EKVITESTLAB LLC Velyka Vasylkivska St. 114

03150 Kyiv, Ukraine

Tel. 0-800-31-89-87

e-mail: info@equitest.com.ua
www.equitest.com.ua

STATEMENT

We, EKVITESTLAB LLC, having a registered office at Velyka Vasylkivska
street 114, Kyiv, 03150, Ukraine assign SRL SANMEDICO having a registered
office at A. Corobceanu street 7A, apt. 9, Chisinau MD-2012, Moldova, as
authorized representative in correspondence with the conditions of directive
98/79/EEC.

We declare that the company mentioned above is authorized to register,
notify, renew or modify the registration of medical devices on the territory of the
Republic of Moldova.

Date: 03 January 2024

Digitally signed by Dolgopol Iulian
Date: 2024.12.18 12:53:55 EET
Reason: MoldSign Signature
Location: Moldova

MOLDOVA EUROPEANA

Signature:
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Declaration of Conformity

According to annex Il of the Council Directive 98/79/EC on in vitro diagnostic medical device
We,

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150, tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua, web-site: www.equitest.com.ua

Declare under our sole responsibility that the following in vitro diagnostic medical devices
other than those covered by annex Il and devices for performance evaluation

EQUI anti-Lamblia - ELISA kit for the qualitative detection of antibodies to
Giardia lamblia (intestinalis), REF EI-606

Meet the provisions of the Council Directive 98/79/EC concerning medical devices which
apply to them.

Undersigned declares to fulfill the obligations imposed by Annex Ill section 2 to 5:

- availability of the technical documentation set in Annex Ill (section 3), allowing the
assessment of conformity of the product with the requirements of the Directive.
the manufacturer shall take necessary measures to ensure that the manufacturing
process follows the principles of quality assurance as appropriate for the products
manufactured (Annex Ill section 4).
the manufacturer shall institute and keep up to date a systematic procedure to review
experience gained from devices in the post-production phase and to implement
appropriate means to apply any necessary corrective actions (Annex Il section 5).

Conformity assessment was performed according to Article 9 (7) and Annex lll, section 3.
Our current Quality System is formatted to international standards:

e 1SO 13485:2016 «Medical devices — Quality management systems — Requirements
for regulatory purposes»

Attachments — DoC IVD All Others — ID # 00208017 — V1 — 08/11/2017
Page 1 0of 2
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Corporate Contact Information

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150
tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua

RESPONSIBLE PERSON’S name: Anna Yurchuk
Position: Director

SIGNATURE :

Date : October 25, 2021
Stamp

European Authorized Representative:
Registered Address:

Obelis s.a.

Bd. Général Wahis 53

B-1030 Brussels, Belgium

Phone: 32.2.732.59.54

Fax: 32.2.732.60.03

E-mail: mail@obelis.net

Representative: Mr. Gideon ELKAYAM (CEO)

Attachments — DoC IVD All Others — ID # 00208017 — V1 — 08/11/2017
Page 2 of 2
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Declaration of Conformity

According to annex Il of the Council Directive 98/79/EC on in vitro diagnostic medical device
We,

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150, tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua, web-site: www.equitest.com.ua

Declare under our sole responsibility that the following in vitro diagnostic medical devices
other than those covered by annex Il and devices for performance evaluation

EQUI Ascaris lumbricoides IgG - ELISA kit for the qualitative detection of IgG
antibodies to Ascaris lumbricoides, REF EI-601

Meet the provisions of the Council Directive 98/79/EC concerning medical devices which
apply to them.

Undersigned declares to fulfill the obligations imposed by Annex Ill section 2 to 5:

- availability of the technical documentation set in Annex Ill (section 3), allowing the
assessment of conformity of the product with the requirements of the Directive.
the manufacturer shall take necessary measures to ensure that the manufacturing
process follows the principles of quality assurance as appropriate for the products
manufactured (Annex Ill section 4).
the manufacturer shall institute and keep up to date a systematic procedure to review
experience gained from devices in the post-production phase and to implement
appropriate means to apply any necessary corrective actions (Annex Il section 5).

Conformity assessment was performed according to Article 9 (7) and Annex lll, section 3.
Our current Quality System is formatted to international standards:

e 1SO 13485:2016 «Medical devices — Quality management systems — Requirements
for regulatory purposes»

Attachments — DoC IVD All Others — ID # 00208017 — V1 — 08/11/2017
Page 1 0of 2
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Corporate Contact Information

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150
tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua

RESPONSIBLE PERSON’S name: Anna Yurchuk
Position: Director

SIGNATURE :

Date : October 25, 2021
Stamp

European Authorized Representative:
Registered Address:

Obelis s.a.

Bd. Général Wahis 53

B-1030 Brussels, Belgium

Phone: 32.2.732.59.54

Fax: 32.2.732.60.03

E-mail: mail@obelis.net

Representative: Mr. Gideon ELKAYAM (CEO)
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Declaration of Conformity

According to annex Il of the Council Directive 98/79/EC on in vitro diagnostic medical device
We,

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150, tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua, web-site: www.equitest.com.ua

Declare under our sole responsibility that the following in vitro diagnostic medical devices
other than those covered by annex Il and devices for performance evaluation

EQUI Helicobacter IgG - ELISA kit for the qualitative and semiquantitative detection
of 1gG antibodies to CagA protein of Helicobacter pylori, REF EI-502

Meet the provisions of the Council Directive 98/79/EC concerning medical devices which
apply to them.

Undersigned declares to fulfill the obligations imposed by Annex Ill section 2 to 5:

- availability of the technical documentation set in Annex Ill (section 3), allowing the
assessment of conformity of the product with the requirements of the Directive.
the manufacturer shall take necessary measures to ensure that the manufacturing
process follows the principles of quality assurance as appropriate for the products
manufactured (Annex Ill section 4).
the manufacturer shall institute and keep up to date a systematic procedure to review
experience gained from devices in the post-production phase and to implement
appropriate means to apply any necessary corrective actions (Annex Il section 5).

Conformity assessment was performed according to Article 9 (7) and Annex lll, section 3.
Our current Quality System is formatted to international standards:

e 1SO 13485:2016 «Medical devices — Quality management systems — Requirements
for regulatory purposes»
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Corporate Contact Information

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150
tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua

RESPONSIBLE PERSON’S name: Anna Yurchuk
Position: Director

SIGNATURE :

Date : October 25, 2021
Stamp

European Authorized Representative:
Registered Address:

Obelis s.a.

Bd. Général Wahis 53

B-1030 Brussels, Belgium

Phone: 32.2.732.59.54

Fax: 32.2.732.60.03

E-mail: mail@obelis.net

Representative: Mr. Gideon ELKAYAM (CEO)

Attachments — DoC IVD All Others — ID # 00208017 — V1 — 08/11/2017
Page 2 of 2


mailto:info@equitest.com.ua

Declaration of Conformity

According to annex Il of the Council Directive 98/79/EC on in vitro diagnostic medical device
We,

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150, tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua, web-site: www.equitest.com.ua

Declare under our sole responsibility that the following in vitro diagnostic medical devices
other than those covered by annex Il and devices for performance evaluation

EQUI Toxocara canis IgG - ELISA kit for the qualitative detection of IgG antibodies to
Toxocara canis, REF EI-603

Meet the provisions of the Council Directive 98/79/EC concerning medical devices which
apply to them.

Undersigned declares to fulfill the obligations imposed by Annex Ill section 2 to 5:

- availability of the technical documentation set in Annex Ill (section 3), allowing the
assessment of conformity of the product with the requirements of the Directive.
the manufacturer shall take necessary measures to ensure that the manufacturing
process follows the principles of quality assurance as appropriate for the products
manufactured (Annex Ill section 4).
the manufacturer shall institute and keep up to date a systematic procedure to review
experience gained from devices in the post-production phase and to implement
appropriate means to apply any necessary corrective actions (Annex Il section 5).

Conformity assessment was performed according to Article 9 (7) and Annex lll, section 3.
Our current Quality System is formatted to international standards:

e 1SO 13485:2016 «Medical devices — Quality management systems — Requirements
for regulatory purposes»
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Corporate Contact Information

EKVITESTLAB LLC

Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150
tel. 0(800)31-89-87; +38 (044)334-89-87
e-mail: info@equitest.com.ua

RESPONSIBLE PERSON’S name: Anna Yurchuk
Position: Director

SIGNATURE :

Date : October 25, 2021
Stamp

European Authorized Representative:
Registered Address:

Obelis s.a.

Bd. Général Wahis 53

B-1030 Brussels, Belgium

Phone: 32.2.732.59.54

Fax: 32.2.732.60.03

E-mail: mail@obelis.net

Representative: Mr. Gideon ELKAYAM (CEO)
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MLLI BIANOBIAHICTb oo 11

TOB «EKBITECTJ/TIAB»
By/1. Beninka BacunbkiBcbka 114, m. Kuig, 03150, YkpaiHa, kog €4PMNOY 38745936
e-mail: equitest@ukr.net, web-site: https://equitest.com.ua, Ten. (044)222-76-93
azipeca BUpoOHuULUTBa: npocnekT MNMepemorn, 60/2, m. KniB, 03057, YkpaiHa

(HalimeHyBaHHS1, MicLe3HaxomKeHHs1 BUPO6HMKa, Kog 3rigHo 3 EAPMNOY)

nigTBepmKye, Wo: MeAU4dHi BUpOOU ANna AiarHOCTUKM in vitro
Kog OKMM 21.20.2. Kog, YKT3E/L 3002

a came:
«EQUI Borrelia burgdorferi IgG» - I®PA-Habip Ana AKiCHOro Ta HaniBKi/IbKICHOTO BUAB/IEHHS aHTUTIN
knacy lgG no Borrelia burgdorferi, Homep 3a katasiorom EI-801

knacudpikauis: iHwi (He BigHocATbLCA [0 nepeniky A abo B JdopaTky 2 TexHiYHOro pernameHty pnns
AiarHocTuKK in vitro, He € BMpoGamMKn 47151 CAMOKOHTPO/IIO Ta He ANSA OUHKN XapaKTepuUCTUK)

SIKi BATOTOBNSAOTLCA CEPINHO BiANOBIAHO A0 3aTBEPAKEHOT TEXHIYHOT AOKYMEHTALLl:
TOB «EKBITECT/IAB»

(HaliMeHyBaHHSA BMPOGHUKA)
BiAMNOBIgaTL BUMOram:
TexHIYHOro pernameHTy Woao MegnyHuX BnpoobiB 41 AiarHOCTUKK in Vitro,
3arBepkeHoro MNocraHoBoto KabiHeTy MiHicTpiB YKpaiHu Big 02.10.2013 Ne754

JopatkoBa iHdhopmaLis:

Mpu3HaveHnin opraH 3 OLiHKM BiANOBIAHOCTI:
3anyuyeHHs Npu3HavYeHoro opraHy He nepefbavyeHo

(HalimeHyBaHHS, igeHTUdiKaLiiHniAi HoMep 3rigHO 3 PEECTPOM MPU3HAYEHMX OpraHiB)

BMKOHaB: npoueaypu 3 OuiHKM BignoBigHOCTI HaBepdeHi B Jogatky 3 (6e3 nonoxeHb n. 6-8) TexHiYHoro
pernameHTy LWoaAO0 MeauyHUX BUPOGIB AMs AiarHOCTUKM in vitro, 3aTBEpAKEHOro nocTtaHoBok KabiHeTy
MiHicTpiB Ykpainu Big 02.10.2013p. Ne 754

(onuc BUKOHaHKX PooIT)
Ta BugaB ceptudikar(-n):

(Ne Ta TepmiH i cepTudpikaTy BignoBIAHOCTI)
TexHiYHa AOoKyMeHTauis Ha MeanyHWin BMpi6 po3pobrieHa Ta 36epiraeTbCsi y BUPOOHMKA.

Jeknapauia cknageHa nig LinkoBuTy BiAnoBiganbHICTb BUPOGHUKA.

M. KniB 01 BepecHs 202 31 cepnHa 2025 p.
MicLe BUMycKy Aata sunyckl TepMiH Aii geknapadii fo
Onpektop TOB «EKBITECT/IAB» A.B. HOpuyk
(nocaga ynoBHOBaXeHOT 0CO6M) (iHigjanm Ta npissuLLE)
M1

Jeknapauia cknageHa Yy BignoBigHOCTI 1O BUMOI TeXHIYHOro pernameHTY LWoA0 MeanyHuX BUpo6iB, 3aTBEPAKEHOrO
nocTaHoBow KabiHeTy MiHicTpiB YkpaiHu Big 02.10.2013p.Ne 754 Ta sumor ACTYISO/IEC 17050-1:2006
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TOB «EKBITECT/TAB»
BYy/1. Beninka BacunbkiBcbka 114, m. Kuig, 03150, YkpaiHa, kog €4PMNOY 38745936
e-mail: equitest@ukr.net, web-site: https://equitest.com.ua, Ten. (044)222-76-93
agpeca BUpoOSHUUTBA: npocrekTt MNepemoru, 60/2, m. Kunig, 03057, YkpaiHa

(HalimeHyBaHHS, MicLe3HaxompKeHHs BUPOOHYKa, koA, 3rigHo 3 EAPMOY)

nigTBEpAXYE, LWO: MeAUYHi BUpOobU A1 AiarHOCTUKK in Vvitro
Kog OKMM 21.20.2. Kog YKT3E/A 3002

a came:
«EQUI Borrelia burgdorferi 1aM» - IPA-Habip oNna AKicHOro BUSIBSIEHHS aHTUTIN Knacy |gM go
Borrelia burgdorferi, Homep 3a katasiorom EI-802

Knacugoikauis: iHWi (He BigHOCATbLCA A0 nepeniky A a6o B [Jogatky 2 TexHIYHOro pernameHty Ans
JiarHoCTVKM in vitro, He € BMpo6amu A1 CAMOKOHTPO/IIO Ta He AJ151 OLiHKM XapakTepUCTUK)

AKi BUTOTOBNAOTLCA CEPIHO BIiAMNOBIAHO A0 3aTBEPAKEHOT TEXHIYHOT AOKYMeHTaLl:
TOB «EKBITECT/IAB»

(HalimeHyBaHHs1 BUpOGHIKa)
Bi4NoOBigalnTb BUMOram:
TexHIYHOro pernameHTy Wwoao MeaAndyHmMX BUpPoOIiB 4N1A AiarHOCTUKK in Vitro,
3arBepmkeHoro NocrtaHoBo KabiHeTy MiHicTpiB YkpaiHu Big 02.10.2013 Ne754

JopatkoBa iHdhopmavis:

Mpu3HaveHnin opraH 3 OLiHKM BigMNOBIAHOCTI:
3aslyyeHHs npr3Ha4YeHoro opraHy He nepenbayeHo

(HalimeHyBaHHS, ifeHTUdIKaLiliHWA HoMep 3riAHO 3 PEECTPOM MPU3HAYEHUX OpPraHis)

BMKOHaB: Mpoueaypy 3 OUiHKM BignoBigHOCTI HasedeHi B JopaTky 3 (6e3 nosoxeHb n. 6-8) TexHiYHoro
pernaMeHTy LWoAO0 MeAMYHUX BUPOOIB A1 AiarHOCTUKM in Vitro, 3aTBepAXeHoro noctaHoBok KabiHeTy
MiHicTpiB Ykpainu Big 02.10.2013p. Ne 754

(onuc BUKOHaHWX POGIT)
Ta BugaB ceptudpikat(-u):

(Ne Ta TepmiH gjii cepTudbikaTy BignoBIgHOCTI)
TexHiyHa AOKYMEHTaLis Ha MeauyHuii BUpI6 po3pobieHa Ta 36epiraeTbCs y BUPOOHMKA.

