
# 01/08.03.22C/01/A, was tested. The following results were
obtained:

Sample Result Expected
HCV 1 positive positive
HCV 2 positive positive
HCV 3 positive positive
HCV 4 positive positive
HCV 5 positive positive

HCV 6 (matrix) | negative negative

Seroconversion panels provided by BBI, USA, were studied
internally and externally as well with reference to a licensed
device produced in US (whose data are extracted from BBI’s
data sheets). The results are reported in the following table:

DiaPro  Kit RIBA 3
Panel Ind Pos Ind Pos
PHV 920 04/10 05/10 | 04/10 | 05/10
PHV 901 A 03/11 | 03/11 | 04/11
PHV 904 05/07 I 05/07 1
PHV 905 04/09 07/09 | 04/09 | 07/09
PHV 906 01/07 04/07 | 01/07 | 03/07
PHV 907 04/07 06/07 | 04/07 | 06/07
PHV 908 07/13 J/l 08/13 l
PHV 909 02/03 I 02/03 1
PHV 910 J 03/05 Jl 03/05
PHV 911 A 03/05 1 03/05
PHV 912 03/03 I 03/03 1
PHV 913 03/04 J 03/04 l
PHV 914 05/09 08/09 | 05/09 | 08/09
PHV 915 03/04 J/ 02/04 l
PHV 916 n 07/08 J 07/08
PHV 917 A 05/10 I 05/10
PHV 918 07/08 J 07/08 | 08/08
PHV 919 A 05/07 I 05/07
PHV 920 04/10 05/10 | 04/10 | 05/10

Note: Results are expressed as the number of first reactive sample out of
the total number of specimens.

Ten additional seroconversion panels were tested and
compared with Ortho 3.0.
Results are reported in the table below:

DiaPro Kit Ref.

Panel Ind Pos Pos

MR1 1 02/05 | 02/05
MR2 /i 02/05 | 02/05
MR3 1 02/05 | 02/05
MR4 1 02/05 | 04/05

MRextl /i 05/07 | 05/07
MRext2 mn 04/04 | 04/04
MRext3 /i 06/07 | 06/07
MRext4 /i 04/05 | 04/05
MRext5 )/ 03/04 | 03/04
MRext6 /i 03/04 | 03/04

Note: Results are expressed as the number of first reactive sample out of
the total number of specimens.

In order to further evaluate the diagnostic sensitivity of the
Product, the performance panel code WWHYV 301 supplied by
BBI, USA, has been tested. The following table reports the
results obtained for the confirmation assay and the S/Co
values of two reference ELISA kits for the determination of
HCV Ab (Dia.Pro srl and Ortho), comparing to Riba 3 for HCV
confirmation.
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BBI Panel WWHYV 301

Member | CCONF.CE | CVAB.CE | HCV 3 | RIBA 3.0
N° result S/Co S/Co result
1 pos >10.8 >5.0 pos
2 pos >10.8 >5.0 pos
3 pos >10.8 >5.0 pos
4 pos 10.3 >5.0 pos
5 neg 0.2 0.0 neg
6 pos 11.2 >5.0 pos
7 pos 4.2 >5.0 pos
8 neg 0.3 0.1 neg
9 pos 8.1 >5.0 pos
10 pos 10.8 >5.0 pos
11 pos 3.1 >5.0 pos
12 pos 10.8 >5.0 pos
13 pos 10.8 >5.0 pos
14 pos 10.8 >5.0 pos
15 pos 8.3 >5.0 pos
16 pos 5.8 >5.0 pos
17 ind 9.5 >5.0 ind
18 pos 10.8 >5.0 pos
19 pos 1.6 >5.0 pos
20 pos 10.5 >5.0 pos

In addition, CCONF.CE lot # 1104 has been used on the HCV
Panel supplied by SFTS, France, to verify whether the device
is capable to detect antibodies to all the known HCV

genotypes.

Sample | Geno | Reactivity | CCONF.CE
ID type result
01 2al2c 2 POS
02 1b 3 POS
03 2al2c 3 POS
04 2al2c 2 POS
05 1b 2 POS
06 1 2 POS
07 - 2/PCR - IND
08 1b 2 POS
09 3 2 POS
10 3a 2 POS
11 - Core/PCR - IND
12 la/lb | NS3/PCR + IND
13 - Core/PCR - IND
14 3a_ | Core/PCR + POS
15 - 2/PCR - POS
16 - 2/PCR - POS
17 1b 2 POS
18 - NS5/PCR - NEG
19 5a 3 POS
20 3a Core/PCR + IND
21 la 2 POS
22 - NS3/PCR - NEG
23 1b 3 POS
24 2a 3 POS
25 la NS3/PCR + IND
26 1b 3 POS
27 - 2/PCR - POS
28 1° 3 POS
29 2al2c 3 POS
30 3 Core/PCR + POS
31 - Neg NEG
32 1b 3 POS
33 - Neg NEG
34 - Neg NEG
35 la NS3/PCR + IND
36 + #1 at 1:200 IND
37 + # 2 at 1:400 IND
38 1b 3 POS
39 1b 2 POS
40 - Core/PCR - IND
41 - NS3/PCR - IND
42 - NS3/PCR - NEG
43 4 3 POS
44 - 2/PCR - POS
45 - 2/PCR - NEG
46 - 2/PCR - IND
47 - 2/PCR - IND
48 - 3/PCR - POS
49 - Core/PCR- POS
50 - 2/PCR - IND

2.3 Precision

The negative control and the positive control were used to
verify this parameter, by testing 12 replicates of the same
sample on three lots of product.

Results of one lot are reported below.

Negative control

Values O.Dmean | CV%
blank well) 0,001 0,0
Casein 0,012 15,7
CORE 0,031 18,8
NS3 0,036 16,3
NS4 0,146 11,3
NS5 0,039 11,8
ENV 0,039 12,4

Positive control
Values O.Dmean | CV%

blank well) 0,001 0,0
Casein 0,041 11,4
CORE 3,973 0,6

NS3 3,981 0,0
NS4 3,981 0,0
NS5 2,646 3,6
ENV 1,067 8,0

R. LIMITATIONS

No

limitation has been observed from the Performance

Evaluation.
Please refer anyway to the Section G for samples and
sampling methods.

Important note:
The performance data have been obtained proceeding as the
reading step described in the section M, point 6.
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HCV Ab

Confirmation

A. INTRODUCCION

El virus de la Hepatitis C o VHC es un virus RNA encapsulado,
recientemente clasificado dentro de la familia de los
Flaviviridae.

El genoma codifica componentes estructurales, una proteina
de la nucleocapside y dos glicoproteinas de la envoltura, asi
como constituyentes funcionales involucrados en la replicacion
del virus y en la sintesis de las proteinas. La region que
codifica para la nucleocapside parece estar altamente
conservada entre los aislamientos obtenidos en todo el
mundo.

El VHC aparece en el 95% de los infectados de hepatitis por
transfusién de sangre y en el 50% de las hepatitis esporadicas
NANB. El VHC cominmente origina hepatitis asintomatica, en
la mayoria de los casos se vuelve crénica y a veces desarrolla
formas graves de enfermedad, como hepatocarcinomas.

La determinacion de anticuerpos frente al VHC se ha
convertido en un método imprescindible de cribado de sangre
para prevenir una hepatitis post-transfusional. Este método
también se utiliza para controlar a personas de riesgo y a
pacientes que siguen un tratamiento con interferén.

La confirmacion de los resultados positivos es muy
recomendable en los protocolos de los laboratorios antes de
considerar al paciente verdaderamente positivo para los
anticuerpos del VHC.

B. PRINCIPIOS DEL ENSAYO

Las microplacas estan recubiertas de tiras con antigenos
sintéticos especificos del VHC correspondientes a las
regiones “core” y “ns” y “env” que codifican para
determinantes antigénicos inmunodominantes y conservados
(Core, NS3, NS4, NS5y Env).

Los antigenos que recubren los pocillos que componen las
tiras de la microplaca son los siguientes:

Posicién | Antigeno | Composicién
A Ninguno | Pocillo para el blanco
B Caseina | Control negativo interno
C Core Antigeno sintético especifico
D NS3 Antigeno sintético especifico
E NS4 Antigenos sintéticos especificos
F NS5 Antigeno sintético especifico
G Env Antigenos sintéticos especificos
H higG Control positivo interno

La tira se trata en primer lugar con la muestra que resulta ser
positiva en el ensayo de cribado. Los anticuerpos anti VHC si
estan presentes son capturados por los antigenos especificos.
Después del lavado, que elimina el resto de los componentes
de la muestra, en la 2% incubacion se detectan los anticuerpos
anti VHC unidos, mediante la adicién de anticuerpos anti-
1gG/IgM humanos, marcados con peroxidasa (HPR).

El enzima capturado en la fase soélida, combinado con la
mezcla substrato/cromogeno, genera una sefial &ptica
proporcional a la cantidad de anticuerpos anti-VHC presentes
en la muestra.

Se incluyen controles para proporcionar una comprobacion
interna del sistema analitico.

La muestra se confirma positiva si al menos hay dos
reactividades especificas.

C. CONDICIONES DE LA PRUEBA Y AVISOS

1. Todos los reactivos incluidos en el equipo son
exclusivamente para diagnéstico “in vitro”.

2. No usar el equipo o sus reactivos después de la fecha de
caducidad. No mezclar reactivos de diferentes lotes.

3. Los procedimientos deben realizarse cuidadosamente para
obtener resultados e interpretaciones clinicas fiables.

4. Dejar que todos los reactivos estén a temperatura ambiente
al menos 60 min antes de comenzar la prueba.

5. Evitar la contaminacién de los reactivos al extraerlos de los
viales. Recomendamos usar pipetas automaticas y con puntas
desechables. Cuando se dispensan los reactivos, no tocar las
paredes de los pocillos de las microplacas con las puntas,
para evitar cualquier tipo de contaminacion cruzada.

6. En el procedimiento de lavado, usar solamente la solucion
de lavado incluida en el equipo y seguir las indicaciones
descritas en la seccion “INSTRUCCIONES DE LAVADO” de
este manual.

7. Asegurarse de que la solucién substrato/cromégeno no
entre en contacto con agentes oxidantes o superficies
metdlicas; evitar la exposicion a la luz intensa durante la fase
de incubacién o durante la preparacion del reactivo.

Cuando se prepara la mezcla substrato/cromégeno para la
prueba, usar solamente envases plasticos desechables
limpios o estériles.

8. Las muestras y materiales potencialmente infecciosos
deben ser manipulados con atencién ya que podrian transmitir
infecciones.

Todos los objetos que entran en contacto directo con las
muestras y todos los residuos del ensayo deben ser tratados o
eliminados como potencialmente infecciosos. Los mejores
procedimientos de inactivacion son los tratamientos con
autoclave a 121°C durante 30 minutos o con hipoclorito de
sodio a una concentracion final del 2.5% durante 24 horas.
Este Ultimo método puede utilizarse para tratar los desechos
liquidos tras neutralizarlos con NaOH.

9. Evitar que los liquidos entren en contacto con la piel y las
mucosas. Usar siempre guantes protectores sin talco, gafas
de proteccion y bata de laboratorio, de acuerdo con las
normas de seguridad.

D. CONTENIDO DEL EQUIPO

a- Microplaca

n°® 1. 12 tiras x 8 pocillos recubiertos con antigenos VHC
sintéticos. Las tiras estan contenidas en una bolsa con cierre
hermético y un desecante en su interior. Poner las tiras
necesarias para la prueba a temperatura ambiente antes del
uso, y cerrar bien la bolsa para evitar que se forme humedad
en su interior.

b — Conjugado

n° 1x16ml. Solucién tamponada proteica que contiene
un anticuerpo especifico anti-higG y M, marcado con HRP,
listo para su uso.

Contiene estabilizantes proteicos, 0.2 mg/ml de sulfato de
gentamicina y ProClin 300 0.045%.

¢ =Solucién de Lavado

n° 1x60ml. Solucion concentrada 20x para diluir hasta 1200
ml con agua de calidad EIA. Contiene tampén fosfato, Tween
20y ProClin 300 0.045% como conservantes.

Una vez diluida, la solucion de lavado es estable durante una
semana a 2-8°C.

d — Cromégeno/substrato

1x16ml. La solucién contiene tetrametil-benzidina (TMB) y
peroxido de hidrégeno (H202) con activadores y
estabilizantes, diluidos en un tampén fosfato/citrato. La
solucién esta lista para su uso.

Advertencia: Proteger de la luz.

e — Solucién de parada

n° 1x15ml. Contiene una solucién de H2SO4 0.3 M

Atencion: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).
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f —Control negativo

n° 1x3ml Suero humano no reactivo para
anticuerpos anti-VHC. Contiene azida sédica 0.09% y ProClin
300 0.045% como conservantes.

El control negativo esta codificado con el color amarillo.

g —Control Positivo

n°® 1x3ml Suero humano altamente reactivo para los
anticuerpos anti-VHC. Contiene azida sédica 0.09% y ProClin
300 0.045% como conservantes. El control positivo esta
codificado con el color verde.

h -Diluente de muestras

n°® 1x20ml. Solucién proteica para la preparacion de
muestras. Contiene un detergente, estabilizantes proteicos,
azida sé6dica 0.1% y ProClin 300 0.045%mcomo conservantes.

Nota: todos los materiales derivados de suero humano han
sido probados con resultados negativos para HBsAg y para
los anticuerpos anti VIH con equipos aprobados por la FDA .
El control positivo se ha inactivado para el VHC. En todo caso,
manipular estos componentes como potencialmente
infecciosos.

E. MATERIALES NECESARIOS NO SUMINISTRADOS

1. Micropipetas calibradas de volumen variable y puntas de
plastico desechables.

2. Agua de calidad EIA (bidestilada o desionizada, tratada

con carbén para eliminar oxidantes quimicos usados

como desinfectantes).

Timer con un rango de 60 minutos como minimo.

Papel absorbente.

Incubador termostatico de microplacas ELISA, calibrado

capaz de proporcionar una temperatura de 37°C.

6. Lector calibrado de micropocillos ELISA con filtros de
450nm (lectura) y de 620-630 nm (blanco).

7. Lavador calibrado de microplacas ELISA.

8.  Vortex o similar.

asw

F. ADVERTENCIAS Y PRECAUCIONES

1.El equipo debe ser usado por personal técnico
adecuadamente entrenado, bajo la supervisién de un doctor
responsable del laboratorio.

2.Cuando el equipo se utliza para la confirmacion de
resultados positivos obtenidos del cribado en unidades de
sangre y componentes sanguineos, debe utilizarse en un
laboratorio certificado y homologado por la autoridad nacional
competente (Ministerio de Sanidad o entidad similar) para
realizar dicho tipo de andlisis.

3.Todas las personas encargadas de la realizacion de las
pruebas deben llevar los indumentos protectores adecuados
de laboratorio, guantes y gafas. Evitar el uso de objetos
cortantes (cuchillas) o punzantes (agujas). El personal debe
ser adiestrado en procedimientos de bioseguridad, segun ha
sido recomendado por el Centro de Control de Enfermedades
de Atlanta, Estados Unidos, y publicado por el Instituto
Nacional de Salud: “Biosafety in Microbiological and
Biomedical Laboratories”, ed.1984.

4.Todo el personal involucrado en el manejo de muestras
debe estar vacunado contra HBV y HAV, para lo cual existen
vacunas disponibles, seguras y eficaces.

5.Se debe controlar el ambiente del laboratorio para evitar la
contaminacion de los componentes con polvo o agentes
microbicos cuando se abran los equipos, asi como durante la
realizacion del ensayo. Evitar la exposicion del
cromoégeno/substrato a la luz y las vibraciones de la mesa de
trabajo durante el ensayo.