Jeknapauis cknageHa nig wizIkoBUTY BiANOBIAa/IbHICTL BUPOOHMKA.

M. KniB 01 BepecHsa 20, 31 cepnHa 2025 p.
micLe BUMyCKy fjara TepMiH aii geknapauii o
Onpektop TOB «EKBITECT/IAB» A.B. FOpuyk
(nocaga ynoBHOBaXeHOi 0cobm) (iHigjanm Ta npissuLLe)
MI1

[Jeknapauia cknageHa Yy BignoBigHOCTIi O BUMOTI TEXHIYHOrO perfnamMeHTY LWOA0 MeANYHUX BUPOGIB, 3aTBEPLKEHOI0
nocTaHoBot KabiHeTy MiHicTpiB Ykpainu Big 02.10.2013p.Ne 754 Ta sumor ACTYISO/IEC 17050-1:2006
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TOB «EKBITECTIIAB»

Byn. Benuka Bacunbkiecbka 114, M. Kuis, 03150, YkpaiHa, kog €EQPMNOY 38745936
e-mail: info@equitest.com.ua, web-site: https://lequitest.com.ua, ten. (044)334-89-87
aapeca BMpo6HMUTBA: npocnekT Bepecrenckkun, 60/2, m. Kuis, 03057, YkpaiHa

(HaliMeHyBaHHA, MicLIe3HaXOAXeHHA BUpoBHUKa, koA 3rigHo 3 EJPMNOY)

NIATBEPAXKYE, LWO: MeAUYHi BUpoOu Ans AiarHOCTUKM in vitro
Kon OKIMM 21.20.2. Koa YKT3EL 3822. Koa HK 024:2023 - 50773

a came:
«EQUI Chlamydia trachomatis IgA» — I®A-Habip Ansa AKICHOro Ta HaniBKiNbLKICHOro BUABNEHHS
aHTuTin knacy IgA po Chlamydia trachomatis, Homep 3a katanorom EI-103

knacudikauisa: BigHOCATLCA A0 nepeniky B [loaatky 2 TEXHIYHOro pernameHTy Ansa JiarHOCTUKu in vitro

AIKi BUrOTOBNAOTLCA CEPINHO BIANOBIAHO A0 3aTBEPAXEHOI TEXHIYHOI AOKYMEHTaLii:
TOB «EKBITECT/IAB»

(HaliMeHyBaHHA BUPOOHUKA)

BiANOBIAAIOTb BUMOram:
TexHiYHOro pernameHTy WOAO0 MeaAUYHUX BUPOGIB AnsA AiarHOCTUKM in vitro,
3arBepaxeHoro MNocrtaHoBow KabiHety MiHicTpiB Ykpainu Big 02.10.2013 Ne754

[opartkosa iHdopmaljis:
Mpu3HayeHun opraH 3 OUiHKM BiANOBIQHOCTI:
TOB «YKPAIHCbKUW IHCTUTYT CTAHOAPTIB»
MicuesHaxomxeHHs: ByauHok 1, synuys Onekcanapiscoka, micto Kuis, 03062, YkpaiHa.
Homep npuanayeHoro oprany UA. TR.137
(HaliMeHyBaHHS], ifeHTUMIKALiRHWIA HOMEp 3riQHO 3 PEECTPOM NPUIHAYEHUX OPraHis)
BMKOHAaB: MpoLeaypu OLiHKKA BiANOBIAHOCTI HaBejeHoi B [logatky 4: 3abesnedeHHsi PyHKLUIOHYBaHHS
KOMMIMEKCHOI CUCTeMMU YNpasniHHA SKiCTo (6e3 nepesipku nNpoekTy) TexHIYHOro pernameHTty LWoAao
MeauYHUX BUpOOBIB ANS 4iarHOCTUKM in vitro, 3aTBepaxeHoro nocraHoso KabiHeTy MiHicTpis Ykpailu Bij
02.10.2013p. Ne 754

(onuc BukoHaHUX pobiT)
Ta Buaae ceprtudpikar(-u):
ceptudikar signosigHocti Ne R4M 804 255 B1 (tepmiH gii: 3 01.04.2024p. o 31.03.2029p.)
(Ne Ta TepMiH Aii cepTudikaTy BiANOBIAHOCTI)
TexHivHa JOKyMeHTaLis Ha meauydHuA BUpi6 pospobnexa Ta 36epiraeTbCsa y BUPOOHUKA.

[eknapauis cknageHa nig WinkoBuTy BianoBiaanbHICTL BUPOGHUKA.

M. Kuie 01 kBiTHA 2024 p. 31 6epesHn 2029 p.

MicLie Bunycky Aara BUnycky TepMiH Aii aeknapadii 4o

Oupekrop TOB «EKBITECTNAB» A.B. FOpuyk

(nocapa ynosHosaxeHoi ocobu) (iHiyianu Ta npissuLye)

M

[exnapaujs cknadeHa y sionosioHocmi Ao 8uMoz TexHIYHo20 peanameHmy uj000 MeOuyHUX 8Upobis, 3ameepoxeHo20
nocmaHosoro KabiHemy MiHicmpie YkpaiHu eid 02.10.2013p.Ne 754 ma sumoz [JCTY ISO/IEC 17050-1:2006
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TOB «EKBITECTINAB»

Byn. Benuka BacunbkiBcbka 114, m. Kuie, 03150, Ykpaina, koa €APMNOY 38745936
e-mail: info@equitest.com.ua, web-site: https://equitest.com.ua, Ten. (044)334-89-87
agpeca BupobHuuyrTea: npocnekt Bepecreicbkun, 60/2, m. Kuie, 03057, Ykpaina

(HaliMeHyBaHHA, MicLie3HaxoaXeHHA BUpoBHUKa, koA 3rigHo 3 EJPMNOY)

NIATBEPAXYE, LO: Meau4HI BUpobu Ans AiarHOCTUKM in vitro
Koa OKIM 21.20.2. Kop YKT3E[ 3822. Kop HK 024:2023 - 50768

a came:
«EQUI Chlamydia trachomatis IgG» — I®A-Habip Ans AKICHOro Ta HaniBKINbLKICHOro BUSIBNEHHSA
aHTuTin knacy IgG no Chlamydia trachomatis, Homep 3a katanorom EI-102

Knacudikayis: BigHOCATLCA A0 nepeniky B [logaTtky 2 TEXHIYHOro pernameHTy Ans 4iarHOCTUKK in vitro

AKi BUrOTOBMAIOTLCA CEPIVHO BIANOBIAHO A0 3aTBEPAXEHOI TEXHIYHOT AOKYMEHTALii:
TOB «EKBITECTNAB»

(HaliMeHyBaHHA BUPOGHUKA)

BiANOBIAAKOTb BUMOram:
TexHiYHOro pernamMeHTy WOAO0 MeAUYHUX BUPOGIB ANA AiarHOCTUKM in vitro,
3aTrBepaxeHoro NoctaHoBoto KaGiHeTy MiHicTpie YkpaiHu Big 02.10.2013 Ne754

Hopatkosa iHhopmaLis:
Mpu3HayeHun opraH 3 OLiHKM BigNOBIAHOCTI:
TOB «YKPAIHCbKUW IHCTUTYT CTAHOAPTIB»
micuesHaxogxeHHs: ByamHok 1, Bynuus Onekcanapiscbka, MicTo Kuis, 03062, YkpaiHa.
Homep npuaHadeHoro oprady UA.TR.137
(HaliMeHyBaHHA, ifeHTUdIKaLiAHWIA HOMED 3riAHO 3 PEECTPOM NPU3HAYEHUX OpraHiB)

BUKOHaB: MpoLeAypu OLiHKK BiANOBIAHOCTI HasejeHoi B [oaatky 4: 3abeaneyeHHs (hyHKLiOHYBaHHSA
KOMMNIEKCHOI CUCTeMU ynpaBniHHA SKicTio (6e3 nepesipku nNpoekTy) TexHIYHOro perrnameHTy Woao

MeanyHuX BupobiB Ana AiarHoCTuKK in vitro, 3aTBepaXeHoro noctaHoBot KabiHety MiHicTpie Ykpainu sig
02.10.2013p. Ne 754

(onuc BUKOHaHUX pobiT)
Ta Buaae ceprudikar(-u):
ceptudikar signosigHocti Ne R4M 804 255 B1 (tepmiH aii: 3 01.04.2024p. ao 31.03.2029p.)
(Ne Ta TepMiH Aii cepTudikaTy BignoBigHOCTI)
TexHiyHa AOKyMeHTaLis Ha MeauYHUA BUPI6 po3pobneHa Ta 36epiraeTbecs y BUPOBHMKA.

Heknapauia cknageHa nig WinkoBuTy BiANOBiAanNbHICTE BUPOGHUKA.

M. KuiB 01 kBiTHA 2024 p. 31 6epesns 2029 p.

MicLie Bunycky Aara sunycky % 2 TepMiH Aii aeknapauii 4o

OupekTop TOB «EKBITECTNAB» A.B. FOpuyk

(nocapna ynoeHoBaxeHoi ocobu) (iHiujianu Ta npissuwye)

M

[lexnapaujs cknadeHa y sidnosidHocmi 0o sumoz TexHidHo20 peznameHmy uodo MeduyHuUX eupobie, 3ameepAxeHoz0
rnocmanoeoro KabiHemy Minicmpie Ykpairu eid 02.10.2013p.Ne 754 ma eumoz [JCTY ISO/IEC 17050-1:2006
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TOB «EKBITECTIAB»

Byn. Benuka Bacunbkiecbka 114, m. Kuieg, 03150, Ykpaina, koa €EAPMNOY 38745936
e-mail: info@equitest.com.ua, web-site: https://equitest.com.ua, Ten. (044)334-89-87
appeca BupobHuyTBa: npocnekT bepecreicbkuin, 60/2, M. Kuis, 03057, YkpaiHa
(HaliMeHyBaHHR, MicLIe3HaXOAXeHHA BUpoBHUKa, koA arigHo 3 EPMNOY)

NATBEPAXYE, WO: MeAU4HI BUpobu Ansa AiarHOCTUKM in vitro
Koa OKIM 21.20.2. Kog YKT3EL 3822. Kog HK 024:2023 — 48319

a came:
«EQUI HBsAg» — I®A-Habip Ans AKICHOro BUSABMNEHHA NOBEPXHEBOro aHTUreHa Bipycy renatury B,
HomMepwu 3a katanorom EI-011 (96 ananizis), EI-012 (192 aHani3u)

knacudikauis: BigHoCATLCA A0 nepeniky A [loaatky 2 TeXHIYHOro pernameHTy AN AiarHOCTUKK in vitro

AKi BUTOTOBMAOTLCA CEPIVHO BiANOBIAHO A0 3aTBEPAXKEHOI TEXHIYHOI JOKYMEHTAaLJii:
TOB «EKBITECTIAB»

(HatMeHyBaHHA BUPOOHUKa)

BiANOBIAAIOTHL BUMOram:
TexHiyHOro pernamMeHTy WOA0 MeAUYHUX BUPOGIB ANA AiarHOCTUKM in vitro,
3arBepaxeHoro MNMocrtaHoBoto KabiHety MiHicTpiB Ykpainu Big 02.10.2013 Ne754

[opatkosa iHdopmauis:
Mpu3HayeHun opraH 3 OUiHKU BiANOBIAHOCTI:
TOB «YKPAIHCbKUW IHCTUTYT CTAHOAPTIB»
MicLe3HaxoaeHHs: ByaunHok 1, synuuys Onekcangpiscbka, micto Kuis, 03062, Ykpaina.
Homep npuaHayeHoro opraHy UA. TR.137
(HaliMeHyBaHHA, iAeHTUdIKaLINHWA HOMep 3riHO 3 PeECTPOM NPU3HAYEHUX OpraHiB)
BUKOHAaRB: NpoLeypu OLiHKU BiANOBIAHOCTI HaBeAeHOI B NyHKTax 6 — 8 [loagaTky 4 TexHi4HOro pernameHTy
Woao MeauyvHux BUPOOGIB ANS AiarHOCTMKM in vitro, 3aTeeppxeHoro nocraHosot KabiHeTy MiHicTpis
Ykpainu Bia 02.10.2013p. Ne 754

(onuc BUKOHaHUX pobiT)
Ta Buaae ceprtudikar(-u):
ceptudikar signosigHocti Ne R4M 804 255 B1 (Tepmin aii: 3 01.04.2024p. o 31.03.2029p.)
cepTtudikar nepesipku npoexty Ne D4M 804 255/1 B1 (tepmin gii: 3 01.04.2024p. no 31.03.2029p.)
(Ne Ta TepMiH il cepTudikaTy BiANOBIAHOCTI)
TexHiuyHa pokymeHTaLisi Ha MeauYHUIA BUpi6 po3pobneHa Ta 36epiracTbes y BUPOBHMKA:

Hexknapauis cknageHa nig WiNKOBUTY BiANOBIAANbLHICTL BUPOGHMKA.

M. KuiB 01 kBiTHS 2024 p. 31 6epe3aHs 2029 p.

Micuie Bunycky - fiaTa BUNyCcKy 2 TepMiH Ail aeknapauii 4o

/ A.B. IOpuyk

Lpextop TOB «EKBITECTIAB»/

(nocaga ynosHoBaxeHoi ocobu) (iHiWianu Ta npissuLye)

[Leknapaujs cknadeHa y 8idnosidHocmi 0o 8uMoz TexHIHHO20 peanameHmy wodo MeAUYHUX 8upobis, 3ameepiXxeHo20
nocmaxosoto KabiHemy MiHicmpie YkpaiHu eid 02.10.2013p.Ne 754 ma sumoz [JCTY ISO/IEC 17050-1:2006
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TOB «EKBITECT/TAB»
By/1. Beninka BacunbkiBcbka 114, m. Kuie, 03150, YkpaiHa, kog €4PMNOY 38745936
e-mail: equitest@ukr.net, web-site: https://equitest.com.ua, Ten. (044)222-76-93
afpeca BMpobHuuTBa: npocnekT MNepemory, 60/2, m. Kuis, 03057, YkpaiHa

(HarimeHyBaHHS1, MicLe3HaxompKeHHs BUPOOHWKa, Ko 3rigHo 3 EAPMOY)

nigTBEpPAXYE, WO: MeauyHi BUpobu ANis AiarHOCTUKK in vitro
Kopg OKIMM 21.20.2. Kog YKT3E/L 3002

a cawme:
«EQUI Helicobacter IgA» - I®A-Habip ANna AKICHOro Ta HaniBKiNIbKICHONO BUSAAB/IEHHSA aHTUTIN Kiacy
I0A po 6inka CapA Helicobacter pylori, Homep 3a kataniorom EI-503

Knacudikauis: iHwWi (He BigHOCATbCA A0 nepeniky A abo B HopaTky 2 TexHiYHOro perfameHTty Aans
[AiarHoCTKKK in vitro, He € BUpPo6amn A/151 CAMOKOHTPOSIIO Ta He A1 OLHKN XapaKTepPUCTUK)

SKi BUTOTOB/SIOTLCS CEPIVHO BiANOBIAHO A0 3aTBEPMAKEHOT TEXHIYHOT AOKYMEHTaLl:
TOB «EKBITECTJ/IAB»

(HaliMeHyBaHHsA BMPOGHUKA)
BiANOBIAaOTb BUMOram:

TexHIYHOro persiamMmeHTy WoaA0 MegnyHUX BUpOO6IB AN1A AiarHOCTUKM in Vitro,
3arBepmkeHoro NoctaHoBow KabiHeTy MiHicTpiB YkpaiHn Big 02.10.2013 Ne754

JopaTtkosa iHpopmavis:

Mpn3HayeHuin opraH 3 OUiHKN BignNnoBiAHOCTI:
3a/lyyeHHs1 Npu3HaYeHoro opraHy He nepefbavyeHo

(HalimeHyBaHHS, ifeHTUdiKaLiiHWA HOMep 3TiQHO 3 PEECTPOM MPU3HAYEHNX OpraHiB)

BMKOHaB: Mpoueaypy 3 OUiHKM BignoBigHOCTI HaBefeHi B JopaTtky 3 (6e3 nonoxeHb n. 6-8) TexHiyHoro
pernamMeHTy WoAo MeauyHMX BMPOGIB ONA AiarHOCTUMKM in vitro, 3aTBepA)KeHOro NocTaHoBOK KabiHeTy
MiHicTpiB YkpaiHu Big 02.10.2013p. Ne 754

(onuc BMKOHaHUX PoGiT)
Ta BngaB ceptudikat(-n):

(Ne Ta TepmiH gjii cepTudpikaTy BigMOBIGHOCTI)
TexHiyHa fOoKyMeHTauUis Ha MeanyHuiA BUPIO6 po3pobrieHa Ta 36epiraeTbCs y BUPOOHMKA.