6.Conservar el equipo a temperaturas entre 2-8 °C, en un
refrigerador con temperatura regulada o en camara fria.

7.No intercambiar componentes de diferentes lotes  ni
tampoco de diferentes equipos del mismo lote.

8. Comprobar que los reactivos no contengan precipitados ni
agregados en el momento del uso. De darse el caso,
informar al responsable para realizar el procedimiento
pertinente y reemplazar el equipo.

1. Evitar contaminacién cruzada entre muestras de suero/
plasma usando puntas desechables y cambiandolas después
de cada uso. No reutilizar puntas desechables.

2. Evitar contaminacién cruzada entre los reactivos del
equipo usando puntas desechables y cambiandolas depués
de cada uso. No reutilizar puntas desechables.

9. No usar el producto después de la fecha de caducidad
indicada en la etiqueta externa y en las etiquetas internas
(viales).

10. Tratar todas las muestras como potencialmente infectivas.
Las muestras de suero humano deben ser manipuladas al
nivel 2 de bioseguridad, segin ha sido recomendado por el
Centro de Control de Enfermedades de Atlanta, Estados
Unidos y publicado por el Instituto Nacional de Salud:
“Biosafety in Microbiological and Biomedical Laboratories”,
ed.1984.

11. Se recomienda el uso de material plastico desechable
para la preparacion de las soluciones de lavado y para la
transferencia de los reactivos a los diferentes equipos
automatizados a fin de evitar contaminaciones cruzadas.

12. Los desechos producidos durante el uso del equipo deben
ser eliminados segin lo establecido por las directivas
nacionales y las leyes relacionadas con el tratamiento de los
residuos quimicos y biolégicos de laboratorio. En particular,
los desechos liquidos procedentes del procedimiento de
lavado, de restos de controles y muestras deben ser tratados
como material potencialmente infeccioso e inactivarse antes
de su eliminacién. Se recomienda la inactivacién con una
concentracion final de lejia al 10% durante 16 a 18 horas o la
inactivacion con calor mediante autoclave a 121 °C durante 20
minutos.

13. En caso de derrame accidental de algin producto, se
debe utilizar papel absorbente embebido en lejia vy
posteriormente en agua. El papel debe eliminarse en
contenedores designados para este fin en hospitales y
laboratorios.

14. El acido sulfurico es irritante. En caso de derrame, se
debe lavar la superficie con abundante agua.

15. Otros materiales de desecho generados durante la
utilizacion del equipo (por ejemplo: puntas usadas en la
manipulacion de las muestras y controles, microplacas
usadas) deben ser manipuladas como fuentes potenciales de
infeccién de acuerdo a las directivas nacionales y leyes para
el tratamiento de residuos de laboratorio.

G. MUESTRA: PREPARACION Y RECOMENDACIONES

1. Extraer la sangre asépticamente por puncién venosa y
preparar el suero o plasma segun la técnica estandar de
los laboratorios de analisis clinico. No se ha detectado
gue el tratamiento con citrato, EDTA o heparina afecte
las muestras.

2. Evitar el uso de conservantes, en particular azida
sodica, ya que puede afectar la actividad enzimatica del
conjugado, generando resultados falsos negativos.

3. Las muestras deben ser identificadas claramente
mediante codigo de barras o nombres, a fin de evitar
errores en los resultados. Cuando el equipo se emplea
para el cribado de unidades de sangre, se recomienda
el uso del codigo de barras y la lectura electronica.

4. Las muestras hemolizadas (color rojo) o hiperlipémicas
(aspecto lechoso) deben ser descartadas para evitar
falsos resultados, al igual que aquellas donde se
observe la presencia de precipitados, restos de fibrina o
filamentos microbianos.

5. El suero y el plasma pueden conservarse a una
temperatura entre +2° y +8°C en tubos de recoleccién
principales hasta cinco dias después de la extraccion.
No congelar tubos de recoleccién principales. Para
periodos de almacenamiento mas prolongados, las
muestras de plasma o suero, retiradas cuidadosamente
del tubo de extraccion principal, pueden almacenarse
congeladas a —20°C durante al menos 12 meses. Evitar
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congelar/descongelar cada muestra mas de una vez, ya
que pueden generarse particulas que podrian afectar al
resultado de la prueba.

6. Si hay presencia de agregados, la muestra se puede
aclarar mediante centrifugacion a 2000 rpm durante 20
minutos o por filtracién con un filtro de 0.2-0.8 micras.

H. PREPARACION DE LOS COMPONENTES Y
PRECAUCIONES

En un estudio realizado con un equipo abierto no se ha
detectado pérdida de actividad relevante utilizandolo hasta 6
veces y durante un periodo de hasta 6 meses.

Microplacas:

Dejar la microplaca a temperatura ambiente (aprox. 1 hora)
antes de abrir el envase.  Compruebe que el desecante no
esté de color verde oscuro, lo que indicaria un defecto de
almacenamiento.

De ser asi, llame al servicio de atencion al cliente de Dia.Pro.
Las tiras no utilizadas deben guardarse herméticamente
cerradas en la bolsa de aluminio con el desecante a 2-8°C.
Cuando se abre por primera vez, las tiras sobrantes se
mantienen estables hasta que el indicador de humedad dentro
de la bolsa del desecante cambia de amarillo a verde.

Control negativo:
Listo para el uso. Mezclar bien con un vértex antes de usar.

Control positivo:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Manipule este componente como potencialmente infeccioso,
aunque el VHC, si esta4 presente en el control, haya sido
inactivado quimicamente.

Solucién de lavado concentrada:

Todo el contenido de la solucién concentrada 20x debe
diluirse con agua de calidad EIA hasta 1200 ml y mezclarse
suavemente antes de usarse.

Ya que pueden existir algunos cristales de sal en el vial, debe
prestarse atenciéon a que todo el contenido quede disuelto al
preparar la solucion.

Durante la preparacion hay que evitar la formacion de espuma
y burbujas, que podrian reducir la eficiencia de lavado.

Nota: Una vez diluida, la solucion es estable por una semana
a temperaturas entre +2 y 8°C.

Conjugado:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios. En caso de que deba transferirse
el reactivo, usar contenedores de plastico, estériles y
desechables, siempre que sea posible.

Cromogeno/substrato:

Listo para el uso. Mezclar bien con un vértex antes de usar.
Evitar posible contaminacion del liquido con oxidantes
quimicos, polvo o microbios.

Evitar la exposicion a la luz, agentes oxidantes y superficies
metalicas.

En caso de que deba transferirse el reactivo, usar
contenedores de plastico, estériles y desechables, siempre
que sea posible.

Acido sulfurico:

Listo para el uso. Mezclar bien con un vortex antes de usar.
Atencién: Irritante  (H315, H319; P280, P302+P352,
P332+P313, P305+P351+P338, P337+P313, P362+P363).

Leyenda:
Indicacion de peligro, Frases H
H315 — Provoca irritacién cutanea.

H319 - Provoca irritacion ocular grave.

Consejo de prudencia, Frases P
P280 — Llevar guantes/prendas/gafas/mascara de proteccion.

P302 + P352 — EN CASO DE CONTACTO CON LA PIEL:
Lavar con agua y jab6n abundantes.

P332 + P313 — En caso de irritacion cutanea: Consultar a un
médico.

P305 + P351 + P338 — EN CASO DE CONTACTO CON LOS
0JOS: Aclarar cuidadosamente con agua durante varios
minutos. Quitar las lentes de contacto, si lleva y resulta facil.
Seguir aclarando.

P337 + P313 — Si persiste la irritacion ocular: Consultar a un
médico.

P362 + P363 — Quitarse las prendas contaminadas y lavarlas
antes de volver a usarlas.

Diluente de muestras:
Listo para el uso. Mezclar bien con un vortex antes de usar.

I. INSTRUMENTOS Y EQUIPAMIENTO UTILIZADOS EN
COMBINACION CON EL EQUIPO

1. Las micropipetas deben estar calibradas para dispensar
correctamente el volumen requerido en el ensayo y
sometidas a una descontaminacion periodica de las partes
qgue pudieran entrar accidentalmente en contacto con la
muestra (alcohol 70%, lejia 10%, desinfectantes de
calidad hospitalaria). Deben ademas, ser regularmente
revisadas para mantener una precision del 1% y una
fiabilidad de +/- 2%. Deben descontaminarse
periddicamente los residuos de los componentes del
equipo.

2. Laincubadora ELISA debe ser ajustada a 37°C (+/- 0.5°C
de tolerancia) y controlada periédicamente para mantener
la temperatura correcta. Pueden emplearse incubadoras
secas o0 bafios de agua siempre que estén validados para
la incubacion de pruebas de ELISA.

3. El lavador ELISA es extremadamente importante para el
rendimiento global del ensayo. El lavador debe ser
validado de forma minuciosa previamente, revisado para
comprobar que suministra el volumen de dispensacion
correcto y enviado regularmente a mantenimiento de
acuerdo con las instrucciones de uso del fabricante. En
particular, deben lavarse minuciosamente las sales con
agua desionizada del lavador al final de la carga de
trabajo diaria. Antes del uso, debe suministrarse
extensivamente solucion de lavado diluida al lavador.
Debe enviarse el instrumento semanalmente a
descontaminacién segin se indica en su manual (se
recomienda descontaminacion con NaOH 0.1 M). Para
asegurar que el ensayo se realiza conforme a los
rendimientos declarados, basta con 5 ciclos de lavado
(aspiracion + dispensado de 350 pl/pocillo de solucién de
lavado + 20 segundos de remojo = 1 ciclo). Si no es
posible remojar, afadir un ciclo de lavado adicional. Un
ciclo de lavado incorrecto o agujas obstruidas con sal son
las principales causas de falsas reacciones positivas.

4. Los tiempos de incubacion deben tener un margen de
+5%.

5. El lector de microplaca ELISA debe estar provisto de un
filtro de lectura de 450nm y de un segundo filtro de 620-
630 nm, obligatorio para reducir interferencias en la
lectura. El procedimiento estandar debe contemplar: a)
Ancho de banda <10nm b) Rango de absorbancia de 0 a
>2.0, c) Linealidad >2.0, reproducibilidad >1%. EI blanco
se prueba en el pocillo indicado en la seccion
“Procedimiento del ensayo”. El sistema Optico del lector
debe ser calibrado periddicamente para garantizar que se
mide la densidad Optica correcta. Periddicamente debe
procederse al mantenimiento segun las instrucciones del
fabricante.

6. El servicio de atencién al cliente en Dia.Pro, ofrece apoyo
al usuario para calibrar, ajustar e instalar los equipos a
usar en combinacién con el equipo, con el propdsito de
asegurar el cumplimiento de los requerimientos descritos.
También se ofrece apoyo para la instalacién de nuevos
instrumentos a usar con el equipo.
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L. OPERACIONES Y CONTROLES PREVIOS AL ENSAYO

1. Comprobar la fecha de caducidad indicada en la etiqueta
externa del equipo. No usar si ha caducado.

2. Comprobar que los componentes liquidos no estan
contaminados con particulas ni agregados visibles.
Comprobar que el cromégeno/substrato es incoloro o azul
pélido, aspirando un pequefio volumen con una pipeta
estéril de plastico transparente. Comprobar que no han
ocurrido roturas ni derrames de liquido dentro de la caja
durante el transporte. Comprobar que la bolsa de aluminio
que contiene la microplaca no esta perforada ni dafiada

3. Diluir totalmente la solucion de lavado concentrada 20X,
como se ha descrito anteriormente.

4. Dejar los componentes restantes hasta alcanzar la
temperatura ambiente (aprox. 1 hora), mezclar luego
suavemente en el vortex todos los reactivos liquidos.

5. Ajustar la incubadora de ELISA a 37°C y alimentar el
lavador de ELISA utilizando la solucién de lavado, segin
las instrucciones del fabricante. Fijar el nimero de ciclos
de lavado de acuerdo segln se indica en la seccion
especifica.

6. Comprobar que el lector de ELISA esté encendido al
menos 20 minutos antes de realizar la lectura.

7. Comprobar que las micropipetas estén fijadas en el
volumen requerido.

8. Asegurarse de que el equipamiento a usar esté en
perfecto estado, disponible y listo para el uso.

9. En caso de surgir algin problema, se debe detener el
ensayo y avisar al responsable.

M. PROCEDIMIENTO DEL ENSAYO

El ensayo debe realizarse segun las instrucciones que siguen
a continuacién; es importante mantener en todas las muestras
el mismo tiempo de incubacion.

1 — Dejar el pocillo Al vacio para el blanco. Diluir 20 pl de
muestra que debe ser confirmada con 1 ml de diluente
(dilucién 1:50).

No diluir los controles (si han sido ya probados) porque ya
estan prediluidos y listos para el uso.

Después dispensar los controles y/o la muestra diluida para
confirmar, cada una en un modulo de tiras segun la siguiente
tabla:

posicién muestra

Notas importantes:

1. Asegurarse de que no hay impresiones digitales en el
fondo de los pocillos antes de leer. Podrian generarse
falsos positivos en la lectura.

2. La lectura deberia hacerse inmediatamente después de
afiadir la solucién de parada y, en cualquier caso, nunca
transcurridos mas de 20 minutos de su adicion. Se podria
producir auto oxidacion del cromégeno causando un
elevado fondo.

N. ESQUEMA DEL ENSAYO

Método Operaciones
Controles 100 pl
Muestras diluidas 1:50 100 pl
1"™incubacion 60 min
Temperatura +37°C
Paso de lavado 5 ciclos con 20”de remojo
o]
6 ciclos sin remojo
Conjugado 100 pl
2% incubacion 60 min
Temperatura +37°C
Paso de lavado 5 ciclos con 20”de remojo
o]
6 ciclos sin remojo
TMB/H202 100 pl
3" incubacién 20 min
Temperatura t.a.
Acido sulfarico 100 pl
Lectura D.O. 450 nm / 620-630 nm

O. CONTROL DE CALIDAD INTERNO

Se realiza una comprobacion en los controles cada vez que se
usa el equipo para verificar si los valores de DO450nm/ 620-
630nm son los esperados e indicados en la siguiente tabla:

Comprobacion Requerimientos

Pocillo blanco Valor < 0.100 DO450nm

pocillo blanco

100 pl control o muestra diluida para confirmar
100 pl control o muestra diluida para confirmar
100 pI control 0 muestra diluida para confirmar
100 pI control 0 muestra diluida para confirmar
100 pl control o muestra diluida para confirmar
100 pI control 0 muestra diluida para confirmar
100 pl control o muestra diluida para confirmar

IOGTMMOO®m>

Pocillo H Valor >0.750 DO450nm después de leer
el blanco

Control negativo | Valor medio <0.200 DO450nm en pocillos

(CN) de B a G después de leer el blanco

Control positivo Valor del pocillo B <0.200 DO450nm

(CP) después de leer el blanco

>B+0.350 DO450nm en todos los pocillos

de C a G después de leer el blanco.

Cubrir la tira con el sellador e incubar el médulo de tira
durante 60 min a +37°C.

2 — Retirar el sellador adhesivo y lavar el mddulo de tira segun
las instrucciones.

3 — Afiadir 100 ul de conjugado en todos los pocillos, excepto
el pocillo Al. Incubar durante 60 min a +37°C.

4- Retirar el sellador adhesivo y lavar la tira segun las
instrucciones. Afiadir 100 pl de la mezcla
cromdégeno/substrato en todos los pocillos, incluso el Al.

5-Incubar el médulo de tira durante 20 min a temperatura
ambiente, protegido de la luz.

6 —Detener la reaccién enzimatica afiadiendo 100 pl de la
solucion de parada en todos los pocillos, incluso el Al.

Leer el modulo de tira a 450nm y 620-630nm (obligatorio)
calibrando el instrumento con el pocillo Al (blanco).