Jeknapauia cknageHa nig WinikoBUTY BiANOBiAa/IbHICTE BUPOGHUKA.

M. K1IB 01 BepecHs 20£0 p. 31 cepniHsa 2025 p.
micue BuMnycky nata sunycky/J/~\ TepMiH Aji geknapauii fo

OupekTop TOB «EKBITECT/IAB» fu Eur/l) u A.B. KOpuyk
(nocapa ynoBHOBaXeHOi 0cobm) i (iHigjasm Ta npissuLLE)

M1

Jeknapauis cknageHa y BignoBigHOCTIi 4O BUMOI TeXHIYHOro persiaMeH Ty WoA0 MeauyHNX BUPO6IiB, 3aTBEPLKEHOIO
nocTaHoBot KabiHeTy MiHicTpiB YkpaiHu Big 02.10.2013p.Ne 754 Ta sumor A CTYISO/IEC 17050-1:2006


mailto:equitest@ukr.net
https://equitest.com.ua
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TOB «EKBITECT/1AB»

By/1. Benuka BacunbkiBebka 114, m. KuiB, 03150, YkpaiHa, ko €4PIMOY 38745936
e-mail: equitest@ukr.net, web-site: https://equitest.com.ua, Ten. (044)222-76-93
agpeca BUpooHuUTBa: npocnekt Mepemorn, 60/2, m. Knie, 03057, YkpaiHa
(HaliMeHyBaHHS1, MicLle3HaxOopKeHHs1 BUPOGHMKa, Kog 3rigHo 3 EAPMOY)

NiagTBEPMKYE, LWO: MeAuyHi BUPOOU ANs AiarHOCTUKK in vitro
Kog AKMM 21.20.2. Kog YKT3E/L, 3002

a came:
«EQUI HSV1+2 IgG» - IPA-Habip Ans AKiCHOro Ta HaniBKi/IbKICHONO BUABMIEHHS aHTUTIN Knacy IgG
[0 BipyCy NPOCTOro reprnecy rnepworo 1a gpyroro tmnie, Homep 3a katasiorom EI-071

knacudpikauisi: iHWi (He BigHoOcATbCA A0 nepeniky A ab6o B [opatky 2 TexHIYHOro pernameHTy Ass
JiarHocTuKu in vitro, He € BUpo6amu O/19 CAMOKOHTPOJIIO Ta He /15 OUHKA XapakTepucTuK)

SIKi BATOTOBNAKOTHCA CEPINHO BiAMNOBIAHO A0 3aTBEPAKEHOT TEXHIYHOT OKYMeHTau,ji:
TOB «EKBITECT/IAB»

(HalimeHyBaHHs1 BUPOOHYKa)
BiANOBifa0Tb BMOram:
TexHIYHOro pernameHTy LWOA40 MegNYHNX BUPOOGIB A1 AiarHOCTUKK in Vitro,
3arBepmkeHoro NocraHoBoto KabiHeTy MiHicTpiB YkpaiHu Big 02.10.2013 Ne754

Jopartkosa iHdpopmMaus:

Mpr3HayeHnii opraH 3 OUiHKM BigNOBIAHOCTI:
3anyyeHHa npu3Ha4yeHoro opraHy He nepenbavyeHo

(HaVimeHyBaHHS1, ifeHTUIKaLiiHWA HOMEep 3riAHO 3 PEECTPOM MPU3HAYEHWNX OpPraHis)

BMKOHAB: Mnpoueaypy 3 OUIHKM BiAnoBiAHOCTI HaBefeHi B doaaTky 3 (6e3 MonoxeHb M. 6-8) TexHIYHOoro
pernameHTy WOA0 MeauvHMX BMPOGIB ANA AiarHOCTMKKU in vitro, 3aTBepO)KeHOro NocTaHoBOK KabiHeTy
MiHicTpiB Ykpainn Big 02.10.2013p. Ne 754

(onuc BUKOHaHMX pPoBIT)
Ta BuaaB ceptudikat(-n):

(Ne Ta TepmiH gji cepTucpikaty BiANOBIgHOCTI)
TexHiyHa fOKyMeHTauis Ha MeauyHuii BUpi6 po3pobreHa Ta 36epiraeTbCa y BUPOOHMKA.

Jeknapauis cknageHa nig uwizikoBUTY BiANOBiAa/IbHICTb BUPOGHMKA.

M. KniB 01 BepecHs 2020/|)?//7 31 cepnHs 2025 p.
MicLie BUMYCKY I/ / ] TepMiH AiT Aeknapadii o
| )
(1/ g VOKIY =
Anpektop TOB «EKBITECT/IAB» A.B. KOpuyk
(nocasa ynoBHoOBaxXeHoi 0cobi) | * b,qTHTmniK'I'iLI,W‘TLLm_ (iHiLjann Ta npissuLLe)

M N 38745977T |7

Jeknapaduis cknageHa y BignoBigHOCTI 40 BUMOI TEXHIYHOrO periaMeH Ty WoAo MeanyHnX BMpobiB, 3aTBEPLKEHOIO
nocTaHoBot KabiHeTy MiHicTpiB Ykpainu Big 02.10.2013p.Ne 754 Ta sumor 4 CTYISO/IEC 17050-1:2006


mailto:equitest@ukr.net
https://equitest.com.ua
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TOB «EKBITECT/IAB»
By/1. Benuka Bacunbkieebka 114, m. KuiB, 03150, YkpaiHa, kog €4PIMOY 38745936
e-mail: equitest@ukr.net, web-site: https://equitest.com.ua, Ten. (044)222-76-93
agpeca BMpooHuUTBa: npocnekT MNMepemorn, 60/2, m. Knie, 03057, YkpaiHa

(HalimeHyBaHHS1, MicLle3HaxoMpKeHHs1 BUPOBHMKa, Kog 3rigHo 3 EAPIOY)

nigTBEpAKYE, WO: MeauyHi BUpobu Ansa AiarHOCTUKK in vitro
Kopg OKMM 21.20.2. Kog YKT3E/L, 3002

a came:
«EQUI HSV1+2 IgM» - IPA-Habip A1 AKICHOrO BUABJ/IEHHA aHTUTIN Knacy 1IgM oo Bipycy npocToro
repriecy nepLuoro ta gpyroro tunie, Homep 3a katasiorom EI-072

knacudpikayisi: iHWi (He BigHOCATLCSA A0 nepeniky A a6o B [Jogatky 2 TexHIYHOro pernameHTy Ans
AiarHOCTVKM in vitro, He € BMpo6amu A1 CAMOKOHTPOJIIO Ta He 415 OLHKN XapaKTepUCTHK)

SIKi BUTOTOBNSIOTLCS CEPIiHO BignNoBIiAHO A0 3aTBEPAKEHOT TEXHIUYHOT AOKYMEHTaLi:
TOB «EKBITECT/IAB»

(HalimeHyBaHHS1 BUPOGHWKA)
Bi4NOBifal0Th BUMOram:
TexHIYHOro pernameHTy Woa0 MeguvyHmnX BUpo6IB AN 4iarHOCTUMKK in Vitro,
3arBeppkeHoro MNMocraHoBoto KabiHeTy MiHicTpiB YkpaiHu Big 02.10.2013 No754

JopartkoBa iHdhopmausi:

Mpn3Ha4vyeHnin opraH 3 OUiHKN BiAnoBiAHOCTI:
3a/lyyeHHs1 NpU3HaYeHoro opraHy He nepegbavyeHo

(HalimeHyBaHHs, ifeHTUIKaLiiHWIA HOMep 3riAHO 3 PEECTPOM MPU3HAYEHKX OpraHiB)

BVKOHaB: Mpoueaypy 3 OLiHKM BignoBIAHOCTI HasefeHi B JogaTtky 3 (6e3 nosioxeHb M. 6-8) TexHiuHoro
pernamMeHTy LWoAO0 MeAuYHMX BUPOBIB ANA AiarHOCTMKKU in Vitro, 3aTBepKeHOro nocTaHoBOK KabiHeTy
MiHicTpiB Ykpainm Big 02.10.2013p. Ne 754

(onnc BUKOHaHKX poGIT)
Ta BugaB ceptudoikat(-n):

(Ne Ta TepmiH gjii cepTudikaTty BignoBIgHOCTI)
TexHiuHa AoKyMeHTauis Ha MeanyHuin BMpI6 po3pobrieHa Ta 36epiraeTbCcsa y BUPOOHMKA.

Jeknapauisi cknageHa nig, uisikoBuUTy BignoBiga/ibHICTL BUPOOHMKA.

M. KniB 01 BepecHs 2020 31 cepnHsa 2025 p.
MicLie BMMYCKY TepMiH Ail geknapauii fo
Anpektop TOB «EKBITECT/IAB» - A.B. FOpuyk
(nocapa ynoBHoBaXeHOT 0cobn) - (iHibjanm Ta npissuLLE)
s\ 387450

%0

Jeknapauis cknajgeHa y BignoBiAHOCTI A0 BUMOr TexXHIYHOro pernameHTy Wo40 MeAndyHux BUpob6is, 3aTBepIKEeHOro
nocTaHoBot KabiHeTy MiHicTpiB YkpaiHu Big 02.10 2013p. Ne 754 Ta sumor  CTYISO/IEC 17050-1:2006


mailto:equitest@ukr.net
https://equitest.com.ua
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TOB «EKBITECTINAB»

Byn. Benuka BacunbkiBcbka 114, m. Kuie, 03150, Ykpaina, kog EAPMNOY 38745936
e-mail: info@equitest.com.ua, web-site: https:/lequitest.com.ua, Ten. (044)334-89-87
appeca BupobHuuTea: npocnekt Bepecreickbkun, 60/2, m. Kuis, 03057, Ykpaina

(HaiMeHyBaHHA, MiCLIe3HaXOAXEHHA BUPOBHUKA, Ko 3rigHo 3 EAPTNOY)

NIATBEPAXYE, WO: MeAUYHI BUpoOu Ans AiarHOCTUKM in Vvitro
Kopa OKIIM 21.20.2. Koa YKT3EN 3822. Kog HK 024:2023 — 52436

a came:
«EQUI Toxoplasma gondii IgG» — I®A-Habip Ans KiNbKICHOro BU3Ha4YeHHA aHTUTIN knacy IgG
no Toxoplasma gondii, Homep 3a katanorom EI-041

Knacudikauis: BigHocATbCA A0 nepeniky B [lonatky 2 TexHIYHOro pernameHTy Ansa 4iarHOCTUKK in vitro

AKi BArOTOBNAOTLCA CEPIHO BIANOBIAHO A0 3aTBEPAXKEHOI TEXHIYHOT JOKYMEHTALii:
TOB «EKBITECTNAB»

(HaWiMeHyBaHHA BUPOBHUKa)

BiANOBIAAIOTb BUMOram:
TexHiYHOro pernaMmeHTy WoOA0 MeAUYHUX BUPOGIB ANSA AiarHOCTUKM in vitro,
3aTBepaxeHoro lNoctaHoroto KabGiHety MiHicTpiB YkpaiHu Big 02.10.2013 Ne754

Hopaartkosa iHpopmayis:
Mpu3HayeHun opraH 3 OUiHKM BiANOBIAHOCTI:
TOB «YKPAIHCbKUW IHCTUTYT CTAHOAPTIB»
MicLieaHaxofxeHHs: ByauHok 1, synuys Onekcangpiscbka, micto Kuis, 03062, YkpaiHa.
Homep npuaHaueHoro oprany UA. TR.137
(HaiMeHyBaHHA, ineHTUdIKaLiHWA HOMEp 3riiHO 3 PEECTPOM NPUIHAYEHNX OpraHis)

BMKOHaB: Mpoueaypu OUiHKK BiANOBIAHOCTI HaBeaeHol B [logaTky 4: 3abeaneyeHHA (yHKUIOHYBaHHS
KOMMMNEKCHOI CUCTEMW YNpaBriHHA AKicTio (6e3 nepeBipkM NpoekTy) TEexHIYHOro pernameHTy LWoao

MeauYHUX BMPOoBiB AN AiarHOCTUKK in vitro, 3aTBepAXeHoro nocraHoBoto KabiHety MiHicTpiB Ykpainu Big
02.10.2013p. Ne 754

(onuc BUKOHaHWX pobiT)
Ta Buaae ceprtudikar(-u):
ceptudikat signosigHocti Ne R4M 804 255 B1 (TepmiH aii: 3 01.04.2024p. ao 31.03.2029p.)
(Ne Ta TepMiH il cepTudpikaTy BignoBigHOCTI)
TexHiyHa AoKyMeHTaUia Ha MeauyHUIA BUPIO po3pobneHa Ta 36epiraeTbes y BUPOBHMKA.

Heknapauisa cknageHa nig WinkoBUTy BiANOBIAanNbLHICTL BUPOGHUKA.