Si los resultados del ensayo coinciden con los requerimientos
establecidos anteriormente, pase a la siguiente seccion.

Si los resultados del ensayo no coinciden con los valores
correctos, antes de repetir la prueba compruebe
cuidadosamente la fecha de caducidad del equipo, el
rendimiento de los instrumentos usados para el ensayo, el
procedimiento de distribucion de controles y muestras, y haga
lo siguiente:

Problema Comprobar que

Pocillo blanco 1. la solucién cromégeno/substrato no se
> 0.100 | ha contaminado durante el ensayo
DO450nm

Control negativo | 1. el proceso de lavado y los parametros
(CN) del lavador estén validados segln los
Valor >0.200 | estudios previos de calificacion.
DO450nm en| 2. se ha usado la soluciéon de lavado
pocillos de B a G | apropiada y que el lavador ha sido
después de leer | alimentado con la misma antes del uso.
el blanco 3. no se han cometido errores en el
procedimiento  (dispensar el control
positivo en lugar del negativo).

4. no ha existido contaminacion del
control negativo o de sus pocillos debido

a muestras positivas, a derrames o al
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conjugado.

5. las micropipetas no se han
contaminado con muestras positivas ni
con el conjugado.

6. las agujas del lavador no estén parcial
0 totalmente obstruidas.

Control Positivo 1. el procedimiento ha sido ejecutado
Valor >0.200 | correctamente.

DO450nm en el | 2. no se han cometido errores durante la
pocillo B después | distribucion del control (dispensar el

de leer el blanco | control negativo en lugar del positivo).
<B+0.350 3. el proceso de lavado y los parametros
DO450nm en los | del lavador estén validados segun los
otros pocillos estudios previos de calificacion.

desde el Cal G 4. no se ha producido contaminacién
después de leer | externa del control positivo.

el blanco

Pocillo H 1. el procedimiento ha sido ejecutado
<0.750 correctamente

2. no se han cometido errores en la
distribucion del conjugado enziméatico

3. el proceso de lavado y los parametros
del lavador estén validados segln los
estudios previos de calificacion.

4. no se ha producido contaminacion
externa del conjugado enzimatico.

Si ocurre alguno de los problemas anteriores, después de
comprobar, informe al responsable para tomar las medidas
pertinentes.

Nota importante:
El analisis debe seguir el paso de lectura descrito en la
secciéon M, punto 6.

P. INTERPRETACION DE LOS RESULTADOS
Si la validez del ensayo se confirma, examinar la siguiente
tabla para la interpretacion de los resultados .

Clasificacién Resultados

Negativo Pocillos desde C a G con DO450nm/620-
630nm < B + 0.350

Falso positivo | Pocillo B con DO450nm/620-630nm >
0.350

Indeterminado | Uno de los pocillos desde C a la G con
DO450nm/620-630nm > B + 0.350.

Pocillo B debe tener DO450nm/620-630nm
< 0.350

Positivo Al menos dos pocillos desde C al G con
DO450nm/620-630nm > B + 0.350.

Pocillo B debe tener DO450nm/620-630nm
<0.350

Notas importantes:

1. La interpretacién de los resultados debe hacerse bajo la
supervision del responsable del laboratorio para reducir el
riesgo de errores de juicio y de interpretacion.

2. Cuando se transmiten los resultados de la prueba, del
laboratorio a un centro informatico, debe prestarse mucha
atencion para evitar la transferencia de datos erréneos.

3. El diagnéstico de infeccion con un virus VHC debe ser
realizado y comunicado al paciente por un médico
cualificado.

Q. RENDIMIENTO

La evaluacion del rendimiento ha sido realizada segun lo
establecido en las Especificaciones Técnicas Comunes (ETC)
(Art. 5, Capitulo 3 de la Directiva IVD 98/79/CE) para ensayos
de confirmacién/complementarios para la determinacién anti-
VHC.

1. LIMITE DE DETECCION

En ausencia de un estandar internacional definitivo (ninguno
indicado en las ETC especifico del producto) Dia.Pro
Diagnostic BioProbes s.r.l. ha usado un estandar de trabajo
suministrado por NIBSC, REINO UNIDO.

La relacion M/Co obtenida en los estandares de trabajo
britanicos, NIBSC, cddigo 99/588-003-WI, para tres lotes de
CCONF.CE, se indican en la siguiente tabla:

NIBSC estandar de trabajo

CCONF.CE M / Co

IDdelote | Core NS3 NS4 NS5 Env
0904 2.6 2.8 08 [ 03 |01
1104 2.9 2.6 06 | 0.2 | 0.1
0105 3.1 2.7 0.7 1 04 |02

2. ESPECIFICIDAD Y SENSIBILIDAD DIAGNOSTICA

La sensibilidad y especificidad diagnéstica del equipo ha sido
evaluada en los ensayos clinicos llevados a cabo en el
Hospital Universitario “La Fe” — Servicio de Microbiologia,
Valencia, Espafia, e internamente.

2.1 Especificidad diagndstica:

Se define como la probabilidad del ensayo de detectar
negativos en presencia del analito especifico.

Se examinaron 200 donantes de sangre negativos aleatorios,
incluyendo  primeras  donaciones 'y 200 pacientes
hospitalizados por patologias no VHC, incluyendo mujeres
embarazadas; se encontr6 una especificidad del 100%.
Ademas, se examinaron 65 muestras que podian interferir
potencialmente procedentes de patologias o infecciones
relacionadas y se observo una especificidad del 100%.

No se detectaron interferencias con distintos métodos de
preparacion de muestras (plasma y suero).

2.2 Sensibilidad diagnéstica

Se define como la probabilidad del ensayo de detectar
positivos en presencia del analito especifico.

La sensibilidad diagnoéstica ha sido estimada en la evaluacién
de rendimiento externa sobre un numero total de 300
muestras que reflejan diferentes fases de patrén de
anticuerpos y genotipos. 298 muestras fueron detectadas
positivas y 2 muestras indeterminadas.

El sistema demuestra una correcta identificacion de las
muestras que son positivas o0 indeterminadas; ninguno ha
resultado negativo, respetando asi lo exigido por las ETC.
Ademéds, se examinaron internamente 106 muestras de los
genotipos mas comunes de VHC con un resultado de
sensibilidad del 100%.

Se probd el panel de titulo bajo proporcionado por EFS,
Francia, codigo Ac HCV (Ac VHC), lote n.° 01/08.03.22C/01/A.
Se obtuvieron los resultados siguientes:

Muestra Resultado | Esperado
VHC 1 positivo positivo
VHC 2 positivo positivo
VHC 3 positivo positivo
VHC 4 positivo positivo
VHC 5 positivo positivo

VHC 6 (matriz) negativo negativo

Se estudiaron internamente y externamente paneles de
seroconversiéon suministrados por BBI, EE.UU., con referencia
a un sistema bajo licencia producido en Estados Unidos
(cuyos datos estan extraidos de las hojas de datos de BBI).
Los resultados se indican en la tabla siguiente:
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DiaPro  Equipo | RIBA 3

Panel Ind Pos Ind Pos
PHV 920 04/10 05/10 04/10 | 05/10
PHV 901 J/l 03/11 03/11 | 04/11
PHV 904 05/07 i 05/07 /i
PHV 905 04/09 07/09 04/09 | 07/09
PHV 906 01/07 04/07 01/07 | 03/07
PHV 907 04/07 06/07 04/07 | 06/07
PHV 908 07/13 I 08/13 I
PHV 909 02/03 i 02/03 /i
PHV 910 /A 03/05 /i 03/05
PHV 911 J/l 03/05 I 03/05
PHV 912 03/03 Il 03/03 /i
PHV 913 03/04 I 03/04 I
PHV 914 05/09 08/09 05/09 | 08/09
PHV 915 03/04 Il 02/04 /i
PHV 916 J/l 07/08 I 07/08
PHV 917 /A 05/10 /i 05/10
PHV 918 07/08 Il 07/08 | 08/08
PHV 919 J/l 05/07 I 05/07
PHV 920 04/10 05/10 04/10 | 05/10

Nota: Los resultados estan expresados como el nimero de la primera

muestra reactiva entre el nimero total de muestras.

Se probaron diez paneles de seroconversion adicionales y se

compararon con Ortho 3.0.
Los resultados se indican en la siguiente tabla:

DiaPro  Equipo Ref.
Panel Ind Pos Pos
MR1 i 02/05 02/05
MR2 i 02/05 02/05
MR3 J/l 02/05 02/05
MR4 i 02/05 04/05
MRext1l J/l 05/07 05/07
MRext2 Jl 04/04 04/04
MRext3 i 06/07 06/07
MRext4 J/l 04/05 04/05
MRext5 i 03/04 03/04
MRext6 i 03/04 03/04

Nota: Los resultados estan expresados como el nimero de la primera muestra

reactiva entre el nimero total de muestras.

Para evaluar adicionalmente la sensibilidad diagnéstica del
producto, se ha probado el panel de rendimiento con cédigo
WWHYV 301 suministrado por BBI, EE.UU. En la siguiente
tabla se indican los resultados obtenidos para el ensayo de
confirmacion y los valores M/Co de dos equipos ELISA de
referencia para la determinacion de anticuerpos de VHC
(Dia.Pro srl y Ortho), en comparacién con Riba 3 para

confirmaciéon de VHC.

BBI Panel WWHYV 301

Miembro | CCONF.CE | CVAB.CE | HCV 3 | RIBA 3.0
N° resultado M/Co M/Co resultado
1 pos >10.8 >5.0 pos
2 pos >10.8 >5.0 pos
3 pos >10.8 >5.0 pos
4 pos 10.3 >5.0 pos
5 neg 0.2 0.0 neg
6 pos 11.2 >5.0 pos
7 pos 4.2 >5.0 pos
8 neg 0.3 0.1 neg
9 pos 8.1 >5.0 pos
10 pos 10.8 >5.0 pos
11 pos 3.1 >5.0 pos
12 pos 10.8 >5.0 pos
13 pos 10.8 >5.0 pos
14 pos 10.8 >5.0 pos
15 pos 8.3 >5.0 pos
16 pos 5.8 >5.0 pos
17 ind 9.5 >5.0 ind
18 pos 10.8 >5.0 pos
19 pos 1.6 >5.0 pos
20 pos 10.5 >5.0 pos

Ademés, CCONF.CE lote n. © 1104 se ha utilizado en el panel
VHC suministrado por SFTS, Francia, para verificar si el

sistema es capaz de detectar anticuerpos frente a todos los

genotipos VHC conocidos.

Muestra | Genotipo | Reactividad | CCONF.CE
ID resultado
01 2al2c 2 POS
02 1b 3 POS
03 2al2c 3 POS
04 2al2c 2 POS
05 1b 2 POS
06 1 2 POS
07 - 2/PCR - IND
08 1b 2 POS
09 3 2 POS
10 3a 2 POS
11 - Core/PCR - IND
12 la/lb NS3/PCR + IND
13 - Core/PCR - IND
14 3a Core/PCR + POS
15 - 2/PCR - POS
16 - 2/PCR - POS
17 1b 2 POS
18 - NS5/PCR - NEG
19 5a 3 POS
20 3a Core/PCR + IND
21 la 2 POS
22 - NS3/PCR - NEG
23 1b 3 POS
24 2a 3 POS
25 la NS3/PCR + IND
26 1b 3 POS
27 - 2/PCR - POS
28 1° 3 POS
29 2al2c 3 POS
30 3 Core/PCR + POS
31 - Neg NEG
32 1b 3 POS
33 - Neg NEG
34 - Neg NEG
35 la NS3/PCR + IND
36 + #1 at 1:200 IND
37 + # 2 at 1:400 IND
38 1b 3 POS
39 1b 2 POS
40 - Core/PCR - IND
41 - NS3/PCR - IND
42 - NS3/PCR - NEG
43 4 3 POS
44 - 2/PCR - POS
45 - 2/PCR - NEG
46 - 2/PCR - IND
47 - 2/PCR - IND
48 - 3/PCR - POS
49 - Core/PCR- POS
50 - 2/PCR - IND

2.3 Precisién

El control negativo y el control positivo se utilizaron para
verificar este parametro, probando 12 réplicas de la misma

muestra en tres lotes de producto.

A continuacién se indican los resultados de un lote.

Control negativo

Valores D.O. media | CV%
Pocillo blanco 0,001 0,0
Caseina 0,012 15,7
CORE 0,031 18,8
NS3 0,036 16,3
NS4 0,146 11,3
NS5 0,039 11,8
ENV 0,039 12,4
Control positivo
Valores D.O. media | CV%
Pocillo blanco 0,001 0,0
Caseina 0,041 11,4
CORE 3,973 0,6
NS3 3,981 0,0
NS4 3,981 0,0
NS5 2,646 3,6
ENV 1,067 8,0
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Nota importante:
Los datos de rendimiento se obtuvieron siguiendo el paso de
lectura descrito en la secciéon M, punto 6.

R. LIMITACIONES

No se ha observado ninguna limitacion de la evaluacion de
rendimiento.

Consulte la seccién G para informacion de muestras y
métodos de muestreo.
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Monobind Inc.
Lake Forest, CA 92630, USA

ELISA Microwells

Testosterone Test System
Product Code: 3725-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Total
Testosterone Concentration in Human Serum or Plasma by a
Microplate Enzyme Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Testosterone, (17p-Hydroxy-4-androstene-3-one), a C49 steroid,
is the most potent naturally secreted androgen.1 In normal post
pubertal males, testosterone is secreted primarily by the testes
with only a small amount derived from peripheral conversion of 4-
Androstene-3, 17-dione (ASD).2 In adult women, it has been
estimated that over 50% of serum testosterone is derived from
peripheral conversion of ASD secreted by the adrenal and ovary,
with the remainder from direct secretion of testosterone by these
glands.

In the male, testosterone is mainly synthesized in the interstitial
Leydig cells and the testis, and is regulated by the interstitial cell
stimulating hormone (ICSH), or luteinizing hormone (LH) of the
anterior pituitary (the female equivalent of ICSH).® Testosterone is
responsible for the development of secondary sex characteristics,
such as the accessory sex organs, the prostate, seminal vesicles
and the growth of facial, pubic and auxiliary hair. Testosterone
measurements have been very helpful in evaluating hypogonadal
states. Increased testosterone levels in males can be found in
complete androgen resistance (testicular feminization). Common
causes of decreased testosterone levels in males include:
hypogonadism, orchidectomy, estrogen therapy, Klinefelter's
syndrome, hypopituitarism, and hepatic cirrhosis.2*

In the female, testosterone levels are normally found to be much
lower than those encountered in the healthy male. Testosterone in
the female comes from three sources. It is secreted in small
quantities by both the adrenal glands and the ovaries, and in
healthy women 50-60% of the daily testosterone production
arises from peripheral metabolism of prohormone, chiefly
androstenedione. Common causes of increased serum
testosterone levels in females include polycystic ovaries (Stein-
Leventhal syndrome), ovarian tumors, adrenal tumors and adrenal
hyperplasia. Virilization in women is associated with the
administration of androgens and endogenous overproduction of
testosterone. There appears to be a correlation between serum
testosterone levels and the degree of virilization in women,
although approximately 25% of women with varying degrees of
virilism have serum testosterone levels that fall within the female
reference range.

3.0 PRINCIPLE
Competitive Enzyme Immunoassay (TYPE 7):

The essential reagents required for an enzyme immunoassay
include antibody, enzyme-antigen conjugate and native antigen.

Upon mixing biotinylated antibody, enzyme-antigen conjugate and
a serum containing the native antigen, a competition reaction
results between the native antigen and the enzyme-antigen
conjugate for a limited number of antibody binding sites. The
interaction is illustrated by the followed equation:

Ka

—_
F¥Ag+Ag +Abgn S AgAbgy, + AgAbg,

-a
Abg, = Biotinylated Antibody (Constant Quantity)

Ag = Native Antigen (Variable Quantity)

E"ZAg = Enzyme-antigen Conjugate (Constant Quantity)
AgAbg, = Antigen-Antibody Complex

EZAgAb g, = Enzyme-antigen Conjugate -Antibody Complex
ka = Rate Constant of Association

k., = Rate Constant of Disassociation

K =k, / ko = Equilibrium Constant

A simultaneous reaction between the biotin attached to the
antibody and the streptavidin immobilized on the microwell occurs.
This effects the separation of the antibody bound fraction after
decantation or aspiration.

AgAbg, + E"AgAbgy, + Streptavidincy = immobilized complex
Streptavidincw = Streptavidin immobilized on well

Immobilized complex = sandwich complex bound to the solid surface

The enzyme activity in the antibody bound fraction is inversely
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. Testosterone Calibrators — 1ml/vial — Icons A-G
Seven (7) vials of serum reference for Testosterone at
concentrations of 0 (A), 0.1 (B), 0.5 (C), 1.0 (D), 2.5 (E), 5.0
(F) and 12.0 (G) in ng/ml Store at 2-8°C. A preservative has
been added. The calibrators can be expressed in molar
concentrations (nM/L) by multiplying by 3.47.
For example: 1ng/ml x 3.47 = 3.47 nM/L

B. Testosterone Enzyme Reagent — 6.0 ml/vial — Icon @
One (1) ready to use vial of Testosterone (Analog)-
horseradish peroxides (HRP) conjugate in a protein stabilizing
matrix with buffer, red dye, preservative, and binding protein
inhibitors. Store 2-8°C.

C. Testosterone Biotin Reagent — 6.0 ml - Icon V
One (1) vial containing anti-Testosterone biotinylated purified
rabbit IgG conjugate in buffer, dye and preservative. Store at
2-8°C.

D. Streptavidin Coated Plate — 96 wells — Icon )
One 96-well microplate coated with 1.0 ug/ml streptavidin and
packaged in an aluminum bag with a drying agent. Store at
2-8°C.

E. Wash Solution Concentrate — 20ml/vial — Icon &
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate A — 7ml/vial —Icon §'
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.

G. Substrate B — 7ml/vial — Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

H. Stop Solution — 8ml/vial — Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
I. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:
1. Pipette capable of delivering 0.010ml (10pl), 0.050mI(50ul),
0.100ml ( 100pl) volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.50ml (50pl) .0.100ml
(100 pl) and 0.350ml (350pl) volumes with a precision of better
than 1.5%.

3. Microplate washer or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate covers for incubation steps.

. Vacuum aspirator (optional) for wash steps.

Timer.

. Quality control materials.
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5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS Publication
No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood; serum or plasma in type and the
usual precautions in the collection of venipuncture samples should
be observed. For accurate comparison to established normal
values, a fasting morning serum sample should be obtained. The
blood should be collected in a plain redtop venipuncture tube or
(for plasma) in evacuated tube(s) containing heparin. Allow the
blood to clot for serum samples. Centrifuge the specimen to
separate the serum or plasma from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.020ml (20ul)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
and high range for monitoring assay performance. These controls
should be treated as unknowns and values determined in every
test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. The individual laboratory should set acceptable assay
performance limits. In addition, maximum absorbance should be
consistent with past experience. Significant deviation from
established performance can indicate unnoticed change in
experimental conditions or degradation of kit reagents. Fresh
reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash solution concentrate to 1000ml with
distilled or deionized water in a suitable storage container.
Diluted buffer can be stored at 2-30°C for up to 60 days.

3. Working Substrate Solution - Stable for 1 year.
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Note 1: Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
calibrators and controls to room temperature (20 - 27 °C).

**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference,
control and patient specimen to be assayed in duplicate.
Replace any unused microwell strips back into the
aluminum bag, seal and store at 2-8°C.

2. Pipette 0.010 ml (10pL) of the appropriate serum reference,
control or specimen into the assigned well.

3. Add 0.050 ml (50pl) of the ready to use Testosterone Enzyme

Reagent to all wells.

. Swirl the microplate gently for 20-30 seconds to mix.

. Add 0.050 ml (50ul) of Testosterone Biotin Reagent to all
wells.

. Swirl the microplate gently for 20-30 seconds to mix.

. Cover and incubate for 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

9. Add 0.350ml (350pl) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

10.Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION
11.Incubate at room temperature for fifteen (15) minutes.

12.Add 0.050ml (50pl) of stop solution to each well and gently mix
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

13.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.

o
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Note: Dilute the samples suspected of concentrations higher than
12 ng/ml 1:5 and 1:10 with Testosterone ‘0’ ng/ml calibrator or
female patient sera with a known low value for testosterone.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration
of Testosterone in unknown specimens.
1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.
2. Plot the absorbance for each duplicate serum reference
versus the corresponding Testosterone concentration in
ng/ml on linear graph paper (do not average the duplicates of
the serum references before plotting).
Connect the points with a best-fit curve.
To determine the concentration of Testosterone for an
unknown, locate the average absorbance of the duplicates
for each unknown on the vertical axis of the graph, find the
intersecting point on the curve, and read the concentration
(in ng/ml) from the horizontal axis of the graph (the
duplicates of the unknown may be averaged as indicated). In
the following example, the average absorbance (1.764)
intersects the dose response curve at (0.57ng/ml)
Testosterone concentration (See Figure 1).

Hw

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.



Any deviation from Monobind’s IFU may yield inaccurate

10.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device

.It is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

12.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measur ts and interpr of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. The reagents for the procedure have been formulated to
eliminate maximal interference; however, potential interaction
between rare serum specimens and test reagents can cause
erroneous results. Heterophilic antibodies often cause these

EXAMPLE 1
Sample Well Abs (A) Mean Value results.
1.D. Number Abs (B) (ng/ml)
Cal A g:]] g;gg 2.787 0 y usage.
calB o 257 2611 0.1
calc £ 1788 1.877 0.5
CalD ﬁl :]]gg; 1.392 1.0
CalE g; g;gg 0.788 25
calF e 2540 0.538 50
calG £2 2301 0.308 12.0
Ctrl 1 ﬁg :]]gjg 0.760 1.61
Patient gg :]] ;g; 1.764 0.57

*The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a standard curve prepared
with each assay.

Figure 1
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator 0 ng/ml should be > 1.3

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance

1. ltis important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.

grossly  contaminated

interactions and have been known to be problems for all kinds
of immunoassays. (Boscato LM Stuart MC. Heterophilic
antibodies: a problem for all immunoassays’ Clin. Chem
1988:3427-33). For diagnostic purposes the results from this
assay should be used in combination with clinical examination,
patient’s history and, all other clinical findings.

4. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

5. If test kits are altered, such as by mixing parts of different kits,
which could producefalse test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

6. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

13.0 EXPECTED RANGES OF VALUES
In agreement with established reference intervals® for a “normal

adult population, the expected ranges for the Testosterone
AccuBind® ELISA Test System are detailed in Table 1.

TABLE |
Expected Values for Testosterone EIA Test System (ng/ml)
Boys Before Puberty 0.1-37
Male 2.5-10.0
Female 0.2 - 0.95

It is important to keep in mind that establishment of a range of
values, which can be expected to be found by a given method for
a population of "normal” persons, is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons, each laboratory should depend upon the range of
expected values established by the Manufacturer only until an in-
house range can be determined by the analysts using the method
with a population indigenous to the area in which the laboratory is
located.

14.0 PERFORMANCE CHARACTERISTICS

141 Precision

The within and between assay precision of the Testosterone
AccuBind® ELISA Test System were determined by analyses on
three different levels of pool control sera. The number, mean
values, standard deviation and coefficient of variation for each of
these control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in ng/ml )
Sample N X o C.V.
Low 22 1.63 0.16 9.8%
Normal 22 9.14 0.44 4.8%
High 22 14.22 0.79 5.6%

TABLE 3
Between Assay Precision (Values in ng/ml )
Sample N X [ C.V.
Low 24 1.72 0.16 9.1%
Normal 24 7.06 0.69 9.7%
High 24 13.08 1.03 7.9%

*As measured in several experiments in duplicate over a ten day
period.

14.2 Sensitivity

The Testosterone AccuBind® ELISA Test System has a sensitivity
of 0.576 pg. This is equivalent to a sample containing a
concentration of 0.0576 ng/ml. The sensitivity was ascertained by
determining the variability of the 0 ng/ml serum calibrator and
using the 20 (95% certainty) statistic to calculate the minimum
dose.

14.3  Accuracy

The Testosterone AccuBind® ELISA Test System was compared
with a chemiluminescence immunoassay method. Biological
specimens from low, normal and high Testosterone level
populations were used. The values ranged from 0.29 ng/ml —
21.9ng/ml. The total number of such specimens was 58. The
least square regression equation and the correlation coefficient
were computed for this Testosterone EIA in comparison with the
reference method. The data obtained is displayed in Table 4.

TABLE 4

Least Square Correlation

Method Mean (x) Regression Analysis Coefficient

Monobind (y) 3.12
Reference (X) 3.02

y=-0.265+0.944(x) __ 0.985

Only slight amounts of bias between this method and the
reference method are indicated by the closeness of the mean
values. The least square regression equation and correlation
coefficient indicates excellent method agreement.

14.4 Specificity

The % cross reactivity of the testosterone antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity was
calculated by deriving a ratio between dose of interfering
substance to dose of Testosterone needed to displace the same
amount of labeled analog.

Substance Cross Reactivity
Testosterone 1.0000
Androstenedione 0.0009
Dihydotestosterone 0.0178
Cortisone <0.0001
Corticosterone <0.0001
Cortisol <0.0001
Spirolactone <0.0001
Progesterone <0.0001
170-OH Progesterone <0.0001
DHEA sulfate <0.0001
Estradiol <0.0001
Estrone <0.0001
Estriol <0.0001
Hemolysis <0.0001
Rubella <0.0001
Lipemia <0.0001
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ELISA Microwells

Thyroglobulin (Tg) Test System
Product Code: 2225-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of
Thyroglobulin (Tg) Concentration in Human Serum by a
Microplate Enzyme immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Human thyroglobulin (Tg) is a large glycoprotein (660 kD) that is
stored in the follicular colloid of the thyroid gland. It functions as a
prohormone in the intrathyroid synthesis of primary thyroid
hormones like Triiodothyronine (T3) and Thyroxine (T4).

Tg is elevated in thyroid follicular and papillary carcinoma, thyroid
adenoma, subacute thyroiditis, Hashimoto’s thyroiditis and Graves
Disease. Tg levels are found to be normal in patients with
medullary thyroid carcinoma. Serial measurements of Tg is most
useful in detecting recurrence of differentiated thyroid carcinoma
following surgical resection or radioactive iodine ablation. Tg
determination is used as an adjunct to iodine scanning but not as
a replacement for it. Assessment of Tg levels aids in management
of infants with congenital hypothyroidism.

Tg determination has been done with various methods using
direct competitive binding RIA and double antibody sandwich
IRMA or ELISA, of which latter is more useful. All these methods
suffer from interference by endogenous autoantibodies to Tg. It is
useful to determine the effect of autoantibodies before screening
such patients for levels of Tg. Monobind provides Tg autoantibody
ELISA to rule out such interference. (Please see Monobind Anti-
Tg AccuBind® ELISA Test System, Product Code: 1025-300).

3.0 PRINCIPLE

Immunoenzymometric sequential assay (TYPE 4):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme and
immobilized), with different and distinct epitope recognition, in
excess, and native antigen. In this procedure, the immobilization
takes place during the assay at the surface of a microplate well
through the interaction of streptavidin coated on the well and
exogenously added biotinylated monoclonal Thyroglobulin
antibody.

When monoclonal biotinylated antibody is mixed with a serum
containing the Tg antigen, a reaction results between the Tg
antigen and the antibody, to form an antibody-antigen complex.
Simultaneously the biotin attached to the antibody binds to the
streptavidin coated on the microwells resulting in immobilization of
the complex. The interaction is illustrated by the following
equation:
Ka

Bir Bir
Ag(rg) *+ "Abm = Agg - Abm)
-a
B‘"Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)

Agyrg) = Native Antigen (Variable Quantity)
Ag(rg) - BnAp (m) = Antigen-Antibody complex (Variable Quan.)

ka = Rate Constant of Association
k., = Rate Constant of Disassociation

A (rg) - 2"Ab (i) + Streptaviding . = immobilized complex (IC)
Streptavidincw. = Streptavidin immobilized on well

Immobilized complex (IC) = Ag-Ab bound to the well

After a suitable incubation period, the antibody-antigen bound
fraction is separated from unbound antigen by decantation or
aspiration. Another antibody (directed at a different epitope)
labeled with an enzyme is added. Another interaction occurs to
form an enzyme labeled antibody-antigen-biotinylated-antibody
complex on the surface of the wells. Excess enzyme is washed off
via a wash step. A suitable substrate is added to produce color
measurable with the use of a microplate spectrophotometer. The
enzyme activity on the well is directly proportional to the native
antigen concentration. By utilizing several different serum
references of known antigen concentration, a dose response
curve can be generated from which the antigen concentration of
an unknown can be ascertained.
Ky

—u
(IC) + *Abrg) — EAb g - IC

b
E"Ab rg) = Enzyme labeled Antibody (Excess Quantity)
E™Ab rg) - IC = Antigen-Antibodies Complex

kp = Rate Constant of Association

k., = Rate Constant of Dissociation

4.0 REAGENTS

Materials Provided:

A. Thyroglobulin Calibrators — 1.0 ml/vial — Icons A - F
Six (6) vials of references for Thyroglobulin antigen (Tg) at
levels of 0(A), 2.0 (B), 10.0(C), 40(D), 100(E), and 250(F)
ng/ml. A preservative has been added.
Note: There is no known, internationally accepted
thyroglobulin standard available. The Tg used in the serum
based calibrators is a highly purified (98+% pure) human Tg
preparation that is calibrated gravimetrically against the
reference material obtained from Community Bureau of
Reference # CRM 457.

B. x-Tg Biotin Reagent — 13ml/vial — Ilcon V
One (1) vial contains biotinylated anti-Tg monoclonal mouse
1gG in buffer, dye, and preservative. Store at 2-8°C.

C. Tg Enzyme Reagent — 13 ml/vial - Icon @
One (1) vial contains anti-thyroglobulin IgG labeled with
horseradish peroxidase (HRP) in buffer, dye, and preservative.
Store at 2-8°C.

D. Streptavidin Coated Plate — 96 wells — Icon {
One 96-well (break well modules) microplate coated with
streptavidin and packaged in an aluminum bag with a drying
agent. Store at 2-8°C.

E. Wash Solution Concentrate — 20 mijvial — Icon &
One (1) vial contains surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

F. Substrate Reagent — 12ml/vial — Icon S
One (1) vial contains tetramethylbenzidine (TMB) and
hydrogen peroxide (H,0) in buffer. Store at 2-8°C.