M. KuiB 01 kBiTHS 2024 p. 31 6epe3Hs 2029 p.

MicLe Bunycky . AATA BUNYCKY TepMiH Ail geknapaduii 4o

{119

A.B. KOpuyk

Ivpexrop TOB «EKBITECTAABy /L7715

(nocapa ynosHoBaxeHoi ocobu) (iHiyianu Ta npissuLye)

[exnapauis cknadeHa y sidnosidHocmi 0o 8umoa Tex;.-f'quoeo peanameHmy wo0o MeduyHux supobis, 3ameepdxeHo20
rnocmaHosor Kabinemy Minicmpie Ykpainu eid 02.10.2013p.Ne 754 ma sumoz [JCTY ISO/IEC 17050-1:2006
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TOB «EKBITECTIAB»
Byn. Benuka Bacunbkiscbka 114, m. Kuis, 03150, Ykpaina, kog EAPMNOY 38745936
e-mail: info@equitest.com.ua, web-site: https://equitest.com.ua, Ten. (044)334-89-87
appeca BupobHuyTBa: npocnekt Bepecrencbkuin, 60/2, M. Kuis, 03057, Ykpaina

(HalMeHyBaHHA, MiCLie3HaxoAXeHHA BUpoBHUKa, koA 3rigHo 3 EAPMNOY)

NIATBEPAXYE, LLO: MeauYHi BUpobu Ans AiarHOCTUKM in vitro
Koa OKIIM 21.20.2. Kop YKT3E]L 3822. Koa HK 024:2023 - 52440

a came:
«EQUI Toxoplasma gondii IgM» — I®A-Habip ans siKiCHOro BUSIBNEeHHA aHTUTIN Knacy IgM
no Toxoplasma gondii, Homep 3a katanorom EI-043

knacugikauia: BigHOCATLCA A0 nepeniky B [logatky 2 TeXHIYHOro pernamenTy ANs AiarHoCTukuM in vitro

SIKi BUrOTOBNSIIOTLCA CEPINHO BIANOBIAHO 40 3aTBEPAXKEHO! TEXHIMHOI AOKYMEHTALYil:
TOB «EKBITECTIIAB»

(HaWmMeHyBaHHA BUpOGHUKa)

BiANOBIAAIOTbH BUMOram:
TexHiyHOro pernamMeHTy WOA0 MeaUYHUX BUpOGiB AnA AiarHOCTUKM in vitro,
3arBepaxeHoro NocraHoBor KabiHeTy MiHicTpiB Ykpaiuu Big 02.10.2013 Ne754

[opartkosa iHopmaLis:
Mpu3HayeHuit opraH 3 OLIHKM BIANOBIAHOCTI:
TOB «YKPAIHCbKUW IHCTUTYT CTAHOAPTIB»
MicuesHaxopeHHs: 6yauHok 1, synuuysa Onekcanapisceka, Micto Kuis, 03062, Ykpaina.
Homep npusHaveHoro opraHy UA.TR.137
(HanmeHyBaHHS, ineHTUIKALIAHWIA HOMED 3riAHO 3 PeECTPOM NPU3HAYEHUX OpraHiB)

BUKOHAaB: Npoueaypy OLiHKKA BIANOBIAHOCTI HaBeaeHoi B [logatky 4: 3abeaneqyeHHs (DYHKLIOHYBAHHS
KOMMINEKCHOI CUCTEMU ynpasniHHA SKICTIO (6e3 nepesipku npoekTy) TexHIYHOro pernameHTty LWoao

MeAuYHUX BUPOOBIB ANSA AiarHOCTUKK in Vitro, 3aTBepAXeHoro nocraHoeot KabiHeTy MiHicTpi Ykpaiu Big
02.10.2013p. Ne 754

(onuc BUKOHaHWX pobiT)
Ta Buaae ceptudikar(-u):
ceptudikar signosigHocTi Ne R4M 804 255 B1 (TepmiH gii: 3 01.04.2024p. o 31.03.2029p.)
(Ne Ta TepMiH pii cepTudikaTy BignNoBIAHOCTI)
TexHiyHa JoKyMeHTauia Ha MeanyHuA BUpi6 po3pobnera Ta 36epiraeTbcsa y BUPOOHUMKA.

Hexknapauis cknageHa nia UinkoBuTy BiANOBIAANbHICTL BUPOOHMKA.

M. Knis 01 KBiTHs1 2024 p. 31 6epeann 2029 p.

Micue BUnycKky ___Aara sunycky TepMiH Aii Aeknapadii Ao

~“«,

A.B. IOpuyk

(nocaaa ynoBHOBaXeHoi 0cobu). | - . B i (iHiLianu Ta npissuLe)

ol

Leknapaujs cknadeHa y sidnosidHocmi 0o sumggfé’x;iquoao peanameHmy ujodo Medu4HUX supobis, 3ameepoxeHoz0
nocmarosgoro Kabinemy Minicmpie YkpaiHu 8id 02.10.2013p.Ne 754 ma eumoz [JCTY ISO/EC 17050-1:2006



YKPATHCbKWNIA
I IHCTUTYT
CTAHAAPTIB

Cepmudghixam

Certificate

Ne Q1M 804 255 C1

Cucrema ynpaBniHHs SKiCTIO BUPOGHHKA!
Quality management sysiem of manufacturer

TosapucTpo 3 06Mexkeno10 BinnosinaabHicTIo

«EKBITECTJIAB»
«EKVITESTLAB» Limited Liability Company

Micrie3Haxo ke s I0pHAHYHOT 0COOH: BYJI. Benka Bacunskisenka 114, M. Kuis, 03150, Ykpaina
Location of the legal entity: 114 Velyka Vasylkivska St., Kyiv, 03150, Ukraine
®akTHuHe Miclesnaxomkenus: Yipaina, 03057, m. Kuis. npocnekT bepecreiicekuii 60/2
Actual location: 60/2 Beresteysky Avenue, Kyiv, 03057, Ukraine

BiJIMOBIIa€ BUMOTAM:
meets the requirements of

ACTY EN ISO 13485:2018
Bupo6u mexnuni. Cucremu ynpasainus sikicrio,
Bumoru moso peryaosanus
(EN ISO 13485:2016, IDT; ISO 13485:2016, IDT
Medical devices — Quality management systems —
Requirements for regulatory purposes)

Cdepa 3acrocyBanus:
Scope
[TpoextyBanus, pospodia, BHPOOHHUTBO, 30epiranus Ta peaizauis IDA-nadopis

A AIaTHOCTHKH in Vitro
Design, development, production, storage and sale of ELISA kits for in vitro diagnostics
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EQUI HBsAg

NOA-Habop ons KayecTBEHHOro obHapyKeHMst MOBEPXHOCTHOIO
aHTWUreHa Bupyca renatuta B

1. HASBHAYEHUE

Habop «EQUI HBsAg» npegHasHayeH Ons KayeCTBEHHOro OBGHapyXeHus
NMOBEPXHOCTHOrO aHTureHa Bupyca renatuta B (HBsAg) B cbiBopoTke wunu
nnasMe KpoOBM 4enoBeka MeTogoM MMMYyHodepmeHTHoro aHanusa (MODA) c
Luenblo ANarHOCTUKKM renatuta B u ckpuHMHra goHopckon kposu. lNpouenypa
aHanusa paccuyuMTaHa Kak ANd PyYHOM MNOCTaHOBKM C aBTOMaTU4eCKUMM
nuneTkamm n cTaHAapTHbIM 00OpyAoBaHWEM, Tak M ANs aBTOMaTUYECKOro
MMMYHO(EpPMEHTHOro aHanm3aTopa «OTKPbITOroy» Tuna.

LleneBas rpynna: JOHOPbI; NULA-NOTPEBUTENN UHBEKLMOHHBLIX HAPKOTUKOB;
peunnmeHTbl KpOBU UMM OpraHoB; BepeMeHHble XEHLLMHbI; AeTU, POXAEHHbIe
OT MHMUUMPOBAHHBLIX MaTepewn; nuua, uHduumpoBaHHble BWY; naumeHTbl C
cumnToMmamu 3aboneBaHui NevYeHn; NauneHTbl remogunanuaa.

MpumeHeHune: VIOA-Habop NpuMeHAeTCH B KMMHUYECKUX ONAarHOCTUYECKUX
nabopartopusix, CTaHLMAX NepennBaHns KPOBU, a Takxe B APYTnX yYpexaeHusX,
paboTatowmx B obnactu in vitro [uarHoCTUKW.

2. KNMMHUNYECKOE 3HAYEHMUE

OpHVM 13 pacnpocTpaHeHHbIX 3aboneBaHuni nedeHn aengetcd renatut B. Ero
3TUONOrMYecKuin areHT — Bupyc renatuta B (BI'B). BB oTHOCKTCS kK CEMENCTBY
Hepadnaviridae n cogepxut gsyxuenoyeyHyto OHK. NHdekumoHHOM dopmoi
BUpYyCa SBMAITCA Tak HasblBaeMble YacTuubl [denHa anameTtpom 42-49 nm, B
6enkoBOM COCTaBe KOTOPbIX OCHOBHBIMW SIBNSAKOTCHA MOBEPXHOCTHbLIA aHTUrEH
(HBsAg) n kopoBow aHTureH (HBcAQ).

KnuHunyeckas kapTuHa renatmta B He no3Bonser gmarHOCTMpOBaTb €ro
ONVTerNnbHOE BpeMs U OTANYUTBL OT OPYrMX BMPYCHbIX renatuToB. [MoaTomy Ans
CKPVHMHIOBBIX UCCIIeA0BaHUN U NOATBEPXKAEHUS AMarH03a BaXkHyo ponb urpaet
nabopartopHas gnarHocTuka, 0CobeHHO BbisiBrieHMe aHTureHoB BI'B n aHTuTen
K HUM meTogoM UN®PA. lNMepBbiM M OCHOBHbIM MapkepoM renatuta B aBnsaetcs
HBsAg, nposBnsawwmMincs B KpoBn Yyepes 3-5 Heagenb nocrie MHUUMpOBaHUS.
MpnbnmM3nTenbHO B TO XXe BpeMsi B KpOBU MOXXHO oOHapyxuntb [JHK BI'B n HBeAg,
KOTOPbIA CYUNTAETCSH MapkepoM akTUBHOW PEnnMKauumnm BUpYca U «3apa3HoCTU»
kpoBu. BO3 pekomeHayeT NpoBOANTL NPOBEPKY BCEN LOHOPCKOM KpoBnHa HBsAg,
YTOOLI NPegoTBPaATUTL TPAHCMUCCUBHYIO Nepenady BI'B. Yepe3 2-3Hegenunocne
nosieneHnss HBsAg nosisnstoTca aHtutena IgM k kopoBomy aHTureHy HBCAg, a
BCKoOpe nocne Hux — aHTn-HBcore IgG, 6bICTpO AocTUratwLLmMe BbICOKUX YPOBHEN.
BbizgopoBneHne oT ocTporo renatnta B conpoBoxgaeTcs BoiBeAEHNEM BMpyca
N3 opraHuama, nepectarT BbigBnaTbcad HBsAg n aHtn-HBc IgM, nossnstoTcs
aHTMTenak HBeAg. AHTuTena lgG Kk KOpOBOMY aHTUTEHY MEPCUCTUPYIOT B TEYEHUE
BCEWN XN3HU N SABMSOTCS MapkepoM MMELLErOCs UM NePEHECEHHOro renatuTa
B, MX ypOBEHb B KPOBU CHUXKAETCSA MeAEHHO. Yepes HECKONBbKO MecsiLEeB nocne
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ncyesHoBeHna n3 kposu HBsSAg HaumHaloT BbISBASATbCA aHTU-HBS aHTUTEna,
CBMAETENbLCTBYOLMNE O NMEPEHECEHHOM renatute B n Hanuumm nmmyHuteta. B
nepuop «Ceporiorm4eckoro okHa» Mexay Bbisogom HBsAg v nosiBNeHnem aHTu-
HBs aHTuTen mapkepoMm uHdekuun BB aBnsawTca cymmapHble aHTuTena K
KOPOBOMY @aHTUIEHY, TaKXe MOryT NposiBnsiTbCa aHTu-HBe aHTuTena.

Ecnv nocne octpor asbl He MpPOMCXOAUT 3JNUMMHALMSA BMpyca U He
nosBnsatTCA aHTM-HBS aHTUTENa, pa3suBaeTcsa xpoHnyeckun renatnt B. HBsAg
npofosrkaeT onpenenatbcsa 6onee 6 MecsLUeB, €ro KOMYeCTBO B KPOBU MOXET
3Ha4nUTENbHO KonebaTbes. Ha pennukaTMBHOM CTaanm XpoHM4eckoro renatmuta B
Haxogutcs OHK Bupyca n HBeAg, aHtuten k HBeAg Her.

BO3 pekomeHayeT AnarHOCTUPOBATb OCTPbIA renatuT B npmn Hanuumm HBsAg
n antuten IgM k HBcAg, a xpoHunyecknin — npu yctondnsom npucytctenm HBsAg
B TEYEHNE HE MEHee LLIECTN MECSILEB.

MmaBHbIM cpencTBOM  Mmpodunaktuku renatuta B aBngaertca
BaKUMHaLUMA, peKoMeHOOBaHHad B MepByl odepeb HOBOPOXAEHHbLIM.
lNocrne BakuMHauuM OpraHM3mMoM npoayuupyrTca aHTu-HBs aHTuTena
n dopmMmpyeTca MMMYHUTET Yy NuL, HE COoMNpuKacaBLUMXCS C BUPYCOM
renatuta B. Hanuune aHTM-HBs anTuten Ha ypoBHe Oonee 10 U/
(ME/n) npyUHATO cumMTaTh HUXKHUM NpenerioMm NpoTEKTUBHOIO UMMYHUTETA
BCneacTBME BakuMHaLMM UNu nepeHeceHHoro renaturta B.

3. NIPUHUWIM AHAJIN3A

O6HapyxeHne HBsAg B UDA-Habope «k EQUI HBsAg» BasmpyeTcsa Ha npuHumune
«C3HOBWY»-BapuaHTa TBepgodasHoro IOA B ogHoaTanHom MHKyb6aumnn. B nyHkax
nnaHweTa 3acopbupoBaHbl MOHOKMOHaNbHblE aHTUTena, cneunduryeckue
kK HBsAg. B kaxgyt nyHky gobasnstorcs obpasubl CbIBOPOTKM MNU Nriasmbl
naumeHtTa M KoHbloraT cneumdumyeckmx Kk HBsAg aHTUTEn ¢ nepokcuaason
xpeHa. Bo Bpems uHkybaumm wuccriegyemblx 06pasLoB M NepoKCUOA3HOro
KOHblOraTa B NnyHkax nnaHweta HBsAg, npu Hanvuumn B obpasuax, cBa3biBaeTcs
Kak ¢ nepBbIMU aHTUTENaMu Ha TBEpAOK hase, Tak U CO BTOPLIMU aHTUTeNnamu,
KOHBIOrMPOBaHHLIMKU C MEPOKCMOA30M XpeHa, obpasys «CIHOBUY» aHTUTENO
-aHTUreH-aHTMTeno. HecBA3aHHble KOMMOHEHTbI YAAnsAwTCA Npu OTMbIBAHUN.
MMMyHHBIE  KOMMIeKkcbl OBHapyxuBalwTcad nyTeM [fobaBneHus pacTeBopa
xpomoreHa 3,3’,5,5-tetpametundersngmHa (TMB) ¢ nepekucbio Bogopona.
Mocne 30-MuHYTHOM WHKyBauMM peakuusi ocTaHaBnuBaeTcs [obaBneHuem
cton-pactBopa. OnTtudeckas nnotHocTb (Of1) B nyHkax onpegensieTca Ha
cnekTpodoToMeTpe npu AnuHe BonHbl 450/620-695 nm. IHTEHCUBHOCTb XXeNnTon
oKpacku nponopumoHansHa konnyectsy HBsAg B obpasue.