G. Stop Solution — 8ml/vial — Icon
One (1) vial contains a strong acid (0.5M H,S0O,). Store at
2-8°C.

H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Pipette(s) capable of delivering 0.050ml (50pl) and 0.100ml
(100ul) volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%

3. Microplate washer or a squeeze bottle (optional).

4. Microplate Reader with 450nm and 620nm wavelength
absorbance capability

5. Absorbent Paper for blotting the microplate wells.

6. Plastic wrap or microplate cover for incubation steps.

7. Vacuum aspirator (optional) for wash steps.

8. Timer.

9. Storage container for storage of wash buffer.
10.Distilled or deionized water.

11.Quality Control Materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface antigen, HIV 1&2 and HCV
antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood serum in type, and the usual
precautions in the collection of venipuncture samples should be
observed. For accurate comparison to established normal values,
a fasting morning serum sample should be obtained. The blood
should be collected in a plain red-top venipuncture tube without
additives or gel barrier. Allow the blood to clot. Centrifuge the
specimen to separate the serum from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.100ml (100pl)
of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal
and elevated range for monitoring assay performance. These
controls should be treated as unknowns and values determined in
every test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. Significant deviation from established performance can
indicate unnoticed change in experimental conditions or
degradation of kit reagents. Fresh reagents should be used to
determine the reason for the variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash concentrate to 1000ml with distilled or
deionized water in a suitable storage container Diluted buffer
can be stored at room temperature (2-30°C) for up to 60 days.
Note: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE (Time 4hr 15min)

Before proceeding with the assay, bring all reagents, serum
reference calibrator and controls to room temperature (20-27 <C).
**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each calibrator, control and
patient sample to be assayed in duplicate. Replace any
unused microwell strips back into the aluminum bag, seal
and store at 2-8°C.

2. Pipette 0.050 ml (50pl) of the appropriate calibrators, controls
and samples into the assigned wells.

3. Add 0.100 ml (100ul) of the x-Tg Biotin Reagent to each well.
It is very important to dispense all reagents close to the
bottom of the microwell.

4. Swirl the microplate gently for 20-30 seconds to mix. Cover
with a plastic wrap or microplate cover.

. Incubate for 2 hours at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

7. Add 0.350ml (350l) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is used, fill each well to the top by squeezing the
container (Avoiding air bubbles). Decant the wash and
repeat two (2) additional times.

8. Add 0.100 ml (100ul) of Tg Enzyme Reagent to all wells

DO NOT SHAKE THE PLATE AFTER ENZYME ADDITION

9. Cover with a plastic wrap. Incubate at room temperature for
120 minutes.

10.Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

11.Add 0.350ml (350ul) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is used, fill each well to the top by squeezing the
container (Avoiding air bubbles). Decant the wash and
repeat two (2) additional times.

12.Add 0.100 ml (100 pl) of substrate to all wells. Always add
reagents in the same order to minimize reaction time
differences between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION
13.Cover with a plastic wrap or microplate cover. Incubate at
room temperature for 15 minutes.

14.Add 0.050ml (50l) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

15.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within fifteen
(15) minutes of adding the stop solution.

o o

9.1 ALTERNATE PROCEDURE (Time 2hr 15min)

This procedure can be used with the help of a laboratory

hematology shaker.

1. Format the microplates’ wells for each calibrator, control and
patient sample to be assayed in duplicate. Replace any
unused microwell strips back into the aluminum bag, seal
and store at 2-8°C.

2. Pipette 0.050 ml (50pl) of the appropriate calibrators, controls
and samples into the assigned wells.

3. Add 0.100 ml (100ul) of the biotin labeled monoclonal antibody
to each well. It is very important to dispense all reagents
close to the bottom of the microwell and swirl to mix.

4. Incubate at room temperature for 1 hour while shaking
constantly on a hematology shaker at 150 RPM.

5. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

6. Add 0.350ml (350l) of wash buffer (see Reagent Preparation
Section), decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is used, fill each well to the top by squeezing the
container (Avoiding air bubbles). Decant the wash and
repeat two (2) additional times.

7. Add 0.100 ml (100ul) of Tg Enzyme Reagent to all wells

8. Incubate at room temperature for 1 hour while shaking
constantly on a hematology shaker at 150 RPM.

9. Repeat steps 5-6 as described in the ‘Test Procedure’ above.

10.Follow steps 11-14 to develop color and measure.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration

of human thyroglobulin (Tg) in unknown specimens.

1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference versus
the corresponding Tg concentration in ng/ml on linear graph



paper (do not average the duplicates of the serum references
before plotting).

. Draw the best-fit curve through the plotted points.

. To determine the concentration of Tg for an unknown, locate
the average absorbance of the duplicates for each unknown
on the vertical axis of the graph, find the intersecting point on
the curve, and read the concentration (in ng/ml) from the
horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (0424) intersects the dose response
curve at 25.2 ng/ml Tg concentration (See Figure 1).

»w

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should
be ascertained.

EXAMPLE 1
(Data is based on 9.0 Test Procedure - time 4 hr. 15min)
Sample Well Mean Value
.. Number | APS(A) | ApcB) | (ngimi)
A1 0.047
CalA B1 0047 0.047 0
C1 0.093
CalB D1 0.090 0.091 2
E1 0.221
CalC F1 0214 0.217 10
G1 0.612
CalD m 0634 0.625 40
A2 1.343
CalE 52 1335 1.339 100
Cc2 2.596
CalF D2 2557 2.577 250
E2 0.142
Cont 1 = 0.150 0.146 4.99
G2 1.622
Cont 2 2 1566 0.876 125.0
. A3 0.426
Patient 1 B3 0422 0.424 252
Figure 1
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250 4
)
8§ 2004
]
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o
E
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0.50 Patient
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Tg Values in ng/ml

*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

11.0 Q. C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met.

1. The absorbance (OD) of calibrator A should be < 0.06.

2. The absorbance (OD) of calibrator F’ should be > 1.3.

3. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product are available
on request from Monobind Inc.

12.1 Assay Performance
1. It is important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution. The
substrate and stop solution should be added in the same
sequence to eliminate any time-deviation during reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Patient samples with thyroglobulin concentrations above 250
ng/ml may be diluted with the zero calibrator and re-assayed.
Multiply the value obtained by the dilution factor to obtain the
corrected value.

10.Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind IFU may yield inaccurate results.

11.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be performed
by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. The reagents for the test system have been formulated to
eliminate maximal interference; however, potential interaction
between rare serum specimens and test reagents can cause
erroneous results. Heterophilic antibodies often cause these
interactions and have been known to be problems for all kinds
of Immunoassays (Boscato LM, Stuart MC “Heterophilic
antibodies: a problem for all immunoassays” Clin. Chem
(1988:3427-33). For diagnostic purposes, the results from this
assay should be in combination with clinical examination,
patient history, and all other clinical findings.

4. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

5. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

6. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

grossly  contaminated

13.0 EXPECTED RANGE OF VALUES

Based on the clinical data gathered by Monobind in concordance
with the published literature a normal range was established.

Table 1: Expected Values for TG
POPULATION RANGE
Adult 3.5 —56 ng/ml

Tg is found to be elevated in patients with thyroid follicular and
papillary carcinoma, thyroid adenoma, subacute thyroiditis,
Hashimoto’s thyroiditis and Graves’ disease. Low levels of Tg are
an indication of thyrotoxicosis factitia.

It is important to keep in mind that any normal range
establishment is dependent upon a multiplicity of factors like the
specificity of the method, the locale, the population tested and the
precision of the method in the hands of technicians. For these
reasons each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the technicians using the

method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the Thyroglobulin
AccuBind® ELISA test system were determined by analyses on
three different levels of pool control sera. The number (N), mean
value (X), standard deviation (c) and coefficient of variation (C.V.)
for each of these control sera are presented in Tables 2 and 3.

TABLE 2
Within Assay Precision (Values in ng/ml)
Sample N X o C.V.

Pool 1 22 6.2 0.41 6.6%
Pool 2 22 64.4 223 3.6%

Pool 3 22 19441 8.17 4.2%
TABLE 3
Between Assay Precision* (Values in ng/ml)
Sample N X o C.V.
Pool 1 10 5.8 0.52 9.0%
Pool 2 10 62.2 3.82 6.1%
Pool 3 10 1923 10.90 5.7%

*As measured in ten experiments in duplicate over seven days.

14.2 Sensitivity

The analytical sensitivity (detection limit) was ascertained by
determining the variability of the 0 ng/ml serum calibrator and
using the 2o (95% certainty) statistic to calculate the minimum
dose. The assay sensitivity was found to be 0.44 ng/ml.

14.3 Accuracy

The Tg AccuBind® ELISA test system was compared with a
reference coated tube radioimmunoassay (IRMA) assay.
Biological specimens from symptomatic and asymptomatic
populations were used. The data obtained is displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis Coefficient
Monobind 13.6 y =2.55 + 0.908 (x) 0.975

Reference 114

The least square regression equation and correlation coefficient
indicates excellent method agreement.

14.4 Specificity

The cross-reactivity of the Tg AccuBind® ELISA method to
selected substances was evaluated by adding the interfering
substance(s) to a serum matrix at the following concentration(s).
The cross-reactivity was calculated by deriving a ratio between
dose of interfering substance to dose of Thyroglobulin needed to
produce the same absorbance.

Substance Concentration Cross Reactivity
Thyroglobulin 100 ng/ml 100.0%
Triiodothyronine 1000 ng/dl N/D
Thyroxine 1000 ng/ml N/D

TBG 100 ng/ml N/D

14.5 High Dose Effect

Since the assay is sequential in design, high concentrations of Tg
do not show the hook effect. Samples with concentrations over
50,000 ng/ml demonstrated extremely high levels of absorbance.
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ELISA Microwells

Thyrotropin (TSH) Test System
Product Code: 325-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Thyrotropin
Concentration in Human Serum by a Microplate Enzyme
Immunoassay, Colorimetric

2.0 SUMMARY AND EXPLANATION OF THE TEST

Measurement of the serum concentration of thyrotropin (TSH), a
glycoprotein with a molecular weight of 28,000 Daltons and
secreted from the anterior pituitary, is generally regarded as the
most sensitive indicator available for the diagnosis of primary and
secondary (pituitary) hypothyroidism."? The structure of human
TSH is similar to that of the pituitary and placental gonadotropins,
consisting of an 89-amino acid a-subunit which is similar or
identical between these hormones and a 115-amino acid B-
subunit, which apparently confers hormonal specificity. The
production of the 2 subunits is separately regulated with apparent
excess production of the a-subunit. The TSH molecule has a
linear structure consisting of the protein core with carbohydrate
side chains; the latter accounts for 16% of the molecular weight.

TSH measurements are equally useful in differentiating secondary
and tertiary (hypothalamic) hypothyroidism from the primary
thyroid disease. TSH release from the pituitary is regulated by
thyrotropin releasing factor (TRH), which is secreted by the
hypothalamus, and by direct action of T4 and triiodothyronine
(T3), the thyroid hormones, at the pituitary. Increase levels of T3
and T4 reduces the response of the pituitary to the stimulatory
effects of TRH. In secondary and tertiary hypothyroidism,
concentrations of T4 are usually low and TSH levels are generally
low or normal. Either pituitary TSH deficiency (secondary
hypothyroidism) or insufficiency of stimulation of the pituitary by
TRH (tertiary hypothyroidism) causes this. The TRH stimulation
test differentiates these conditions. In secondary hypothyroidism,
TSH response to TRH is blunted while a normal or delayed
response is obtained in tertiary hypothyroidism.

Further, the advent of immunoenzymometric assays has provided
the laboratory with sufficient sensitivity to enable the differentiating
of hyperthyroidism from euthyroid population and extending the
usefulness of TSH measurements. This method is a second-
generation assay, which provides the means for discrimination in
the hyperthyroid-euthyroid range. The functional sensitivity (<20%
between assay CV) of the one-hour procedure is 0.195 plU/ml
while the two-hour procedure has a functional sensitivity of
0.095uIU/ml.2

In this method, TSH calibrator, patient specimen or control is first
added to a streptavidin coated well. Biotinylated monoclonal and
enzyme labeled antibodies are added and the reactants mixed.
Reaction between the various TSH antibodies and native TSH
forms a sandwich complex that binds with the streptavidin coated
to the well.

After the completion of the required incubation period, the
antibody bound enzyme-thyrotropin conjugate is separated from

the unbound enzyme-thyrotropin conjugate by aspiration or
decantation. The activity of the enzyme present on the surface of
the well is quantitated by reaction with a suitable substrate to
produce color.

The employment of several serum references of known
thyrotropin levels permits construction of a dose response curve
of activity and concentration. From comparison to the dose
response curve, an unknown specimen's activity can be correlated
with thyrotropin concentration.

3.0 PRINCIPLE

Immunoenzymometric assay (TYPE 3):

The essential reagents required for an immunoenzymometric
assay include high affinity and specificity antibodies (enzyme
conjugated and immobilized), with different and distinct epitope
recognition, in excess, and native antigen. In this procedure, the
immobilization takes place during the assay at the surface of a
microplate well through the interaction of streptavidin coated on
the well and exogenously added biotinylated monoclonal anti-TSH
antibody.

Upon mixing monoclonal biotinylated antibody, the enzyme-
labeled antibody and a serum containing the native antigen,
reaction results between the native antigen and the antibodies,
without competition or steric hindrance, to form a soluble
sandwich complex. The interaction is illustrated by the following
equation:

Ka

—_
EnZAb(p) + AgTSH + BmAb(m) -~ EnZAb(p)- AgTSH' BmAb(m)

a
B'”Ab(m) = Biotinylated Monoclonal Antibody (Excess Quantity)
Agrsh = Native Antigen (Variable Quantity)

E"Aby,, = Enzyme -Polyclonal Antibody (Excess Quantity)

E"Abgy - Agrsh - ©"Ab(m) = Antigen-Antibodies Sandwich Complex
k, = Rate Constant of Association

k., = Rate Constant of Dissociation

Simultaneously, the complex is deposited to the well through the
high affinity reaction of streptavidin and biotinylated antibody. This
interaction is illustrated below:

E™Ab(py - Agrsh - " "Abm) + Streptavidingy = immobilized complex
Streptavidinc . = Streptavidin immobolized on well

Immobilized complex = sandwich complex bound to the well surface

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration. The
enzyme activity in the antibody-bound fraction is directly
proportional to the native antigen concentration. By utilizing
several different serum references of known antigen values, a
dose response curve can be generated from which the antigen
concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. TSH Calibrators — 1mll/vial - Icons A-G
Seven (7) vials of references for TSH Antigen at levels of 0(A),
0.5(B), 2.5(C), 5.0(D), 10(E), 20(F) and 40(G) ulU/ml. Store at
2-8°C. A preservative has been added.
Note: The calibrators, human serum based, were calibrated
using a reference preparation, which was assayed against the
WHO 2" IRP 80/558.

B. TSH Enzyme Reagent — 13ml/vial - Icon @
One (1) vial containing enzyme labeled affinity purified
polyclonal goat antibody, biotinylated monoclonal mouse IgG
in buffer, dye, and preservative. Store at 2-8°C.

C. Streptavidin Coated Plate — 96 wells — Icon |
One 96-well microplate coated with streptavidin and packaged
in an aluminum bag with a drying agent. Store at 2-8°C.

D. Wash Solution Concentrate — 20 mi/ml - Icon
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

E. Substrate A — 7mllvial - Icon S*
One (1) vial containing tetramethylbenzidine (TMB) in buffer.
Store at 2-8°C.

F. Substrate B — 7mlivial - Icon S®
One (1) vial containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon
One (1) vial containing a strong acid (1N HCI). Store at 2-8°C.
H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Avoid extended exposure to heat and light. Opened
reagents are stable for sixty (60) days when stored at
2-8°C. Kit and component stability are identified on the
label.

Note 3: Above reagents are for a single 96-well microplate.

4.1 Required But Not Provided:

1. Pipette(s) capable of delivering 0.050ml (50ul) and 0.100ml
(100ul) volumes with a precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml (100ul) and
0.350ml (350pl) volumes with a precision of better than 1.5%
(optional).

3. Microplate washer or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength

absorbance capability.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate cover for incubation steps.

. Vacuum aspirator (optional) for wash steps.

. Timer.

. Storage container for storage of wash buffer.

10.Distilled or deionized water.

11.Quality Control Materials.
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5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface antigen, HIV 1&2 and HCV
antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories," 2nd Edition, 1988, HHS.