4. MATEPWUAIIbl K OBOPYOOBAHUE

41. CoctaB Habopa

Pepakuus 8 ot 21.09.2021r. 4/16



1x96
NYHOK

STRIPS

CONTROLJ +] 1x1,6 ml

CONTROL]J -] 2x1,6ml

1x0,8ml
1x8ml
1x13 ml

[TWEEN[WASH[20x] 1 x 50 ml

1x13ml

MnaHwet UPA

B  kaxpom nyHke nnaHweTta  3acopbupoBaHbl
MOHOKJIOHanbHble aHtTuTena k HBsAg. JlyHku MOXHO
otaenatb. [locne nepBOro  OTKPBITMA  XpaHuTe
HEeUCNONb30BaHHbIE  CTpUMbl B yMNakoBKe  Mpu
Temnepatype 2-8°C He 6onee 6 mecsaueB

MO3UTUBHbIN KOHTPOIb

PacTBop NoBepXxHOCTHOro aHTUreHa Bupyca renatuTta B
B Oydepe ¢ anbOyMVMHOM U KOHCEPBAHTOM (PO30BbIN).
XpaHuTb Npu Temnepartype 2-8°C

HeraTuBHbIN KOHTPONb

HeraTnBHas cbiBOpOTKa KPOBM YENOBEKA CKOHCEPBAHTOM
(kenTbI). XpaHuTb Npu Temnepatype 2-8°C

KoHntblorat (11x KoHUeHTpaT)

11-kpaTHbIN KOHUeHTpaT KOHBIOraTa
MOHOKJSOHasbHbIX aHTuTen K HBsAg c
nepokcugasom xpeHa B OydepHOM pacTBope CcO
ctabunusatopamMm U KOHCepBaHTOM (PMONETOBLIN).
Passectn koHbtorat (11x) 1:11 pactBopom Ans
pasBefeHua KOoHblorata nepej  MCMNONb3oBaHueM
(Hanpumep, 50 pl koHueHTpaTa + 500 pl pacTBopa ons
pas3BefeHus KOHbloraTa, AOCTaTtOYHO Anst 8 NYHOK).
PasbaBrneHHbIi pacTBOp XpaHuUTb Mpu TemnepaType
2-8°C He bonee 1 cyTokK

PacTtBop Ans pa3BeAeHUsi KOHblOraTa

BydepHbii pacTtBop ¢ 6enkamMu CbIBOPOTKM KPOBM
KPYMHOro poraToro ckota U UMMYHOrnofynMHaMm Mbilimv
C KOHCEPBaHTOM (p030Bbiil). XpaHUTb Npu Temneparype
2-8°C

PactBop TMB (roToB k MCNofib30BaHUI0)

Pacteop TMB, H,O,, cTabunusatop, KOHCEpPBaHT
(6becuBeTHbIN). XpaHuTb Npu Temnepartype 2-8°C

PactBop ans npombiBkn TWEEN (20x koHLeHTpaT)
20-KkpaTHbI  KOHUEHTpaT docdatHoro 6Gydepa ¢
TBuHoM-20 (6ecuBeTHbIN). PasBecTn pacTBop Ans
npombiBkn TWEEN (20x) 1:20 auctnnnupoBaHHOW unu
AEeVOHN3NPOoBaHHOM BOAON (Hanpumep, 5 ml koHUeHTpaTa
+ 95 ml Bogbl Ana 8 nyHok) nepea MCNOMNb30BaHUEM.
PasbaBrneHHbIN pacTBOp XpaHWUTb Mpu TemnepaType
2-8°C He bonee 7 cyToK

CTon-pacTBOp (rOTOB K UCMOJIb30BaHUIO)

Pacteop 0,5 mol H,SO, (6ecupeTHbIf). XpaHUTb Mnpu
Temnepartype 2-8°C

B cocTtaB Habopa BxogsaT: knenkasa nrnexka (1 wr.), cxema BHeceHns o6pasuos
(1 WT.), MNCT KOHTPONbHbIX UCMLITAHWUIA Y MHCTPYKLMSI MO NMPUMEHEHWIO.
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4.2. [lononHuTesnbHble peakTUBbLI, MaTepuanbl U 06opyaoBaHue

ABTOMaTMYECKME NUNETKM NepeMeHHoro oobema Ha 10—1000 pl u HaKOHEYHMKN
K HMM, MepHasa nabopartopHas nocyga (10-1000 ml), gevoHn3npoBaHHas
UM OuCTUNNMpOBaAHHAA BoAa, Tepmowenkep Ha 37°C wunu TepmocTaT Ha
42°C, aBTOMATMYECKMA WX MOSlyaBTOMATMYECKUA MPOMbIBATENb MNAHLIETOB
(Bowep), crnekTtpodoTomeTp (puaep) oNa MuKponnaHweToB Ha 450/620-695
NmM, COOTBETCTBYHOLLME KOHTEMHEPDI AN OTXOA0B NOTEHUMANbHO 3apa)XeHHOro
mMaTepuana, Tanmep, unbTpoBanbHas Gymara, ogHOpPa3oBble HEOMNyApPEHHbIE
nepyaTtku, Ae3nHduumpyowme cpeacTaa.

5. MTIPEOOCTEPEXEHUE N TEXHUKA BE3OIMNMACHOCTHU
5.1. NMpepocTepexeHue

lNeped nposedeHuem aHanu3a 8HUMamesibHO 03HaKOMbmecCh ¢ UHCMpyKyueu
no npumeHeHurw. J[locmogepHocmb pe3yfbmama 3asucum oOm YemKoz20
criedosaHus npoyedype aHausa.

—He wucnonb3ynte KomnoHeHTbl WN®A-HabGopa nocrne OKOHYaHWsA cpoka
roAHOCTM;

— He UCnonb3ynTe BO BpeMS aHanu3a n He CMeLLMBaNTE KOMMOHEHTbI pa3HbIX
cepun, KOMMOHEHTbI N3 HABOPOB pa3HbIX HO30MOMNIN UMK peareHTbl ApYrux
npounssoauTenen B coyetaHum ¢ Habopom «EQUI HBsAg»;

— He 3amopaxusante NOA-Habop nnm ero KOMNOHEHTbI;

—rnocne WCnonb30oBaHWA peareHTa 3akpbiBaWTe Kax bl ¢nakoH CBOEW
KPbILLKOM;

— BO BPeMS MPOMbIBAHUSA KOHTPOMNMPYMUTE HANOSTHEHME U NOJSTHYI0 acnupaLmio
pacTBopa 13 NyHOK;

— Kaxabl pa3 MCMNOMb3yNTe HOBbIA HAKOHEYHUK MUMETKU ONA BHECEeHUus
ob6pasLoB Unn peareHToB.;

—un3berante nonagaHus MNpsiMbIX COMHEYHbIX fyyen Ha peareHTbl NDA-
Habopa;

—[SOLN[TMB] momxeH ObITb OeclLBeTHbIM nepen ucnonb3oBaHuem. Ecnu
pacTBOpP OKpalleH B CUHWUIA UMK XKENTbIA LUBET, ero Hemnb3s UCMnonbL3oBaThb.
M3berante KOHTaKTa C MeTannamuM WnM MOoHaMu MeTanmnos.
[Onsa paboTbl MCNOMb3yNTe TOMBbKO YUCTYHO, TLLATENbHO BbIMNOMOCKAHHYHO
ONCTUNNMPOBAHHON BOOOW Nocyay;

— He UCMONb3yNTe peareHThl, LBET KOTOPbIX HE COOTBETCTBYET YKa3zaHHOMY B
nyHkTe 4.1;

—HW B KOEM criydae He UCMomnb3ynTe Of4HY W Ty Xe nocyay ANns pcTBopa
KOHbtoraTa u [SOLN[TMB];

— He NpoBOAMTE BU3yarbHbIN y4eT pe3ynbraToB aHanunsa (6es ncnonb3oBaHus
puaepa);

— JononHuTenbHoe obopyaoBaHWe, Haxoasdluleecss B HENOCPeACTBEHHOM
KOHTaKkTe c OMonormyeckum martepuanom wunm KoMnoHeHTamu Habopa,
cUMTaeTCs 3arpsA3HEeHHbIM U HY>XAaeTcsl B o4nLLeHnn 1 obessapaxuBaHuu;
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— VN®A-Habop npepHasHadeH ana 96 aHanmsoB. KOMMNOHEeHTbI nocne
NCMNONb30BAHUA M OCTaTKM HEUCMNOSIb30BaHHbIX KOMMOHEHTOB [OOJIXKHbI
ObITb YTUNN3NPOBAHDI.

5.2. TexHuMKa 6e3onacHocTH

—BCe peareHTbl Habopa npegHasHa4yeHbl TONbkO Ans nabopaTopHOro
npoeccMoHanbLHOro MnNpPUMEHeHUs B in  Vitro OWarHOCTUKE W MOryT
NCNoNb30BaTbCs TOMbKO KBAaNMMUUMPOBaHHLIM NEPCOHArNomMm,;

— NOCTaAHOBKY aHanusa NpoBOAUTb TOMbKO B OOHOPA30BbIX HEOMyApeHbIX
nepyaTkax u 3alnTHbIX OYKaXx;

—He [Jonyckaetcs MpuMHMMAaTtb MUy, MUTb, KYpUTb WM MNONb30BaTbCSA
KOCMEeTUKOWN B KOMHATe NpOBEeAEHUs TECTa;

— He NUNeTUpPoOBaTb PacTBOPbI PTOM,;

—[CONTROL[+] W®PA-Habopa «EQUI HBsAg» cogepXuT O4YULLEHHbI
MOBEPXHOCTHbIA  aHTUreH Bupyca renatmta B, BblgeneHHbIn C
WHaKTMBUPOBAHHbLIM NPOrpeBaHNeM CbIBOPOTKU KPOBM YENOBEKa, B KOTOPOW
He Oblno o6HapyxeHo aHTuTen k BUY1/2, BI'C n Treponema pallidum, ogHako
paboTtaTtb C KOHTpPONeM criedyeT Kak C MOTeHUManbHO WHM(EKLMOHHbLIM
mMarepuanom;

—[CONTROL[-] WN®dA-Habopa «EQUI HBsAg» npoTecTMpoBaH W npu3HaH
oTpuuaTenbHbiM Ha HBsAg n aHtutena k BUY1/2, BI'C, Treponema pallidum,
oAHako obpalaTtbCcs C KOHTPONIeM U UccrnegyeMeiMy obpasuamu crnegyet
Kak C NoTeHUnanbHO ONacHbIM MHEKLNOHHBIM MaTepuanom;

— HEKOTOpble KOMMOHEHTbl Habopa cogepXaT HU3KMEe KOHLIEHTpaLuumm
BpeaHbIX BELLECTB U MOTyT BbI3BaTb pa3pakeHne KOXu U cnnauncTbix. Mpu
nonafaHuu [SOLN[TMB] , [SOLN[STOP| u pacTBopa koHblorata Ha Crnu3ucTble
UMM KOXY, HeobXxoauMO HeMeAneHHO MNPOMbITb MOpPaXeHHoe MeCcTO
OonbLUMM KONMMYECTBOM BOAbI;

— BCNny4ae pa3bpbi3rnBaH1s pacTBOPOB, HE COAEPXKaLLUX KNCMOTY, HanprumMep,
CbIBOPOTOK, 0bpaboTaTb NOBEPXHOCTb AE3VHPUUMPYIOLUM CPenCcTBOM,
a 3aTeM Hacyxo BbiTepeTb unbTpoBanbHon Gymaron. B uHom cnydae
KMCNOTYy HeobXo4MMO CHavana HenTpanu3oBaTb pacTBopoM bukapboHaTa
HaTpus, a 3aTeM BbITEPETb NOBEPXHOCTb, KaK ONUCAHO BhbiLLE.

5.3. UHakTMBauma u ytunmsauma oTxonoB

—XNOKMe oTXxoAbl HeoOXoOAUMO WHAKTMBMPOBATb, HaMpMMep, pPacTBOPOM
nepekMcn BOAOPOAA B KOHEYHOW KOHUeHTpauun 6% B TeyeHue 3 yacos
npy KOMHATHOW TemnepaTtype WU TMNOXSIOPUTOM HaTpUA B KOHEYHOM
KoHUueHTpauumn 5% B TedeHne 30 MUHYT unu OpyruMy paspelueHHbIMU
Oe3nHMUMpYOLWMMY cpeacTBamuy;

— TBEpAble 0TX0Abl CrieAyeT UHAKTUBMPOBaTb NyTEM aBTOKIABUPOBAHUSA Mpu
TemnepaType cTepununsaumm He MeHblle 132°C;

— He aBTOKNABMPYWTE pacTBOpPbI, cogepXallue a3ug HaTpus Unv rmnoxsopuT
HaTpwus;

— YTUNN3aUnN0 MHaKTMBUPOBAHHbLIX OTXOAOB NPOBOAUTH B COOTBETCTBUU C
OENCTBYHOLLNM HaLMOHaNbHbIM 3aKOHOAATENBCTBOM.
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6. XPAHEHVE N TPAHCINMOPTUPOBKA

NDA-Habop cTaburneH B Te4eHMe cpoka rogHOCTM, YKa3aHHOro Ha 3TUKETKe,
€CInn ero xpaHutb npu Temnepatype 2-8°C. TpaHcnopTupoBaTb Habop npwu
TemnepaTtype 2-8°C. [lonyckaetcsa oOfHoOpas3oBasi TPaHCMOPTMPOBKA Mpu
TemnepaType He Bbiwe 23°C B TeYeHne aByX CyTOK.

7. PEKOMEHOALIMU MO OTBOPY, TPAHCITIOPTUPOBKE U
XPAHEHUIO OBPA3LIOB

KpoBb Heobxoammo oTbupaTtb M3 BeHbl B CTEPUIbHYIO Npobupky. Mpobupka
JomkHa  ObiTb  NpoMapkupoBaHa C  yKa3aHWEM  MOEHTUMKALNOHHBIX
OaHHbIX nauueHTa u gatbl oToopa obpasua. LlenbHylo KpoBb [0 OTAeneHus
CbIBOPOTKM MOXHO XpaHuTb 40 24 4YacoB npu Temnepatype 2-8°C, He gonyckas
3aMopaxKuBaHusl.

CbIBOPOTKY MNU nnasmy KPOBU MOXHO XpaHUTb nNpu TemnepaTtype 2-8°C He
6onee 3 cyTok. [lonyckaeTcs 6onee NpoAomKMTENbHOE XpaHEHNE 3aMOPOXKXEHHOMN
cbiBOpoTkM npu Temnepatype -20°C wnu -70°C. 33amopoxeHHble obpasLbl
nepes Mcnonb30BaHUEM CrielyeT pa3mMopo3uTb U BblAepXKaTb MPU KOMHATHOM
TemnepaTtype B TeudeHme 30 mMuHyT. [locne pasmopaxuBaHus obpasubl
cnepyeT nepemellartb AN AOCTUXEHUS OOHOPOOHOCTU. M3berate NOBTOPHOrO
3aMopaxuBaHua-oTTanBaHus uccrnegyemblx obpasuoB. B cnyvyae noMyTHeHUs
CbIBOPOTKM (MNN Nna3mMbl) OCBOOOXOAKTCA OT HEpPaCTBOPEHHbLIX BKIHOYEHWNA
ueHTpudpyrnposaHuem npu 3000 o6/muH B TedeHne 10-15 muHyT. He cnepyet
ncnonb3oBaTb 06pasubl CbIBOPOTOK C Bblpa)XEHHOW NUNUAEMUNEN, FEMOSIN3OM, a
Takxe 6akTepuarnbHbIM NPOPOCTOM.

OO6pasubl  CbIBOPOTOK  TpaHCMoOpTMPOBaTb B TEPMOU3ONSALMNOHHBIX
KOHTelnHepax. [JNs1 9TOro 3akpbiTble NPOMapPKNMPOBaHHbIE NPOOMPKU HEOOXOANMO
NOMECTUTb B MONMITUIEHOBBIV NAKET, NIOTHO 3anevartaTb M NOMIOXUTb B LIEHTPE
TEPMOKOHTENHepa. 3aMOpOXeHHble XnajareHTbl MOMOXUTb Ha [HO BAOIb
BOOKOBbIX CTEHOK TEPMOKOHTENHEPA U HaKpbITb UMW 00Opa3Lbl CbIBOPOTOK.

8. NOAIroTOBKA PEATEHTOB

lMpumeyaHue: lNeped ucronb3oeaHueM ebidepxume ece KOMMoHeHmMbl VDA-
Habopa npu kKoMHamHou memnepamype 18-25°C 8 mevyeHue 30 muHym!

8.1. NMoaroroBka nnaHweTta NPA
Ona npegynpexaeHus KOHAEHCAuuW BOAbl B JyHKax OTKpbIBanTe

TONbKO nocne BblaepxumBaHus 30 MUHYT NpyU KOMHATHOW TemnepaType.
PackponTe BakyyMHYI yNakoOBKY, OTAeNUTEe HEOOXOAMMOE KONMYECTBO MYHOK,
a ocTarnbHOe cpasy Xe TLWaTenbHO ynakymTe ¢ BraronornoTuTeneMm n xpaHute
NMOTHO 3akpbITbiIMM Ha 3aMok zip-lock npu Temnepatype 2-8°C. XpaHeHue
ynakoBaHHOro Takmm obpa3om nnaHweTta obecrneymBaeT ero cTabunbHOCTb B
TeyeHue 6 mecdueB:

8.2. MNpuroToBrneHne NPOMbLIBOYHOIoO pacTBopa

[nsa npuroToBrneHus pacteopa AN NpoMblBaHUA passeanTe [TWEEN]WASH[20x]
1:20 (1+19) [UCTUANUPOBAHHOM UMW OEWOHW3MPOBAHHOW BOAOW, MOTOM
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nepemeluante. Hanpumep, 5 ml koHueHTpaTta + 95 ml Bogbl, 4ero 4OCTAaTOYHO ANS
8 nyHok. NMpu HanNnuMn KPUCTannoB B KOHLEHTpaTe pacTBopa A4S NPOMbIBaHMS
nporpenTte dhnakoH npu temnepaType 37°C [0 NOSTHOro pacTBOPEHNSA KPUCTANSOB
(15—20 muHyT). PasBefeHHbI pacTBOP MOXHO XpaHUTb nNpu Temnepartype 2-8°C
He bornee 7 CyTOK.

8.3. MpuroToBneHue pacTBopa KOHbIOraTa

Pabouee pasBefeHune KOHblOraTa roToBUTCS cnegyowmm obpa3om: passeguTe
(dboneToBLIN) B YACTOM (hnakoHe pacTBOPOM (po3oBblin) B
cooTHoweHun 1:11 (To ecTb, 1+10), pacTBOp OKpaLLMBaeTCH B (PMONETOBbLIN LIBET.
Hanpumep, ons 8 nyHok aHanusa go6asute go 500 pl [DILJCONJ] 50 ul [CONJ[T1xX].
PacTtBop KoHblorata B pabovem pasBefeHnn CTabunbHbIN B TeHEHUE CYTOK Mpu
yCrnoBun xpaHeHus npu temneparype 2-8°C.

9. NMPOLUEAOQYPA AHATIU3A
9.1.MoaroToBbTE HEOOGXOANMOE KOFNTMYECTBO NTYHOK A5t aHanu3a (YeTbipe NyHKK
OJ151 KOHTPOIen U HeobXoaMMOoe KONMYECTBO ANsl uccriefyembix 06pasLoB),
BCTaBbTE MX B pamMmky nnaHweta NPA. JlyHkn ¢ KOHTponamn obasaTenibHO
BKJIHOYaMTE B KaXOY NOCTaHOBKY aHanmaa.

9.2. 3anonHuTe cxeMy BHeceHusi 06pa3uoB.
9.3. MNpurotoBbTE pacTBOp ANsi NPOMbIBaHUS B COOTBETCTBUM C NMYHKTOM 8.2.
9.4. MNpuroToBbTe PpacTBOP KOHbIOraTa CornacHo NyHkTy 8.3.

9.5. BHecuTe B nyHkn no 100 yl kKoHTponen n nccnegyembix 06pa3uoB:
— B NyHKY A1,
[CONTROL[ -] — B nyHku B1, C1, D1,
B OCTalnbHbIE NTYHKM — nccnegyembie obpasupl.

9.6. BHecuTte B nyHkn no 50 pl pactBopa KOHbOrata NoBEpPX KOHTPOMEn u
nccriegyemblx obpasuoB. [nsg npefoTBpalleHnss KPOCKOHTaMWHauuu
00pas3uoB BHeECUMTE pacTBOP KOHblOrata, He KacasiCb COAEPXaHMS MyHOK.
OCTOpPOXHO NOCTYKMBASA NO NfaHLWeTy, NepeMeLllanTe CMechb B NyHKax.

9.7. 3aknenTe CTpuUNbl KMNENKON MIAEHKON U UHKYOMpynTe B TedeHue 120 MuHyT
npn 37°C 1 NOCTOSAHHOM OpPBUTANbLHOM MNepeMeLLMBaHNN COAEPXKMMOro
nyHoK co ckopocTbto 300 06/MUH. UHKybayuo o0bpa3yo8 ¢ KOHbH2amom
8 nyHKkax MIOA-nnaHwema MOXHO rnpogodums 8 meyeHue 120 MuHym npu
memnepamype 42°C 8 cmamu4yeckom pexxume. OOHaKo npu 3mom Moxem
HabnrlambCsl CHUXeHUE crieyucbuyHocmu aHanu3sa.

9.8.1Mo okoHYaHWM MHKYBaLUKM akKypaTHO CHUMUTE KIENKYI0 MAEHKY N MPOMONTe
NYHKN NATb pa3 C MCMOMb30BaHNMEM aBTOMAaTUYECKOro NMpoMbIBaTENS UIK
8-kaHanbHOW NUNeTkM cnegytowmm obpasom:
— yaanuTe COAEePXMMOE FTYHOK B KOHTEMHEP ANS XUOKUX OTXOAOB;
— HanomnHWTe NyHKM cTpunoB He meHee 4em no 300 pl pactBOpom Ans
NPOMbIBaHUs, OCTaBbTe HE MeHee, YeM Ha 30 CeKyHp;
— acnupupyinTte pacTBop u3 nyHok. OcTaTouHbIi 06bem pacTBopa nocrne
KaXxgoro atana acnupaumm AOSIKEeH CocTaBnATb He 6onblue 5 yi;
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— MOBTOPUTE Npoueaypy NPOMbIBaHWS eLle NATb pas;
— nocne nocnegHen acnupauny n3basbTechb OT NULWLHEN BNaru, NoCTyKnBas
nraHwWeToM no unbTpoBarnbHoOn Gymare.

9.9.BHecute B nyHku no 100 pl [SOLN[TMB], HE KacasiCb AHa U CTEHOK NYyHOK
nnadwerTa.

9.10. MukyBbupynTte cTpunbl B TedeHne 30 MUHYT B TEMHOM MeCTE Mpu KOMHaTHOM
TemnepaTtype 18-25°C. He ncnonb3yinTe KNenkyto NieHKy Ha JaHHOM aTarne.

9.11. BHecute B nyHkm cTtpunos no 100 pl ONsi OCTaHOBKM
depMeHTaTUBHOW peakLuu, NpUAEPXKUBAsICb TOM XKe NocrneaoBaTenbHOCTH,
YTO U NpU BHECEHUU [SOLN[TMB]. BOo BpeMsi BHECEHUS MPOUCXOANT UBMEHEHUNE
LBeTa pacTBopa C roflyboro Ha >enTbli, B TyHKax ¢ Npo3payHbiM pacTBOPOM
HEe3HaYMTENbHO MEHSIETCS OTTEHOK.

9.12. NamepbTe Ha pugepe Ol B KaxOoW nyHKe npu AnvHe BonHbl 450/620-
695 nm B TeyeHne 5 MUHYT nocre OCTaHOBKM peakuuu. [o npoBeaeHUs
namepeHusi ybegutecb B YMCTOTE BHELUHEW MOBEPXHOCTU OHA JNYyHOK U
OTCYTCTBUM My3bIPbKOB.

Yyem pe3yrnbmamos aHasu3a MOXHO npogooums 8 0OHOBOSTHOBOM PeEXUME
npu OnuHe 80s1HbI 450 nm, 8 smom criyyae ocmagbme J1yHKY 011 yCmaHO8/1eHUSs
bnaHka (8 makyto fyHKYy 8Hecume moJsibKo [SOLN[TMB] U [SOLN]STOP ).

10. YYET PE3YJIbTATOB U UX UHTEPMPETALMUA

10.1. YyeT pe3ynbTaToB aHanusa

Paccuntath cpeaHee 3HaveHue Ol HeraTusHoro koHTpons (Nc) yposeHb
rpaHmyHoro 3HadeHus (Cut off - CO).

Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc + 0,07

10.2. KoHTponb AOCTOBEPHOCTU pe3ynbTaToOB aHanmsa
[aHHble TecTa cuuTaloTCA [OOCTOBEPHLIMW, €CMM OHU COOTBETCTBYIOT
cnegyowmm TpeboBaHusaM:

onz15
O <0,100

_ _ rae Ncn — Ol kaxpgoro
Nc x 0,5<Ncn < Nc x2,0 A ﬁgBTopa Nc A

Ecnu opgHo n3 3HayeHunn Ol1 HeraTMBHOro KOHTPOJ1A BbIXOOUT 3a npeaernbl
YKa3aHHOro Bbllle WHTEepBala, ero 0T6paCbIBaIOT n paccynTbiBako Nc no
ocTanbHbiM 3HaveHusam Ol HeraTMBHOro KOHTpOnn4. Ecnn ©Gonee opgHoro
3Ha4veHust Ol HeraTMBHOrO KOHTPONA HE OTBEYaeT yKa3aHHbIM Tpe6OBaHI/IF|M, TO
TECT CHUTaAeTCA HEKOPPEKTHbLIM U Tpe6yeT NMOBTOPHOIoO npoBeageHnA.
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10.3. UIHTepnpeTauua pe3ynbLTaToB
oD >CO MONOXUTESbHbIN

sample

° ,» TAe ODsampIe_ Orl
oD <CO OTPULUATENBbHBIN** obpasua

sample

* lNepBoHayanbHO MOMOXWTENbHbIE 0Opasubl JOJMKHbI OblTb UCCNELOBaHbI
NoBTOPHO B ABYX nyHkax WM®A-Habopa «EQUI HBsAg». lMocrne MOBTOPHOro
TECTUPOBAHUSA MOMOXUTENBHLIMU CcYMTaOTCA 06pasubl, ONTUYeckas NIOTHOCTb
KOTOpbIX XOTS Obl B OQHOM M3 MOBTOPOB MNpEBbIAET FPaHUYHOE 3HAYEHME.
Ecnv npu NnoBTOpHOM TECTMpPOBaHUM OMTMYecKas MAOTHOCTb obpasua B obomx
MOBTOpPaX HMXe rPaHNYHOrO 3Ha4YeHNs, Takon obpaseL, cunTaTb OTpULaTENbHbIM.

Pesynbratel onsa obpasuos, Ol KOTOPbIX paBHO FPAHUYHOMY 3HAYEHUIO UK
HaxoguTcs B npefenax +10%, cnegyeTt vHTepnpeTMpoBaTb OCTOPOXHO. Takue
obpasubl AOMKHbI ObITb NCCegoBaHbl MOBTOPHO B ABYX NyHkax Habopa «EQUI
HBsAg». Ecrnn npu NOBTOPHOM TeCcTUpPOBaHUMU ODSarnple CHOBa HaxoauTcHd B
npegenax +10% rpaHW4YHOro 3HadeHusi, cregyeT npoBecTn oTbop M aHanus
HoBOro obpasua.

** ObpasLbl CO 3HAYEHNEM OMTUYECKOW NNTOTHOCTU HUXKE TPaHMYHOIO 3HaYEeHUs
cumTtatotcs otpuuaTenbHbivMu B UPA-Habope «k EQUIHBsAg». OgHako pe3ynbTaThl
B npegenax 10% HWXe rpaHMYHOrO 3HA4YeHus1 cnegyeT MHTepnpeTMpoBaTh C
OCTOPOXXHOCTbIO (peKoMeHOyeTCsi MOBTOPHO MccnegoBaTh Takme obpasubl B
OBYX NyHKax Habopa NDA).

11. XAPAKTEPUCTUKU TECTA

11.1. AHanuTUYecKne xapakTepucTukun

MpeunsnoHHOCTb

Bocnpoussodumocms pe3ynbmamos 8 npedesiax 00HOU MocmaHOo8KU aHau-
3a (Intra assay repeatability)

KoadpdumuneHTt Bapmnaumm (CV) ons ABYX CbIBOPOTOK C pa3HOW KOHLIEHTpaLmen
NOBEPXHOCTHOIO aHTUreHa oueHnBann B 32 noBTopax Ha ogHon cepun NOA-
HabopoB.

Ne cbipoBOTKM on,, CV, %
2 1,809 3,3
45/15 0,922 3,7

Bocnpoussodumocms pe3ynbmamosg Mex0y pa3HbIMU ocmaHoeKaMu aHasnu3a
(Inter assay reproducibility)

KoadbpmumnenT Bapuaumm (CV) ana ABYX CbIBOPOTOK C pPasHbiM YPOBHEM
cneunuyecknx aHTUTen oueHumBanun B TedeHne 4 gHel B 4 nOCTaHOBKaxX
aHanusa no 8 NOBTOPOB B KaXXJOM aHanuae.

Ne cbIpoBOTKM OI'ICp CV, %
2 1,827 5,6
45/15 0,936 5,8
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AHanuTn4yeckas YyBCTBUTENbHOCTb

Mpenen 4yBCTBUTENbHOCTM aHanM3a no OOHapyXXEHU MNOBEPXHOCTHOMO
aHTureHa Bupycarenatuta B onpegensanu Ha BputaHckom cTaHaapTHOM obpasue
07/288-010 gnsa HBsAg (HaunoHanbHbIA MHCTUTYT GUONOrMYECKUX CTaH4apPTOB
CoepanHeHHoro koponesctBa, NIBSC) u nogTteBepxganuM C MUCMNONb30BaHUEM
Tpetbero MexayHapogHoro CtaHgapta ans HBsAg 12/226 (Third International
Standard for HBsAg, npousBoactea NIBSC). MNMpegen vyBctBUTENBbHOCTU VDA-
Habopa «EQUI HBsAg» coctaBun 0,05 IU/ml (ME/mn).

AHanuTtnyeckas cneundpuyHocTb

Ha pesynbrat aHanusa He BnusieT npucyTcTeBue B obpasue GunupybuHa B
koHueHTpauun go 0,1 mg/ml (172,3 pmol/l), remorno6uHa B KOHUEHTpauun oo 5
mg/ml v Tpurnuuepmngos B KoHueHTpauuu go 10 mg/ml (11,3 mmol/ 1).

11.2. AnarHocTnyeckne xapakTepucTuKu

[Ona onpegeneHns KIMHUYECKOW YyBCTBUTENMbHOCTM M CNEUUUYHOCTM
HabopoB «EQUI HBsAg» ucnonb3oanu 57 o0pa3uoB CbIBOPOTOK, NMOJTyYEHHbIX
OT NauMeHTOB C AnarHo3om renatuT B, n 294 obpasua CbIBOPOTOK KIIMHUYECKU
340pOBbLIX AOHOPOB (CepooTpuUaTenbHbIX MO OTHOLIEHUIO K BMPYCY renatuta
B). Kpome TOro, 6binn mcnonb3oBaHbl obpasubl M3 KOMMEPYECKMX MaHernen
npounssoacTBa «SeraCare Life Sciences» (CLUA). Mo pesynbratam aHanuaa
KnMHu4eckas YyBcTBUTENBHOCTL VIOA-Habopa cocTaBnaeT 100%, knnHnyeckas
cneundgunyHoctb — 100%.