Safe disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum in type, and the usual
precautions in the collection of venipuncture samples should be
observed. For accurate comparison to established normal values,
a fasting morning serum sample should be obtained. The blood
should be collected in a plain redtop venipuncture tube without
additives or gel barrier. Allow the blood to clot. Centrifuge the
specimen to separate the serum from the cells.

In patients receiving therapy with high biotin doses (i.e.
>5mg/day), no sample should be taken until at least 8 hours
after the last biotin administration, preferably overnight to
ensure fasting sample.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, (100pul) 0.100
ml of the specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the low, normal,
and elevated range for monitoring assay performance. These
controls should be treated as unknowns and values determined in
every test procedure performed. Quality control charts should be
maintained to follow the performance of the supplied reagents.
Pertinent statistical methods should be employed to ascertain
trends. The individual laboratory should set acceptable assay
performance limits. Other parameters that should be monitored
include the 80, 50 and 20% intercepts of the dose response curve
for run-to-run reproducibility. In addition, maximum absorbance
should be consistent with past experience. Significant deviation
from established performance can indicate unnoticed change in

experimental conditions or degradation of kit reagents. Fresh
reagents should be used to determine the reason for the
variations.

8.0 REAGENT PREPARATION

1. Wash Buffer
Dilute contents of wash concentrate to 1000ml with distilled or
de-ionized water in a suitable storage container. Store at 2-
30°C for up to 60 days.

2. Working Substrate Solution — Stable for one year
Pour the contents of the amber vial labeled Solution ‘A’ into the
clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Note1: Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
reference calibrators and controls to room temperature (20-27°C).
**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplates’ wells for each serum reference
calibrator, control and patient specimen to be assayed in
duplicate. Replace any unused microwell strips back into
the aluminum bag, seal and store at 2-8°C.

2. Pipette 0.050 ml (50ul) of the appropriate serum reference,
control or specimen into the assigned well.

3. Add 0.100 ml (100pl) of the TSH Enzyme Reagent to each
well. It is very important to dispense all reagents close to
the bottom of the coated well.

. Swirl the microplate gently for 20-30 seconds to mix and cover.

. Incubate 60 minutes at room temperature. **

. Discard the contents of the microplate by decantation or
aspiration. If decanting, tap and blot the plate dry with
absorbent paper.

7. Add 0.350ml (350pl) of wash buffer (see Reagent Preparation
Section) decant (tap and blot) or aspirate. Repeat two (2)
additional times for a total of three (3) washes. An automatic
or manual plate washer can be used. Follow the
manufacturer’s instruction for proper usage. If a squeeze
bottle is employed, fill each well by depressing the
container (avoiding air bubbles) to dispense the wash.
Decant the wash and repeat two (2) additional times.

8. Add 0.100 ml (100ul) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10.Add 0.050ml (50pl) of stop solution to each well and mix gently
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

11.Read the absorbance in each well at 450nm (using a reference
wavelength of 620-630nm to minimize well imperfections) in a
microplate reader. The results should be read within thirty
(30) minutes of adding the stop solution.

oo

** For better low-end sensitivity (< 0.5plU/ml), incubate 120
minutes at room temperature. The 40plU/ml calibrator should be
excluded since absorbance over 3.0 units will be experienced.
Follow the remaining steps.

Note: Dilute samples reading over 40 ulU/ml by 1:5 and 1:10 with
TSH ‘0’ Calibrator. Multiply the results by the dilution factor to
obtain accurate results.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of

thyrotropin in unknown specimens.

1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1

2. Plot the absorbance for each duplicate serum reference versus
the corresponding TSH concentration in plU/ml on linear graph
paper (do not average the duplicates of the serum references
before plotting).



3.
4.

Draw the best-fit curve through the plotted points.

To determine the concentration of TSH for an unknown, locate
the average absorbance of the duplicates for each unknown
on the vertical axis of the graph, find the intersecting point on
the curve, and read the concentration (in plU/ml) from the
horizontal axis of the graph (the duplicates of the unknown
may be averaged as indicated). In the following example, the
average absorbance (0.775) intersects the dose response
curve at (7.66 pulU/ml) TSH concentration (See Figure 1).

Note: Computer data reduction software designed for ELISA

assay may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.

EXAMPLE 1
Sample Well Abs Mean Value
1.D. Number Abs (MIU/mI)
A1 0.018
Cal A 81 0.021 0.019 0
C1 0.076
CalB D1 0,082 0.079 0.5
E1 0.302
CalC 1 0293 0.298 25
G1 0.556
Cal D Hi 0577 0.567 5.0
A2 0.926
CalE B> 0916 0.921 10
Cc2 1.610
CalF D2 1629 1.619 20
E2 2.694
Cal G Fo 5647 2.671 40
G2 0.800
Control 2 0751 0.775 7.66
. A3 1.391
Patient B3 1375 1.383 16.65
Figure 1
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*The data presented in Example 1 and Figure 1 are for illustration
only and should not be used in lieu of a dose response curve
prepared with each assay.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the following

1.
2.

criteria should be met:

The absorbance of calibrator ‘G’ (40 ulU/ml) should be > 1.3.
Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available on
request from Monobind Inc.
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1.

2.

3.

1 Assay Performance

It is important that the time of reaction in each well is held
constant to achieve reproducible results.

Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

Highly lipemic, hemolyzed or
specimen(s) should not be used.

grossly  contaminated

. If more than one (1) plate is used, it is recommended to repeat

the dose response curve.

. The addition of substrate solution initiates a kinetic reaction,

which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in

the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind IFU may yield inaccurate results.

10.Patient specimens with TSH concentrations over 40plU/ml

may be diluted (1:5 or 1:10) with the ‘0’ calibrator and re-
assayed. The sample’s concentration is obtained by
multiplying the result by the dilution factor.

.All applicable national standards, regulations and laws,

including, but not limited to, good laboratory procedures, must

be strictly followed to ensure compliance and proper device
usage.

12.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

13.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC -
for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurement and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. The reagents for the test system have been formulated to
eliminate maximal interference; however, potential interaction
between rare serum specimens and test reagents can cause
erroneous results. Heterophilic antibodies often cause these
interactions and have been known to be problems for all kinds
of immunoassays (Boscato LM, Stuart MC. ‘Heterophilic
antibodies: a problem for all immunoassays’ Clin. Chem.
1988:3427-33). For diagnostic purposes, the results from this
assay should be in combination with clinical examination,
patient history and all other clinical findings.For valid test
results, adequate controls and other parameters must be
within the listed ranges and assay requirements.

4. If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

6. Serum TSH concentration is dependent upon a multiplicity of
factors: hypothalamus gland function, thyroid gland function,
and the responsiveness of pituitary to TRH. Thus, thyrotropin
concentration alone is not sufficient to assess clinical
status.

7. Serum TSH values may be elevated by pharmacological
intervention. Domperiodone, amiodazon, iodide, phenobarbital,
and phenytoin have been reported to increase TSH levels.

8. A decrease in thyrotropin values has been reported with the
administration of propranolol, methimazol, dopamine and d-
thyroxine.*

9. Genetic variations or degradation of intact TSH into subunits
may affect the binding characteristics of the antibodies and
influence the final result. Such samples normally exhibit
different results among various assay systems due to the
reactivity of the antibodies involved.

"NOT INTENDED FOR NEWBORN SCREENING"

13.0 EXPECTED RANGES OF VALUES

A study of euthyroid adult population was undertaken to determine
expected values for the TSH AccuBind® ELISA Test System. The
number and determined range are given in Table 1. A
nonparametric method (95% Percentile Estimate) was used.

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for a
population of "normal"-persons is dependent upon a multiplicity of
factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the TSH AccuBind®
test system were determined by analyses on three different levels
of pool control sera. The number (N), mean (X) value, standard
deviation (o) and coefficient of variation (C.V.) for each of these
control sera are presented in Table 2 and Table 3.

TABLE 2
Within Assay Precision (Values in plU/ml)
Sample N X o C.V.
Pool 1 24 0.37 0.03 8.1%
Pool 2 24 6.75 0.43 6.4%
Pool 3 24 29.30 1.94 6.6%
TABLE 3
Between Assay Precision* (Values in ulU/ml)
Sample N X o C.V.
Pool 1 10 0.43 0.04 9.3%
Pool 2 10 6.80 0.54 7.9%
Pool 3 10 28.40 1.67 5.9%

*As measured in ten experiments in duplicate over seven days.

14.2 Sensitivity
The sensitivity (detection limit) was ascertained by determining
the variability of the 0 plU/ml serum calibrator and using the 2¢
(95% certainty) statistic to calculate the minimum dose:

For | hrincubation = 0.078 plU/ml

For 2 hr incubation = 0.027 plU/ml

14.3 Accuracy

The TSH AccuBind® ELISA test system was compared with a
reference immunochemiluminescence assay. Biological
specimens from hypothyroid, euthyroid and hyperthyroid
populations were used (The values ranged from 0.01plU/ml —
61ulU/ml). The total number of such specimens was 241. The
least square regression equation and the correlation coefficient
were computed for the TSH AccuBind® ELISA method in
comparison with the reference method. The data obtained is
displayed in Table 4.

TABLE 4
Mean Least Square Correlation
Method (x) Regression Analysis  Coefficient
Monobind  4.54 y =0.47 + 0.968 (x) 0.995
Reference 4.21

Only slight amounts of bias between the TSH AccuBind® ELISA
method and the reference method are indicated by the closeness
of the mean values. The least square regression equation and
correlation coefficient indicates excellent method agreement.

14.4 Specificity

The cross-reactivity of the TSH AccuBind® ELISA test system to
selected substances was evaluated by adding the interfering
substance to a serum matrix at various concentrations. The cross-
reactivity was calculated by deriving a ratio between dose of
interfering substance to dose of thyrotropin needed to produce the
same absorbance.

Substance Cross Reactivity Concentration
Thyrotropin (hTSH) 1.0000 -

Follitropin (hFSH) < 0.0001 1000ng/ml
Lutropin Hormone (hLH) < 0.0001 1000ng/ml
Chorionic < 0.0001 1000ng/ml
Gonadotropin(hCG)

TABLE |
Expected Values for the TSH ELISA Test System (in plU/ml)
Number 139 2.5 Percentile-70% Conf Int
Low Normal 0.39 Low Range 0.28 - 0.53
High Normal 6.16 High Range 5.60 — 6.82

14.5 Correlation between 1 hr and 2 hr incubation

The one- (1) hr and two (2) hr (optional) incubation procedures
were compared. Thirty (30) biological specimens (ranging from
0.1 — 18.5 plU/ml) were used The least square regression
equation and the correlation coefficient were computed for the 2
hr procedure (y) in comparison with the 1 hr method (x). Excellent
agreement is evidenced by the correlation coefficient, slope and
intercept: Y =0.986 (x) + 0.119 Regression Correlation =0.998
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ELISA Microwells

Free Triiodothyronine (Free T3) Test
System
Product Code: 1325-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Free
Triiodothyronine Concentration in Human Serum by a
Microplate Enzyme Immunoassay. Levels of Free T3 are
thought to reflect the amount of T3 available to the cells and
may therefore determine the clinical metabolic status of T3.

2.0 SUMMARY AND EXPLANATION OF THE TEST

Triiodothyronine, a thyroid hormone, circulates in blood bound to
carrier proteins (1,2). The main transport protein is thyroxine-
binding globulin (TBG). However, only the free (unbound) portion
of triiodothyronine is believed to be responsible for the biological
action. Further, the concentrations of the carrier proteins are
altered in many clinical conditions, such as pregnancy. In normal
thyroid function as the concentrations of the carrier proteins
alters, the total triiodothyronine level changes so that the free
triiodothyronine  concentration  remains  constant.  Thus,
measurements of free triiodothyronine concentrations correlate
more reliably with clinical status than total triiodothyronine levels.

For example, the increase in total triiodothyronine levels
associated with pregnancy, oral contraceptives and estrogen
therapy result in higher total T3 levels while the free T3
concentration remains basically unchanged.

This microplate enzyme immunoassay methodology provides the
technician with optimum sensitivity while requiring few technical
manipulations in a direct determination of free T3. In this method,
serum reference, patient specimen, or control is first added to a
microplate well. Enzyme-T3 conjugate (analog method) is added,
and then the reactants are mixed. A competition reaction results
between the enzyme conjugate and the free triiodothyronine for a
limited number of antibody combining sites immobilized on the
well.

After the completion of the required incubation period, the
antibody bound enzyme-triiodothyronine conjugate is separated
from the unbound enzyme-triiodothyronine conjugate by
aspiration or decantation. The activity of the enzyme present on
the surface of the well is quantitated by reaction with a suitable
substrate to produce color.

The employment of several serum references of known free
triilodothyronine concentration permits construction of a graph of
activity and concentration. From comparison to the dose
response curve, an unknown specimen's activity can be
correlated with free triiodothyronine concentration.

3.0 PRINCIPLE

Competitive Enzyme Immunoassay TYPE 5

(Analog Method for Free T3)

The essential reagents required for a solid phase enzyme
immunoassay include immobilized T3 antibody, enzyme-T3
conjugate and native free T3 antigen. The enzyme-T3 conjugate
should have no measurable binding to serum proteins especially
TBG and albumin. The method achieves this goal.

Upon mixing immobilized antibody, enzyme-T3 conjugate and a
serum containing the native free T3 antigen, a competition
reaction results between the native free T3 and the enzyme-T3
conjugate for a limited number of insolubulized binding sites. The
interaction is illustrated by the following equation:

k

ENZpg + Ag + Abcw, == AgAbcw. + E"ZAgAbcy,.

Ka

Ab ¢ w.= Monospecific Immobilized Antibody (Constant Quantity)
Ag = Native Antigen (Variable Quantity)

EnzAg = Enzyme-antigen Conjugate (Constant Quantity)
AgAbcyw. = Antigen-Antibody Complex

EnzAg Abcw. = Enzyme-antigen Conjugate -Antibody Complex

ka = Rate Constant of Association

k 5 = Rate Constant of Disassociation

K=k, /'k_, = Equilibrium Constant

After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration.
The enzyme activity in the antibody-bound fraction is inversely
proportional to the native free antigen concentration. By utilizing
several different serum references of known antigen
concentration, a dose response curve can be generated from
which the antigen concentration of an unknown can be
ascertained.

4.0 REAGENTS

Materials Provided

A. Free T3 Calibrators — 1ml/vial - Icons A-F
Six (6) vials of serum reference for free triiodothyronine at
approximate* concentrations of 0 (A), 1.0 (B), 3.0 (C), 5.0
(D), 8.0 (E) and 16.0 (F) pg/ml. Store at 2-8°C. A preservative
has been added. For Sl units use the conversion factor 1.536
to convert pg/ml to pmol/L.
* Exact levels are given on the labels on a lot specific basis.

B. Free T3- Enzyme Reagent — 13ml/vial - Icon @
One (1) vial of triiodothyronine -horseradish peroxidase (HRP)
conjugate in a bovine albumin-stabilizing matrix. A
preservative has been added. Store at 2-8°C.

C. T3 Antibody Coated Plate — 96 wells - Icon W’
One 96-well microplate coated with sheep anti-triiodothyronine
serum and packaged in an aluminum bag with a drying agent.
Store at 2-8°C.

D. Wash Solution Concentrate — 20ml - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

E. Substrate A — 7ml/vial - Icon $*
One (1) bottle containing tetramethylbenzidine (TMB) in
buffer. Store at 2-8°C.

F. Substrate B — 7ml/vial - Icon S°
One (1) bottle containing hydrogen peroxide (H,O,) in buffer.
Store at 2-8°C.

G. Stop Solution — 8ml/vial - Icon
One (1) bottle containing a strong acid (1IN HCI).
2-30°C.

H. Product Instructions.

Store at

4.1 Required But Not Provided:

1. Pipette capable of delivering 50pl volumes with a precision of
better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml and 0.350ml
volumes with a precision of better than 1.5%.

. Microplate washer or a squeeze bottle (optional).

. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

. Absorbent Paper for blotting the microplate wells.

. Plastic wrap or microplate cover for incubation steps.

. Vacuum aspirator (optional) for wash steps.

. Timer.

. Quality control materials.
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Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Opened reagents are stable for sixty (60) days when
stored at 2-8°C. Opened reagents are stable for sixty (60)
days when stored at 2-8°C. Kit and component stability
are identified on the label.

Note 3: Above reagents are for a 96-well microplate. For other
kit configurations, please see table at end of this IFU.

5.0 PRECAUTIONS
For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA required tests. Since no known test can offer
complete assurance that infectious agents are absent, all human
serum products should be handled as potentially hazardous and
capable of transmitting disease. Good laboratory procedures for
handling blood products can be found in the Center for Disease
Control / National Institute of Health, "Biosafety in Microbiological
and Biomedical Laboratories,” 2nd Edition, 1988, HHS
Publication No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum in type and the usual
precautions in the collection of venipuncture samples should be
observed. For accurate comparison to established normal values,
a fasting morning serum sample should be obtained. The blood
should be collected in a plain redtop venipuncture tube without
additives or anti-coagulants. Allow the blood to clot. Centrifuge
the specimen to separate the serum from the cells.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.050ml of the
specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the
hypothyroid, euthyroid and hyperthyroid range for monitoring
assay performance. These controls should be treated as
unknowns and values determined in every test procedure
performed. Quality control charts should be maintained to follow
the performance of the supplied reagents. Pertinent statistical
methods should be employed to ascertain trends. The individual
laboratory should set acceptable assay performance limits. In
addition, maximum absorbance should be consistent with past
experience. Significant deviation from established performance
can indicate unnoticed change in experimental conditions or
degradation of kit reagents. Fresh reagents should be used to
determine the reason for the variations.

8.0 REAGENT PREPARATION:

1. Wash Buffer
Dilute contents of wash concentrate to 1000ml with distilled or
deionized water in a suitable storage container. Store at
2-30°C for up to 60 days.

2. Working Substrate Solution
Pour the contents of the amber vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.

Notel : Do not use the working substrate if it looks blue.

Note 2: Do not use reagents that are contaminated or have
bacteria growth.

9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum
references and controls to room temperature (20-27 ).

**Test Procedure should be performed by a skilled individual
or trained professional**

1. Format the microplate wells for each serum reference, control
and patient specimen to be assayed in duplicate. Replace
any unused microwell strips back into the aluminum bag,
seal and store at 2-8°C

2. Pipette 0.050 ml (50pl) of the appropriate serum reference,
control or specimen into the assigned well.

3. Add 0.100 ml (100pl) of fT3-Enzyme Reagent solution to all
wells.

4. Swirl the microplate gently for 20-30 seconds to mix and
cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 350yl of wash buffer (see Reagent Preparation Section)
decant (tap and blot) or aspirate. Repeat two (2) additional
times for a total of three (3) washes. An automatic or manual
plate washer can be used. Follow the manufacturer's
instruction for proper usage. If a squeeze bottle is
employed, fill each well by depressing the container
(avoiding air bubbles) to dispense the wash. Decant the
wash and repeat two (2) additional times.

8. Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE PLATE AFTER SUBSTRATE ADDITION

o o

9. Incubate at room temperature for fifteen (15) minutes.

10. Add 0.050ml (50pl) of stop solution to each well and gently mix
for 15-20 seconds. Always add reagents in the same order
to minimize reaction time differences between wells.

11. Read the absorbance in each well at 450nm (using a
reference wavelength of 620-630nm to minimize well
imperfections) in a microplate reader. The results should be
read within thirty (30) minutes of adding the stop solution.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration of
free triiodothyronine in unknown specimens.
1. Record the absorbance obtained from the printout of the
microplate reader as outlined in Example 1.
2. Plot the absorbance for each duplicate serum reference
versus the corresponding Free T3 concentration in pg/ml on
linear graph paper (do not average the duplicates of the
serum references before plotting).
Draw the best-fit curve through the plotted points.
To determine the concentration of Free T3 for an unknown,
locate the average absorbance of the duplicates for each
unknown on the vertical axis of the graph, find the
intersecting point on the curve, and read the concentration
(in pg/ml) from the horizontal axis of the graph (the
duplicates of the unknown may be averaged as indicated). In
the following example, the average absorbance (1.855)
(intersects the standard curve at (2.1pg/ml) Free T3
concentration (See Figure 1).

>w

Note: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.



EXAMPLE 1
Sample Well Abs Mean Value*
1.D. Number (A) Abs (B) (pg/ml)
calA Al 2658 | 5579 0.0
Bl 2.531
calB cl 2264 | 5048 1.0
D1 2,233
calc E1 1570 | 1578 3.0
F1 1585
calD Gl 1124 | 5135 5.0
H1 1.145
calE A2 0749 | 0748 8.0
B2 0.748
calF c2 0463 | (463 16.0
D2 0.462
Patient E2 1860 | 855 2.1
F2 1.849

The data presented in Example 1 and Figure 1 is for illustration
only and should not be used in lieu of a standard curve prepared
with each assay. Assigned values for calibrators are lot
specific.
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11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator A should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges

i2.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available on
request from Monobind Inc.

12.1 Assay Performance

1. Itis important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to
repeat the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added
in the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of
reagents from different batches.

9. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind’'s IFU may yield inaccurate
results.

grossly contaminated

10. All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures,
must be strictly followed to ensure compliance and proper
device usage.

11. It is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

12. Risk Analysis- as required by CE Mark IVD Directive 98/79/EC
- for this and other devices, made by Monobind, can be

requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. For valid test results, adequate controls and other
parameters must be within the listed ranges and assay
requirements.

4. If test kits are altered, such as by mixing parts of different
kits, which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values
for the calibrators fall within 10% of the assigned
concentrations.

6. If a patient, for some reason, reads higher than the highest
calibrator report as such (e.g. > 16pg/ml). Do not try to
dilute the sample. TBG variations in different matrices
will not allow Free T3 hormone to dilute serially.

7. Several drugs are known to affect the binding of
Triiodothyronine to the thyroid hormone carrier proteins or its
metabolism to T3 and complicate the interpretation of free T3
results (3).

8. Circulating autoantibodies to T3 and hormone-binding
inhibitors may interfere (4).

9. Heparin has been reported to have in vivo and in vitro effects
on free T3 concentration (5). Therefore, do not obtain
samples in which this anti-coagulant has been used.

10. In severe nonthyroidal illness (NTI), the assessment of
thyroid status becomes very difficult. TSH measurements are
recommended to identify thyroid dysfunction (6).

11. Familial dysalbuminemic conditions may yield erroneous
results on direct free T3 assays (7).

"NOT INTENDED FOR NEWBORN SCREENING"

13.0 EXPECTED RANGES OF VALUES

A study of euthyroid adult population was undertaken to
determine expected values for the fT3 AccuBind™ ELISA test
system. The mean values (X), standard deviations (c.) and
expected ranges (+2c.) are presented in Table 1.

TABLE |
Expected Values for Free T3 ELISA Test System (in pg/ml)
Adult Pregnancy
Number Specimens 110 75
Mean (X) 2.8 3.0
Standard Deviation (o) 0.7 0.6

Expected Ranges (+2 o) 1.4-4.2 1.8-4.2

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for
a population of "normal"-persons is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the Manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The within and between assay precisions of the Free T3
AccuBind™ ELISA test system were determined by analyses on
three different levels of pool control sera. The number (N), mean
values (X), standard deviation (o) and coefficient of variation

(C.V.) for each of these control sera are presented in Table 2 and
Table 3.

TABLE 2
Within Assay Precision (Values in pg/ml )
Sample N X G C.V.
Low 24 1.85 0.09 4.9%
Normal 24 4.49 0.16 3.6%
High 24 8.00 0.25 3.1%
TABLE 3
Between Assay Precision (Values in pg/ml)
Sample N X G C.V.
Low 12 2.16 0.29 13.1%
Normal 12 5.09 0.40 7.9%
High 12 9.13 0.94 10.2%

*As measured in twelve experiments in duplicate.

14.2 Sensitivity

The FreeT3 AccuBind™ ELISA test system has a sensitivity of
0.410 pg/ml. The sensitivity was ascertained by determining the
variability of the 0 pg/ml serum calibrator and using the 2 ¢ (95%
certainty) statistic to calculate the minimum dose.

14.3 Accuracy

The Free T3 AccuBind™ ELISA test system was compared with a
coated tube radioimmunoassay analog method.  Biological
specimens from hypothyroid, euthyroid and hyperthyroid
populations were used (The values ranged from 0.1pg/ml —
14pg/ml). The total number of such specimens was 151. The
least square regression equation and the correlation coefficient
were computed for this Free T3 AccuBind™ ELISA method in
comparison with the reference method. The data obtained is
displayed in Table 4.

Reagent (fill)

size 96(A) 192(8)  480(D)  960(E)
A) 1ml set 1ml set 2ml set Zm)lzset
B) 1 (13ml) 2 1(60ml) 2
(13ml) (60ml)
2 0
C) 1plate plates 5 plates plates
T 2
D) 1 (20ml) comy | TEOm) [ o2
E) 1 (7ml) 20ml) | 1 om) (302m|)
) 1 (7ml) 20m) | 1@omn (302m|)
) 1 (8ml) 2¢ml) | 1 (3omi) (302m|)

TABLE 4
Least Square

Mean Regression Correlation
Method (X) Analysis Coefficient
This 3.05 y = 0.35+0.922(x) 0.902
Method (Y)
Reference 2.92
X)

Only slight amounts of bias between this method and the
reference method are indicated by the closeness of the mean
values. The least square regression equation and correlation
coefficient indicates excellent method agreement.

14.4 Specificity

The cross-reactivity of the triiodothyronine antibody to selected
substances was evaluated by adding the interfering substance to
a serum matrix at various concentrations. The cross-reactivity
was calculated by deriving a ratio between dose of interfering
substance to dose of triiodothyronine needed to displace the
same amount of conjugate.

SUBSTANCE cm.ss. Concentration
Reactivity
L-Triiodothyronine 1.0000

L-Thyroxine < 0.0002 10 pg/ml
lodothyrosine < 0.0001 10 pg/ml
Diiodothyrosine < 0.0001 10 pg/ml
Diiodothyronine < 0.0001 10 pg/ml
Phenylbutazone < 0.0001 10 pg/ml
Sodium Salicylate < 0.0001 10 pg/ml
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Free Thyroxine (Free T4) Test

System
Product Code: 1225-300

1.0 INTRODUCTION

Intended Use: The Quantitative Determination of Free
Thyroxine Concentration in Human Serum by a Microplate
Enzyme Immunoassay

2.0 SUMMARY AND EXPLANATION OF THE TEST

Thyroxine, the principal thyroid hormone, circulates in blood
almost completely bound to carrier proteins. The main carrier is
thyroxine-binding globulin (TBG). However, only the free
(unbound) portion of thyroxine is responsible for the biological
action. Further, the concentrations of the carrier proteins are
altered in many clinical conditions, such as pregnancy. In normal
thyroid function as the concentrations of the carrier proteins
alters, the total thyroxine level changes so that the free thyroxine
concentration remains constant. Thus, measurements of free
thyroxine concentrations correlate better with clinical status than
total thyroxine levels.

The increase in total thyroxine associated with pregnancy, oral
contraceptives and estrogen therapy occasionally result in total
T4 levels over the limits of normal while the free thyroxine
concentration remains in the normal reference range. Masking of
abnormal thyroid function can also occur in both hyper and
hypothyroid conditions by alterations in the TBG concentration.
The total T4 can be elevated or lowered by TBG changes such
that the normal reference levels result. The free thyroxine
concentration can help in uncovering the patient's actual clinical
status.

In this method, serum reference, patient specimen, or control is
first added to a microplate well. Enzyme-T4 conjugate (analog
method) is added and the reactants are mixed. A competition
reaction results between the enzyme conjugate and the free
thyroxine for a limited number of antibody combining sites
immobilized on the well.

After the completion of the required incubation period, the
antibody bound enzyme-thyroxine conjugate is separated from
the unbound enzyme-thyroxine conjugate via a wash step. The
activity of the enzyme present on the surface of the well is
quantitated by reaction with a suitable substrate to produce color.

The employment of several serum references of known free
thyroxine concentration permits construction of a graph of activity
and concentration. From comparison to the dose response curve,
an unknown specimen's activity can be correlated with free
thyroxine concentration.

3.0 PRINCIPLE

Competitive Enzyme Immunoassay, Analog Method for Free-T4
(TYPE 5):
The essential reagents required for a solid phase enzyme
immunoassay include immobilized antibody, enzyme-antigen
conjugate and native antigen. Upon mixing immobilized antibody,
enzyme-antigen conjugate and a serum containing the native free
antigen, a competition reaction results between the native free
antigen and the enzyme-antigen conjugate for a limited number of
insolubilized binding sites. The interaction is illustrated by the
followed equation:
Ka
ENZag + Ag + Abcy. == AgAbcw. + E"?AgAbcy,.
ka
Abcw. = Monospecific Immobilized Antibody (Constant Quantity)
Ag = Native Antigen (Variable Quantity)
EMZAg = Enzyme-antigen Conjugate (Constant Quantity)
AgAbcyw. = Antigen-Antibody Complex
EZAg Abcyw. = Enzyme-antigen Conjugate -Antibody Complex
K, = Rate Constant of Association
k.. = Rate Constant of Disassociation
K =k, / k.5 = Equilibrium Constant
After equilibrium is attained, the antibody-bound fraction is
separated from unbound antigen by decantation or aspiration.
The enzyme activity in the antibody-bound fraction is inversely
proportional to the native free antigen concentration. By utilizing
several different serum references of known antigen con-
centration, a dose response curve can be generated from which
the antigen concentration of an unknown can be ascertained.

4.0 REAGENTS

Materials Provided:

A. Free T4 Calibrators — 1 ml/vial - Icons A-F
Six (6) vials of human serum based reference calibrators for
free thyroxine at approximate* concentrations of 0 (A), 0.40
(B), 1.25 (C), 2.10 (D), 5.00 (E) and 7.40 (F) ng/dl. Store at
2-8°C. A preservative has been added. For S| units use the
conversion factor 12.9 to convert ng/dl to pmol/L.
* Exact levels are given on the labels on a lot specific basis.

B. fT4- Enzyme Reagent — 13 ml/vial - Icon
One (1) vial of thyroxine-horseradish peroxidase (HRP)
conjugate in a protein-stabilized matrix. A preservative has
been added. Store at 2-8°C.

C. Free T4 Antibody Coated Plate — 96 wells - Icon™ ¥
One 96-well microplate coated with anti-thyroxine serum and
packaged in an aluminum bag with a drying agent. Store at
2-8°C.

D. Wash Solution Concentrate — 20ml - Icon ‘
One (1) vial containing a surfactant in buffered saline. A
preservative has been added. Store at 2-8°C.

E. Substrate A— 7 mipvial - Icon S™
One (1) bottle containing tetramethylbenzidine (TMB) in
acetate buffer. Store at 2-8°C.

F. Substrate B — 7 mljvial - Icon S®
One (1) bottle containing hydrogen peroxide (H,O;) in
acetate buffer. Store at 2-8°C.

G. Stop Solution — 8 mijvial - Icon
One (1) bottle containing a strong acid (IN HCI). Store at
2-8 C.

H. Product Instructions.

Note 1: Do not use reagents beyond the kit expiration date.