WccnepoBaHve xapakTepuCTMK MeToga MO CPaBHEHWMIO C  aHarorm4yHom
KOMMeEpPYEeCKOW TeCT-CUCTEMON MPOBOAMIOCH Ha LeneBon rpynne 6epemMeHHbIX
XeHwmH (171 obpaseu). [Ansa BbIOOPKUM GEpPEMEHHbIX XEHLUMH OTHOCUTENbHas
cneundudHocTb coctaBnana 100%, npoueHT conageHmsi — 100%.

MNonoxutenbHasa nporHoctTuyeckas ueHHocTb (PPV) W®A-Habopa
«EQUI HBsAg» coctaBnsetr 100%, oTpuuaTtenbHas MporHocTuyeckas
ueHHocTb (NPV) — 100%.

12. OrPAHNYEHUE AHAJIN3A

OTtpuuateneHbin pesdynbrat B MPA-Habope «EQUI HBsAg» nokasbiBaeT, 4To
TecTupyembln obpasey He cogepxunt HBsAg nnu ero koHueHTpauusa Huke 0,05
[U/ml (ME/mn). Mockonbky obpasel, moxeT cogepxatb HBsSAg B o4eHb HU3KoM
KOHUEeHTpauuun, oTpuuatensHbln pedynerat B DA-Habope «EQUI HBsAg» He
NO3BOSISIET NOSTHOCTbLIO UCKNIOYNTL MHULIMPOBaHUE BUPYCOM renatuTa B.

Kpome TOro, B nutepatypHbIX MCTOYHUKAX OMUCaHbl HEKOTOpbIE MpUMeEpHI
BUPYCHOro renatuta B (ocTporo wnu XpoHuyeckoro), korga B obpasue
obHapyxuanacb BupycHas OHK npu otcytctBum HBsAg. B Takux crnydasx
nonesHbiM OyoeT wuccrnegosaHue obpasua Ha Apyrue Mapkepbl BUPYCHOTO
renatuta B, BoisBneHne JHK 1 oueHka BMoxumMmyecknx nokasatenemn CbiIBOPOTKM
KpOBM NaumneHTa.
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Ona Bepudumkaumm cneunduyHOCTU peakummn Kaxkabli NOSOXUTENbHbIN
pesynbrat(cornacHokputepuamuHTepnpetaunnMdA-nadbopa «kEQUIHBsAg»)
HeobxoauMOo NOATBEPANTb B HenTpanusaumoHHoMm VDA ¢ ncnonb3oBaHMEM
komnnekta peareHtoB «EQUI HBsAg Confirmation». [Ons KoppekTHOM
OnarHoCTuKu renatuta B pekomeHgyeTcst npoBecTn nccrnegosaHne obpasua
Ha Hanuuue cneuundudeckmx antuten knaccos IgM n IgG k HBcore aHTureny
n aHtuten kK HBsAg (Hanpumep, B UPA-Habopax «EQUI HBcore IgM», «EQUI
HBcore 1gG» n «EQUI anti-HBs», cooTBeTCTBEHHO).

B uensax HUBennMpoBaHWs NTOXXHOMONOXMWTENbHbBIX Pe3yrnbTaToB, BbI3BAHHbIX
Hanu4nem B obpasuax CbIBOPOTOK KPOBU YeroBeKa aHTUTEN, cneununiecknx
K MMMyHornobynmHam wmbiwmn, B MOA-Habope mncnonb3yetcs crneumanbHbIi
GrIOK-KOMMOHEHT, NPENSATCTBYOLWMN POPMUPOBAHMNIO UMMYHHbBIX KOMMITEKCOB
C aHTUMbIWKMHBIMK aHTUTENnamu (aHrn. HAMA) Ha TBepaon dase.

13. TPYAHOCTU, KOTOPbIE MOI''YT BO3HUKHYTb MNMPU
NMPOBEAEHUN NDA

Bbicokulil ¢hoH 8 JIyHKax 8cezo rnjiaHuema Mo)kem 803HUKHYMb U3-3a:
— 3arpsi3HEHHOro NPOMbIBaTENS;
— HM3KOrO Ka4yecTBa MU 3arpsi3HeHnst BOAb;
— MCMOMb30BaHNA NIIOX0 NOMbITOW NOCYAbI;
— MCMOMb30BaHNA Ae3MHPULMPYOLNX CPEACTB, CogepKallumx Xmop;
— MCMOMb30BaHUA 3arpsA3HEHHbIX HAKOHEYHMWKOB;
— YBENWYEHUS BPEMEHU WHKYyDauun nnu M3MeHeHust TemnepaTypHOro
pexuma.
Bbicokuli poH 8 omOesibHbix psidax Moxem 6bImb c8s13aH C:
— NOBTOPHbIM BHeceHnem pacTteopa TMb;
—3arpsi3HeHneM KoOHyca aBTOMaTM4YeCcKon NMMNEeTKN pacTBOPOM KOHbIOraTa;
— 3arpsi3HEHNEeM OOHOrO M3 KaHanoB NPOMbIBATENS.
lMony4yeHHoe 3HavYeHue OIfl noJyIOKUMENIbLHO20 KOHMPOJISI HUXe
ycmaHoeJsieHHOU epaHuybl, €CJIU:
— HEenpaBWUIIbHO MPUTOTOBMIEH UNN HE BHECEH OAVH U3 peareHToB (pacTBop
KoHblorata unm pactesop TMB);
— COKpaLleHo BpeMsi MHKyOaLuumm Ha 0 gHOM U3 3Tanos.
NHmeHcusHoCcmMb OKpawueaHusi JIYHOK He coomeemcmeyem
nony4eHHoOU onmuy4yecKol niomHocmu. 3TO MOXET CBUAETENbCTBOBATbL O
CMELLEHHOM ONTUYECKOM fyye.
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CXEMA NPOBEOEHNA AHAJIU3A
Bbigepxxatb peareHTbl 30 min npu Temnepatype 18-25°C

BHectun no 100 pl koHTponen n nccrnegyemblx 06pasLoB B NyHKM:

A1 —[CONTROL[ +], B1, C1, D1 —[CONTROL[-],

E1 v B ocTanbHble NyHKM - uccnegyemMbie o6pasubl

B nyHkn ctpunos BHecTu no 50 ul npurotoBneHHoro 1:11 (1+10) pacTBopa
KOHBblOraTa.
(dpnoneToBbIN LBET)

3akneunTb CTpuUnbl NNEHKOW, MHKYOupoBaTb 120 MMH Npy TeMmnepaType
37°C 1 NOCTOSHHOM OpbuTanbHOM NepemeLLBaHUM COAEPXKMMOro JTYHOK CO
ckopocTbto 300 06/MUH

[MpombITh NyHKM 6 pa3 npurotoBreHHbIM 1:20 (1+19) NPOMbIBHBIM PacTBOPOM
TWEEN (300 pl B nyHKy)

B nyHku ctpunoB BHecTy no 100 pl [SOLN[TMB]

MHKyBurpoBaTb Ha NpoTskeHMr 30 min B TEMHOTE npu
Temnepartype 18-25°C

B nyHku ctpunos BHecTn no 100 pl [SOLN|STOP

(MpoucxoauT M3MeHeHWe LBETA C ronyGoro Ha XenThii)

YYET PE3YJIbTATOB AHAITU3A
Nc = (Nc1 + Nc2 + Nc3)/3;
cO = Nc +0,07;

Nc - CpegHee 3Ha4veHue Ol 3-x [CONTROL][ -]
CO - YpoBeHb rpaHu4Horo 3HayeHus (Cut off)

MHTEPNPETALIUA PE3YJIbTATOB

oD >CO MONOXUTENbHbLIV

sample =

oD <CO OTPULLATENLHBLIN

sample




anti-HCV

NDA-HabGop Ana Ka4yeCTBEHHOro onpegeneHus
CYMMapHbIX aHTUTen K BUpycy renatuta C
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EQUI anti-HCV

NDA-Habop ons KaueCcTBEHHOro onpeneneHns cyMmMmapHbIX
aHTuUTEn K BMpycy renatuta C

1. HASBHAYEHMUE

NPA-Habop «EQUI anti-HCV» npegHasHadeH Ons  KayeCTBEHHOrO
onpeferneHns cymmapHbIx aHTuten K supycy renatuta C (BI'C) B cbiBopoTke
UnNu nnasme KpPoBW YenoBeka MeToAoM MMMyHodepMeHTHoro aHanmsa (UNPA)
C uenblo gnarHoctukn renatuta C v ckpuHUHra oHopckomn kposu. Npouenypa
aHanusa paccuyuMTaHa Kak ANA PyYHOM MNOCTaHOBKM C aBTOMaTU4eCKUMMU
nuneTkamum W cTaHAapTHbIM OOOpyaoBaHWEM, Tak M ANs aBTOMaTU4YeCKOro
NMMYHO(EPMEHTHOro aHanm3aTopa «OTKPbITOro» Tuna.

LleneBas rpynna: JOHOpbI; NMLa-noTpedbuteny MHbeKUMOHHbIX HapKOTUKOB;
peunnueHTbl KPOBM UIM OpraHoB; GepeMeHHble KEHLUUHbI; AeTU, POXAEHHbIE
OT MHMUUMPOBaHHbIX MaTepen; nuua, MHhuumpoBaHHble BUY; naumeHTbl C
cMMnTOoMamu 3aboneBaHni NeYeHN.

MpumeHeHue: NOA-Habop NpuMeHSEeTCS B KIMHUYECKUX OANArHOCTUYECKMX
nabopaTtopusx, CTaHUUAX NepennBaHns KpoBU, a Takxe B APYTnX yUPEXAEHUSX,
paboTatoLwmx B 06nacTu in vitro AMarHOCTUKM.

2. KMMHNYECKOE 3HAYEHUE

lenatut C — aT0 BMpyCHOe nopaxeHue neyeHu. Bupyc rematuta C (BIC)
BbI3bIBAET OCTPYIO MHMEKLNIO, KOTOPAA MOXET NepenTn B XPOHNYECKYI popmy.
Bupyc renatuta C oTHocuTCs K cemencTtBy Flaviviridae. BUpuoHbl ManeHbkue
(50-60 nm), ccepuyeckme, NOKpbITbie 000MNOYKON. [eHeTuveckun marepuan
BUpyca npegctaeneH ogHouenovevyHon PHK. lNepepaya Bupyca npoucxoaut
reMoTPaHCMUCCUBHbBIM Ny TeM, AN 3apa)KeHnsi 30pOBOro opraHn3ma gocTaTto4qHo
HebonbLoOro KonmMyecTsa KpoBwu, cogepxawen BIC. NHkybaumoHHbIA nepuog
renatuta C MOXeT 4NnTbCH OT ABYX HeAenb 4o nonyroa.

B cBAsn c GeccumnTomMHbIM TeuyeHuem renatmt C pefko BbIABNSAT Ha
paHHUX ctagmsax. o pekomeHgaunamM MexayHapoAHbIX opraHm3aumin B cpepe
3gpaBooxpaHeHus (BO3, CDC) gnarHoctuka nHdekumm BI'C npoBoantcsa B ABa
atana. CHavyana npoBOAUTCSA CEPONOrMYECKUIA CKPUHUHE Ha aHTUTeNna K BUPYCy
renatuta C. 3atem gns nonoxuTtenbHbiXx 06pa3yoB HEOOXoaMMO NoATBEPAMUTL
Hanuyne XpOHMYECKOW renatutHOW MHdekumm obHapyxeHnem PHK Bupyca.
AHTUTEena k BIC npm oOTCyTCTBMM TreHeTU4ecKkoro matepuana Bupyca He
MOryT CBUAETeNbCTBOBaTb 00 aKkTMBHOM WHdekumMM y nauueHTa. [locne
ONarHOCTMPOBAHWS renaTuTHOM WHMEKUMM OLEHUBAKT CTEMEHb MNOpaXeHus
neyveHun (onbposa, unpposa), NPOBOAAT AOMONHUTENbHbIE NabopaTOpHbIE TECTHI
A58 Ha3Ha4YeHUs NevyeHns U MOHUTOPUHra ero ahEeKTUBHOCTHN.

«Cepornornyeckoe OKHO» M XapakTep WMMYHHOro oOTBeTa Mocrne
NMHPMUMPOBAHUSA MOTYT CUMIIbHO OTAMYAaTbCH Yy pasHblX nauMeHToB. [lepBbiMu B
KpoBU MHGPMLUMPOBaHHbIX oka3biBatoTcst PHK n Core-aHTureH Bupyca (4epes 1-3
Hegenwn). BIC-cneundunyeckne aHtutena IgM knacca oGHapyxuBatoTca 4epes
1-2 mecsaua nocne nHdunymnposanms. Y 50-90% naumeHToOB ¢ OCTPOW renaTUTHOM
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MH(peKUMENn OHM MOTyT ONpefensaTbCs B BbICOKMX TUTPax HECKObKO MECHLEB.
Bnocneacteun, y 50-70% nuvu, 60nbHbIX XpoHuyeckum renatutom C, IgM
aHTMTena oOHapyXMBatTCA HA HEBLICOKNX YPOBHSAX, 0COBEHHO Npu 060CTpEHUN
NMHeKLMOHHOro npouecca. lNocne apdekTneHom Tepanumn BI'C-cneuymdmnyeckne
IgM aHTuTena ucyesarT Yepes3 HEeCKONMbKO MecsaueB. OTOT MapKep BaXkeH Ans
MOHUTOPUHIa NEeYEeHUs, HO He HABMSEeTCS MHPOPMAaTUBHBIM ANS CKPUHUHra
renatuta C. lNMpogyunpoBaHue aHtuten BI'C Ha OTHOCUTENBHO HU3KOM YPOBHE BO
BpeMs OCTpov asbl HA4YMHaETCs NOYTU OQHOBPEMEHHO C aHTUTeNnamu knacca
IgM, HO NnocTeneHHO Bo3pacTaeT Npu XpoHu3aumm nHdekumn. IgG aHTuTena K
BI'C npon3BoadATCH Ha BbICOKMX YPOBHSIX BO BpEMsi XpoHuyeckoro renatuta C u
MOTyT NPOSIBNATLCA Aake NOoCcre BblBe4eHUS BUpyca M3 opraHusma.

lMpn npomsBOACTBE MMMYHO(EPMEHTHBIX TECTOB TPETbero MOKOMeHUs
ana guarHoctvkm renatuta C MCNoOnb3ylTCA PEKOMOWHAHTHbIE aAHTUIEHbI
BI'C, aHanoru 6enkoB Core, NS3, NS4 u NS5. YyBCTBUTENBHOCTb TaKMUX
TectoB gocturaet 99%, a cneuundudHocTe npubnmxkaetcs Kk 100%. OpHako,
YYBCTBUTENbHOCTb U creundunyHoctb VIPA TecToB pasHbix NnpousBoauTenen
MOFyT HECKONbKO OTnmyaTbCH. JIoKHOOTpMUaTenbHble aHanuabl BCTpeYaloTCs
Yy MMMYHOCYMNPECCUPOBAHHbIX fKWLU, a FOXHOMOMNOXNUTENbHbIE pe3ynbTaThbl
MOryT ObITb CBsiI3aHbl CO CMOCOGOM MONyYeHUa pPeKoMOUHAHTHbIX GenkoB.
PesynbTratel 06HapyxeHusa aHTuTen k BIC HeobxoamMmo nogTeBepXaaTb ApYrumm
nabopaTopHbIMM MeTOL4AMM.