Note 2: Opened reagents are stable for sixty (60) days when
stored at 2-8°C. Opened reagents are stable for sixty (60)
days when stored at 2-8°C. Kit and component stability
are identified on the label.

Note 3: Above reagents are for a 96-well microplate. For other kit
configurations, please refer to the table at the end of this IFU.

4.1 Materials Required But Not Provided:

1. Pipette capable of delivering 50pl & 100p! volumes with a
precision of better than 1.5%.

2. Dispenser(s) for repetitive deliveries of 0.100ml and 0.350ml
volumes with a precision of better than 1.5%.

3. Microplate washers or a squeeze bottle (optional).

4. Microplate Reader with 450nm and 620nm wavelength
absorbance capability.

5. Absorbent Paper for blotting the microplate wells.

6. Plastic wrap or microplate cover for incubation steps.

7. Vacuum aspirator (optional) for wash steps.

8. Timer.

9. Quality control materials.

5.0 PRECAUTIONS

For In Vitro Diagnostic Use
Not for Internal or External Use in Humans or Animals

All products that contain human serum have been found to be
non-reactive for Hepatitis B Surface Antigen, HIV 1&2 and HCV
Antibodies by FDA licensed reagents. Since no known test can
offer complete assurance that infectious agents are absent, all
human serum products should be handled as potentially
hazardous and capable of transmitting disease. Good
laboratory procedures for handling blood products can be found
in the Center for Disease Control / National Institute of Health,
"Biosafety in Microbiological and Biomedical Laboratories," 2nd
Edition, 1988, HHS Publication No. (CDC) 88-8395.

Safe Disposal of kit components must be according to local
regulatory and statutory requirement.

6.0 SPECIMEN COLLECTION AND PREPARATION

The specimens shall be blood, serum in type and the usual
precautions in the collection of venipuncture samples should be
observed. For accurate comparison to established normal values,
a fasting morning serum sample should be obtained. The blood
should be collected in a plain redtop venipuncture tube without
additives or anti-coagulants. Allow the blood to clot. Centrifuge
the specimen to separate the serum from the cells.

Samples may be refrigerated at 2-8°C for a maximum period of
five (5) days. If the specimen(s) cannot be assayed within this
time, the sample(s) may be stored at temperatures of -20°C for up
to 30 days. Avoid use of contaminated devices. Avoid repetitive
freezing and thawing. When assayed in duplicate, 0.100ml of the
specimen is required.

7.0 QUALITY CONTROL

Each laboratory should assay controls at levels in the
hypothyroid, euthyroid and hyperthyroid range for monitoring
assay performance. These controls should be treated as
unknowns and values determined in every test procedure
performed. Quality control charts should be maintained to follow
the performance of the supplied reagents. Pertinent statistical
methods should be employed to ascertain trends. Significant
deviation from established performance can indicate unnoticed
change in experimental conditions or degradation of kit reagents.
Fresh reagents should be used to determine the reason for the
variations.
8.0 REAGENT PREPARATION:
1. Wash Buffer
Dilute contents of wash concentrate to 1000ml with distilled or
deionized water in a suitable storage container. Diluted buffer
can be stored at 2-30°C for up to 60 days.
2. Working Substrate Solution
Pour the contents of the plastic vial labeled Solution ‘A’ into
the clear vial labeled Solution ‘B’. Place the yellow cap on the
clear vial for easy identification. Mix and label accordingly.
Store at 2 - 8°C.
Notel : Do not use the working substrate if it looks blue.
Note 2: Do not use reagents that are contaminated or have
bacteria growth.
9.0 TEST PROCEDURE

Before proceeding with the assay, bring all reagents, serum

references and controls to room temperature (20-27 ).

**Test Procedure should be performed by a skilled individual

or trained professional**

1. Format the microplate wells for each serum reference, control
and patient specimen to be assayed in duplicate. Replace
any unused microwell strips back into the aluminum bag,
seal and store at 2-8°C

2. Pipette 0.050 ml (50pl) of the appropriate serum reference,
control or specimen into the assigned well.

3. Add 0.100 ml (100pl) of fT4 Enzyme Reagent to all wells.

4. Swirl the microplate gently for 20-30 seconds to mix and
cover.

. Incubate 60 minutes at room temperature.

. Discard the contents of the microplate by decantation or
aspiration. If decanting, blot the plate dry with absorbent
paper.

7. Add 350pl of wash buffer (see Reagent Preparation Section),
decant (tap and blot) or aspirate. Repeat two (2) additional
times for a total of three (3) washes. An automatic or manual
plate washer can be used. Follow the manufacturer's
instruction for proper usage. If a squeeze bottle is
employed, fill each well by depressing the container
(avoiding air bubbles) to dispense the wash. Decant the
wash and repeat two (2) additional times.

8. Add 0.100 ml (100pl) of working substrate solution to all wells
(see Reagent Preparation Section). Always add reagents in
the same order to minimize reaction time differences
between wells.

DO NOT SHAKE THE PLATE AFTER SUBSTRATE ADDITION

9. Incubate at room temperature for fifteen (15) minutes.

10. Add 0.050ml (50pl) of stop solution to each well and gently
mix for 15-20 seconds. Always add reagents in the same
order to minimize reaction time differences between wells.

11. Read the absorbance in each well at 450nm (using a
reference wavelength of 620-630nm to minimize well
imperfections) in a microplate reader. The results should be
read within thirty (30) minutes of adding the stop solution.

10.0 CALCULATION OF RESULTS

A dose response curve is used to ascertain the concentration

of free T4 in unknown specimens.

1. Record the absorbance obtained from the printout of the

microplate reader as outlined in Example 1.

2. Plot the absorbance for each duplicate serum reference
versus the corresponding Free T4 concentration in ng/dl on
linear graph paper (do not average the duplicates of the
serum references before plotting).

Connect the points with a best-fit curve.

To determine the concentration of Free T4 for an unknown,

locate the average absorbance of the duplicates for each

unknown on the vertical axis of the graph, find the
intersecting point on the curve, and read the concentration

(in ng/dl) from the horizontal axis of the graph (the

duplicates of the unknown may be averaged as indicated). In

the following example, the average absorbance (0.964)

intersects the dose response curve at (1.65ng/dl) free T4

concentration (See Figure 1).

*The data presented in Example 1 and Figure 1 is for illustration

only and should not be used in lieu of a standard curve prepared

with each assay. Assigned values for calibrators are lot
specific.
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EXAMPLE 1
Sample Well Abs ’\ﬂ‘iin Value*
1.D. Number (A) (ng/dl)
(B)
Al 2.658
Cal A Bl 2566 2.612 0.00
C1 1.919
Cal B D1 1880 1.900 0.45
El 1.339
Cal C = 1273 1.306 1.10




Gl 0.769

Cal D 1 0811 0.790 2.00
A2 0.396

Cal E B2 0.404 0.400 5.00
c2 0.215

Cal F D2 0.219 0.217 7.40
E2 1.827

Ctrl 1 2 1843 1.835 0.50
G2 0.541

Ctrl 2 2 0573 0.557 2.70
. A3 0.951

Patient B3 0.976 0.964 1.65

Note 1: Computer data reduction software designed for ELISA
assays may also be used for the data reduction. If such
software is utilized, the validation of the software should be
ascertained.

11.0 Q.C. PARAMETERS

In order for the assay results to be considered valid the

following criteria should be met:

1. The absorbance (OD) of calibrator 0 ng/dl should be > 1.3.

2. Four out of six quality control pools should be within the
established ranges.

12.0 RISK ANALYSIS

The MSDS and Risk Analysis Form for this product is available on

request from Monobind Inc.

12.1 Assay Performance

1. Itis important that the time of reaction in each well is held
constant to achieve reproducible results.

2. Pipetting of samples should not extend beyond ten (10)
minutes to avoid assay drift.

3. Highly lipemic, hemolyzed or
specimen(s) should not be used.

4. If more than one (1) plate is used, it is recommended to repeat
the dose response curve.

5. The addition of substrate solution initiates a kinetic reaction,
which is terminated by the addition of the stop solution.
Therefore, the substrate and stop solution should be added in
the same sequence to eliminate any time-deviation during
reaction.

6. Plate readers measure vertically. Do not touch the bottom of
the wells.

7. Failure to remove adhering solution adequately in the
aspiration or decantation wash step(s) may result in poor
replication and spurious results.

8. Use components from the same lot. No intermixing of reagents
from different batches.

9. Accurate and precise pipetting, as well as following the exact
time and temperature requirements prescribed are essential.
Any deviation from Monobind's IFU may yield inaccurate
results.

10.All applicable national standards, regulations and laws,
including, but not limited to, good laboratory procedures, must
be strictly followed to ensure compliance and proper device
usage.

11.1t is important to calibrate all the equipment e.g. Pipettes,
Readers, Washers and/or the automated instruments used
with this device, and to perform routine preventative
maintenance.

12.Risk Analysis- as required by CE Mark IVD Directive 98/79/EC
- for this and other devices, made by Monobind, can be
requested via email from Monobind@monobind.com.

12.2 Interpretation

1. Measurements and interpretation of results must be
performed by a skilled individual or trained professional.

2. Laboratory results alone are only one aspect for determining
patient care and should not be the sole basis for therapy,
particularly if the results conflict with other determinants.

3. For valid test results, adequate controls and other parameters
must be within the listed ranges and assay requirements.

4. |If test kits are altered, such as by mixing parts of different kits,
which could produce false test results, or if results are
incorrectly interpreted, Monobind shall have no liability.

5. If computer controlled data reduction is used to interpret the
results of the test, it is imperative that the predicted values for
the calibrators fall within 10% of the assigned concentrations.

6. If a patient, for some reason, reads higher than the highest
calibrator report as such (e.g. > 7.4 ng/dl). Do not try to

grossly  contaminated

dilute the sample. TBG variations in different matrices will
not allow Free T4 hormone to dilute serially.

7. Serum free-thyroxine concentration is dependent upon a
multiplicity of factors: thyroid gland function and its regulation,
Thyroxine binding globulin (TBG) concentration, and the
binding of Thyroxine to TBG (3, 4). Thus, free-Thyroxine
concentration alone is not sufficient to assess the clinical
status.

8. Serum free-thyroxine values may be elevated under conditions
such as pregnancy or administration of oral contraceptives.

9. A decrease in free thyroxine values is found with
protein-wasting diseases, certain liver diseases and
administration  of  testosterone, diphenylhydantoin  or
salicylates. A table of interfering drugs and conditions, which
affect free Thyroxine values, has been compiled by the
Journal of the American Association of Clinical Chemists.

10.The interpretation of Free T4 is complicated by a variety of
drugs that can affect the binding of T4 to the thyroid hormone
carrier proteins or interfere in its metabolism to T3. In severe
non-thyroidal illness (NTI) the assessment of thyroid becomes
especially difficult. Since the patients in this category may
suffer from concomitant primary hypothyroidism or from
compensatory secondary hypothyroidism. In cases like these
a sensitve TSH evaluation of the patient may be
recommended. Please see Monobind Cat# 325-300.

11.In rare conditions associated with extreme variations in
albumin binding capacity for T4- such as familial
dysalbuminemic hyperthyroxinemia (FDH) — direct assessment
of Free T4 may be misleading.

12.Circulating antibodies to T4 and hormone binding inhibitors
may interfere in the performance of the assay.

13.Heparin is reported to have in vivo and in vitro effects on free
T4 levels. Samples from patients undergoing heparin therapy
should be collected well before the administration of the
anticoagulant.

"NOT INTENDED FOR NEWBORN SCREENING"

13.0 EXPECTED RANGES OF VALUES

A study of euthyroid adult population was undertaken to

determine expected values for the Free T4 AccuBind® ELISA test

system. The mean (X) values, standard deviations (c) and
expected ranges (+2c) are presented in Table 1.
TABLE 1
Expected Values for Free T4 ELISA Test System (in ng/dl)
Adult Pregnancy

Number of Specimens 89 31

Mean (X) 1.40 1.50

Standard Deviation (o) 0.30 0.37

Expected Ranges (+2 o) 0.8-2.0 0.76 — 2.24

It is important to keep in mind that establishment of a range of
values which can be expected to be found by a given method for
a population of "normal"-persons is dependent upon a multiplicity
of factors: the specificity of the method, the population tested and
the precision of the method in the hands of the analyst. For these
reasons each laboratory should depend upon the range of
expected values established by the manufacturer only until an
in-house range can be determined by the analysts using the
method with a population indigenous to the area in which the
laboratory is located.

14.0 PERFORMANCE CHARACTERISTICS

14.1 Precision

The inter and intra assay precisions of the Free T4 AccuBind®
ELISA test system were determined by analyses on three different
levels of pooled patient sera. The number (n), mean values (x),
standard deviation (o) and coefficient of variation (C.V.) for each
of these control sera are presented in Table 2 and Table 3.

In order to validate the intra-assay precision of the Free T4
AccuBind® ELISA test system, twenty replicates of each of three
pooled sera (low medium and high ranges of the dose response
curve) were assayed in the same assay. An intra-assay precision
of 3.25 to 10.98% was obtained.

TABLE 2
Intra-Assay Precision (in ng/dl)
Sample N X o C.V.
Low 20 0.550 0.061 10.98%
Medium 20 1.740 0.074 4.26%
High 20 3.250 0.106 3.25%

In order to validate the inter-assay precision of fT4 AccuBind®
ELISA test system, one duplicate of each of three pooled sera
(low medium and high ranges of the dose response curve) was
assayed in 10 assays done over a period of six months that
involved five different sets of reagents and three different
technicians. An inter-assay precision of 6.01 to 10.81% was
obtained.

TABLE 3
Inter-Assay Precision (in ng/dl)
Sample N X o C.V.
Low 10 0.480 0.052 10.81%
Medium 10 1.410 0.085 6.01%
High 10 3.490 0.279 7.90%

14.2 Sensitivity

The Free T4 AccuBind® ELISA test system has a sensitivity of
0.162 ng/dl. The sensitivity was ascertained by determining the
variability of the 0 ng/dl serum calibrator and using the 2c (95%
certainty) statistics to calculate the minimum dose.

14.3 Accuracy

The Free T4 AccuBind® ELISA test system was compared with a
coated tube radioimmunoassay (RIA) method. Biological
specimens from hypothyroid, euthyroid and hyperthyroid
populations were used (The values ranged from 0.1ng/dl —
8ng/dl). The total number of such specimens was 197. The least
square regression equation and the correlation coefficient were
computed for this Free T4 AccuBind® ELISA method in
comparison with the predicate method (Table 4).

TABLE 4
Linear Regression Analysis

Mean Correlation
Method (X) Equation Coefficient
Monobind 1.56 y =0.1034 + 0.9525x ~ 0.920
EIA “X”
Predicate 1.59
RIA “Y”

Only slight amounts of bias between this method and the
reference method are indicated by the closeness of the mean
values.

14.4 Specificity:

The cross-reactivity of the thyroxine antibody used for Free T4
AccuBind® ELISA to selected substances was evaluated by
adding massive amounts of the interfering substance to a serum
matrix. The cross-reactivity was calculated by deriving a ratio
between doses of interfering substance to dose of thyroxine
needed to displace the same amount of the conjugate.

Substance Cross Concentratio
Reactivity n
|-Thyroxine 1.0000
d-Thyroxine 0.9800 10pg/dl
d-Triiodothyronine 0.0150 100ug/dl
|-Triiodothyronine 0.0300 100pg/dl
lodothyrosine 0.0001 100pg/ml
Diiodotyrosine 0.0001 100pg/ml
Diiodothyronine 0.0001 100pg/ml
TBG N/D 40 pg/ml
Albumin N/D 40 mg/ml
Phenylbutazone N/D 10 pg/ml
Phenytoin N/D 40 pg/ml
Salicylates N/D 500 pg/ml
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