3. MIPUHUUIN AHATTU3A

Onpepgenexne aHTuten, cneundunyHblx k BIrC, B UGA-Habope«EQUI anti-HCV»
DasunpyeTca Ha NpuHUMUNE «HenpsiMoro» TBepgodasHoro NPA B OByxaTanHom
MHKybaumun. B nyHkax nnaHweTa 3acopOvpoBaHbl peKOMOUHAHTHbIE AHTUMEHbI
Bupyca renatuta C: core, NS3, NS4 ta NS5. lNpu nepBom atane nHKybauumm
nccnegyembixobpasuyoBBryHkaxnnaHweTta®AcneumdpudecknekBlrCanturtena,
€Cnn OHWM NPUCYTCTBYIOT B 00pasuax, CBA3bIBAOTCS C COOTBETCTBYHLLUMM
aHTUreHamu Ha TBepaon dase. JlyHkM OTMbIBaOTCSA ANSA yAaneHns HecBA3aHHbIX
aHTUTEeN, OCTalTCs TONMbKO chneunduyeckne KOMMMEKCbl aHTUTeH-aHTUTENO.
Mocne atoro gobaBnseTcs CMeCb KOHBbOraToB aHTUBUAOBLIX (@HTU-IGG 1 aHTK-
IgM) MOHOKIOHamNbHbIE aHTUTENA C NePOKCUAA30M XPEHA, KOTOPbIE CBA3bIBAOTCS
C MMMYHHbIMW KOMMMeKcamu Ha TBepAon ¢ase. HecBaA3aHHbIE KOMMOHEHTHI
yaansoTcsa npu oTMbiBaHMU. KOoMMnneKkcbl aHTUreH-aHTMTeNo obHapyXuBarTcs
nytem pobaBneHuss pacTtBopa xpomoreHa 3,3’,5,5-TeTpameTnnbeH3nguHa
(TMB) ¢ nepekucbio Bogopoga. lMocne 30-MUHYTHOM WHKyGauuu peakuums
ocTaHaBnuBaeTcsa gobasneHnem cton-pacteopa. Ontuyeckas nnotHocTb (ONT)
B IyHKax onpegensieTca Ha cnekTpodoToMeTpe npu AnnHe BonHbl 450/620-695
nm. IHTEHCUBHOCTb XXEMNTOW OKpacku NPonopLMoHarnsHa KONIMYECTBY aHTUTEN B
obpasue.

4. MATEPUAIIbI N OBOPYOOBAHUE

4.1. CoctaB Habopa
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MnaHweTt UPA

B nyHkax nnaHweTa 3acopbupoBaHbl peKOMOUHAHTHbIE
1x 96 aHturenbl BI'C: core, NS3, NS4 Tta NS5. JlyHku
NIYHOK ~ MOXHO oTAenATb. locne nepBoro BCKPbITUS XpaHuUTe

HEeWCnonb30oBaHHblE  CTPUMNbl B yNakoBke  Npwu

Temnepatype 2-8°C He 6onee 6 mecsaueB

STRIPS

Mo3UTUBHbLIN KOHTPOIb
PacTtBop MMMyHOrnobynnHoB YenoBeka, cneunguyHbix
[CONTROL[ + 1 , | N
] x0.6m k BI'C, c koHcepBaHTOM (pO30Bbiil). XpaHuUTb npwu
Temnepatype 2-8°C
HeraTuBHbLIN KOHTPOIb
HeraTmBHas  cbiBOpOTKa  KpOBM  4YenoBeka C
NTROL , -
[CONTROL] - tx1ém KOHCEpBaHTOM (kenTbi). XpaHUTb Npu Temneparype
2-8°C
PacTBop Ans pa3BeaeHusi CbiIBOPOTOK
BydepHbii  pacTBOp C  9KCTpPaKTOM  MOMOKa
DIL|SAMPLE 1x 11 ml . ’
[DILISAMPLE] xam OEeTEepreHToOM U KOHCEPBaHTOM (KOPUYHEBBIN). XpaHUTb
npu Temnepatype 2-8°C
SOLN|CONJ |
SOLN[TMB]

PacTBOp KOHblOraTa (roToB K MCNONb30BaHUIO)
BydepHbIi pacTBOp MOHOKINOHanbHbIX aHTuTen K 1IgG
[SOLNJCONJ] 1x13ml  un IgM Yenoseka, KOHbIOFMPOBAHHBIN C NEPOKCUAA30M
XpeHa, Cco cTabunusatopamum U KOHCEPBAHTOM
(3eneHsbInt). XpaHuTb Npu Temnepartype 2-8°C

PactBop TMB (roToB k ucnonb3oBaHuo)

1x13ml Pacteop TMB, H202, ctabunusaTtop, KOHCepBaHT
(6becuBeTHbIN). XpaHuTb Npu Temnepartype 2-8°C

PactBop ans npombiBku TRITON (20x KoHUeHTpaT)
20-KkpaTHbIN  KOHLUeHTpaT d¢ocdaTHoro 6Oydepa ¢
TputoHom X-100 (6ecupeTHbIVi). PasBectn pactBop
ansa npombiBkn TRITON (20x) 1:20 guctmnnMpoBaHHOM
UNn  OEeVNOHW3VMPOBAHHOW BOJOW (Hampumep, 5 ml
KoHUeHTpaTta + 95 ml Bogbl Ana 8 nyHok) nepes
ucnonb3oBaHuem. PasbaBneHHbIn pacTBOp XpaHUTb
npu Temnepatype 2-8°C He Gonee 7 cyToK

[TRITON[WASH[20x] 1 x 50 ml

Cton-pacTBop (roToB K UCNONb30BaHMUIO)
SOLN|STOP 1x13ml  PactBop 0,5 mol H,SO, (6ecuseTHbiil). XpaHUTb npu
Temnepartype 2-8°C
B coctaB Habopa BxoaAT: knevikas nrneHka (2 wT.), cxema BHeceHus obpasLioB
(1 WT.), TUCT KOHTPOJbHbLIX UCMBITAHUA Y MHCTPYKLMS MO MPUMEHEHMIO.

4.2. lononHuTenbHbIe peakTUBbI, MaTepnanbl 1 060opyaoBaHue

ABTOMaTMYECKME NUNETKM NepeMeHHoro oobema Ha 10—1000 pl u HaKOHEYHUKIK
K HuM, MepHasa nabopartopHas nocyga (10-1000 ml), gevoHn3anpoBaHHas
Unu OUCTUNNUPOBAaHHasi Boga, TepmocTaT Ha 37°C, aBTOMaTUYECKUM WNK
nonyaBTOMaTM4eCcknii NpoOMbIBaTENb NIAHWETOB (BOLIEP), CnekTpodoToMeTp
(pnaep) ana mukponnaHweToB 450/620-695 nm, COOTBETCTBYIOLLINE KOHTENHEPDI
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ANS10TXO40B MOTEHUMaNnbHO 3apaykeHHOro MaTepuana, Taumep, punbsTpoBanbHas
Gymara, o4HOpa30Bble HeoNyApeHHbIe NepyaTku, Ae3MHMULMpPYoLWne CpeacTea.

5. MIPEAOCTEPEXEHUA U TEXHUKA BE3OIMNACHOCTHU

5.1. NMpepocTepexeHus

lNeped nposedeHuem aHanu3a BHUMamesibHO 03HaKOMbMmecCh C UHCMpyKuueu
no npumeHeHur. [JocmogepHocmb pe3ynbmama 3asucum om 4Yemkozao
credoesaHusi npoyedype aHausa.

— He Ucnonb3ymnTe KOMMoHeHTbl MPA-Habopa No ncteyeHmm cpoka roqHoCTy;

— He UCMonb3yWTe NpU aHanua3e U He CMeLLMBaNTe KOMMOHEHTbI Pa3nnyHbIX
cepuii, KOMMOHEHTbI M3 HAabOpPOB pPa3fMYHbIX HO3OMOMMA UMW peareHThbl
Opyrnx npousBoanTenen B coyetaHum ¢ Habopom «EQUI anti-HCV»;

— He 3amopaxmBarnte NPA-Habop UM ero KOMMNOHEHTbI;

—rocne WCnonb30oBaHWA peareHTa 3akpblBaWTe KaxAabl ¢nakoH CBOEW
KPbILUKOMW;

— BO BpeEMS MPOMbIBKN KOHTPONUPYNTE HaMOJMIHEHWE U MOSTHYK acnupauuio
pacTBopa 13 NTYHOK;

—Kaxabl pa3 MCMNoNb3yhTe HOBLIA HAKOHEYHUK MUMETKU ONA BHECEeHUs
o6pa3suyoB UM peareHToB;

—un3berante nonagaHus MNpPsIMbIX COJSIHEYHbIX Jly4yen Ha peareHTbl NPA-
Habopa;

—[SOLN[TMB] OomkHO ObiTb 6GecuBeTHbIM Mepen ucnonb3oBaHueM. Ecnu
pacTBOp OKpalleH B CUHWUA UMW XeNTbl LUBET, €ro Henb3si MCNoMb30BaTh.
M3beraiiTe KOHTakTa C MeTannamu UIM MNoHaMW MeTarnsos.
Ona paboTbl UCMOMb3yNTe TOSMbKO YMCTYH, TLATENbHO BbIMOMOCKAHHYHO
OUCTUNMPOBaHHOW BOAOW NOCYAY;

— He NCMNoNb3ynTe peareHTbl, UBET KOTOPbIX HE COOTBETCTBYET YKa3aHHOMY B
nyHkTe 4.1;

— HU B KOEM Clly4ae He UCMNOoMnb3ynTe OA4HY U TY Xe nocyay Ans "
[SOLN[TMB;

— He NpoBOAUTE BU3yaribHbIV yYeT pe3ynbTaTtoB aHanm3a (6e3 ncnonb3oBaHus
puaepa);

— gononHutensHoe obopygoBaHMe, Haxogsleecs B HenocpencTBEHHOM
KOHTakTe Cc Oumonormyeckum martepvanom WM KOMMOHeHTamu Habopa,
CUMTaeTCcs 3arpsi3HEeHHbIM 1 TpebyeT OYMCTKM 1 06e33apakMBaHNs;

—WN®A Habop npepHasHadyeH pna 96 aHanu3oB. KoMMOHeHTbl nocne
NCMONb30BaHUsA M OCTaTKM HEUCNOSIb30BAHHbIX KOMMOHEHTOB LOSTXKHbI
ObITb YTUNN3NPOBAHDI.

5.2. TexHuKa 6e3onacHoOCTH
— BCe peareHTbl Habopa npegHa3HadYeHbl TONbKO ANs NPodeCCUoHanbLHOro
nabopaTopHOro NPUMeEHeEHNS B in Vitro AnarHOCTUKE UMOTYT UCNONb30BaTbCA
TONbKO KBAaNMdUUMPOBaHHbIM NEPCOHANOM;
— NOCTaHOBKY aHanu3a NpoBOAUTb TOMbKO B OO4HOPA30BbIX HEOMYAPEHHbIX
nepyaTtkax 1 3alnTHbIX O4KaXx;
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—He pJonyckaeTtcs MpMHMMAaTtb MWWy, MWUTb, KypUTb WM MNOMb30BaTbCA
KOCMETUKOW B KOMHaTe NpoBeAeHNs TeCTa;

— He NMNeTnpoBaTb PacTBOPbI PTOM;

— [CONTROL] +] dA-HaBopa «EQUI anti-HCV» coaoepxuT nMMyHoOrno6ynuHbl
yenoBeka, cneuuduyeckne k BIC, koTopble ObilnM BblgeneHbl C
WHAKTVBMPOBAHHbIM MPOrpeBaHNEM CbIBOPOTOK KPOBWM 4eroBeka, B
KOTOpbIX He 6bino obHapyxeHo HBsAg v aHTtuten k BIJ11/2 n Treponema
pallidum, ogHako paboTaTb C KOHTPOSIEM CrieayeT Kak C MOTEeHuManbHO
WMH(PEKUMOHHBIM MaTepuanom;

—[CONTROL[- | MdA-Habopa «EQUI anti-HCV» npoTecTupoBaHo 1 NpuaHaHo
oTpuuaTenbHbiM Ha HBsAg n aHtutena k BIJ11/2, BI'C, Treponema pallidum,
oAHako obpallaTtbCs C KOHTPOMeM 1 n3yvyaembiMy obpasuamm cnegyeTt Kak
C NoTeHUManbHO ONacHbIM UH(PEKLMOHHBIM MaTepnanom;

— HEeKOTOpble KOMMOHEHTbl Habopa cogepXaT HU3KMe KOHLEeHTpauum
BpedHbIX BELLECTB M MOTyT Bbi3BaTb pa3gpa)keHue KOXW U CIU3UCTbIX.
MNpn nonagaHum [SOLN[TMB], [SOLN[STOP] 1 [SOLN[CONJ| Ha cnunaucTblie unm
KOXy HeobxoguMMO HEMEAJIEHHO MPOMbITb MOpaXkeHHOEe MecTo GonbLuMm
KOnmMyecTBOM BOAbI;

— B crnyyae pasbpbl3rBaHus pacTBOPOB, HE COAEPXKAaLLNX KUCMOTY, Hanpuvep
CbIBOPOTOK, 0bpaboTaTb NOBEPXHOCTb AE3MHPULMPYIOLUM CPeacTBOM,
3aTeM BbITEPETb Aocyxa hunbTpoBanbHou 6ymaron. B npoTuBHOM criyyae
KMCMOTY CHayana HyXHO HenTpanu3oBaTb pacTtBopoMm 6ukapboHaTa
HaTpws, a 3aTeM BbITEPETb MOBEPXHOCTb, KakK OMMCAHO BbILLE.

5.3. MlHakTUBaUuMA u yTunusaums oTxonoB

—XnKue oTXo4bl criegyeT UHaKTUBMPOBAaTb, HAaNnpumep, pacTBOPOM NepeKknucu
BOZOPOAA B KOHEYHOW KOHUEHTpaLmn 6% B Te4eHne 3 4acoB Npu KOMHATHOM
TemnepaType WUNn rmnoxropuToM HaTpusi B KOHEYHOW KOHLUeHTpauun 5%
B TeuyeHne 30 MUHYT UNKU APYrMMU paspeLleHHbIMU Ae3UHMDULMPYIOLWNUMUY
cpencreamu;

— TBepAble 0TX0Abl CrieayeT UHAKTMBMPOBAaTb NyTEM aBTOKNABUPOBaHUS Npu
TemnepaType cTepunusaumm He meHee 132°C;

— He aBTOKNaBUPYMTE pacTBOpPbI, COAepXKaLlue a3ng HaTpus Unm runoxnopuT
HaTpus;

— YTUNM3auni0  WHaKTMBMPOBAHHbIX  OTXOAOB  MPOBOAUTbL  COrMacHo
OencTByoLeMy HaunoHanbHOMY 3aKkoHOAaTeNbCTRY.

6. XPAHEHUE U TPAHCINMOPTUPOBAHUE

MDA Habop cTabunbHbIN B TEYEHME CPOKA FTOAHOCTU, YKa3aHHOIrO Ha 3TUKETKE,
€CInn ero xpaHutb npu Temnepatype 2-8°C. TpaHcnopTupoBaTb Habop npwu
TemnepaTtype 2-8°C. [onyckaetcsa ofHopas3oBasi TPaHCMOPTMPOBKA Mpu
TemnepaType He Bbilwe 23°C B TeYEeHNe aByX CYTOK.
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7. PEKOMEHOALIUU MO OTBOPY, TPAHCITOPTUPOBKE U
XPAHEHUIO OBPA3LIOB

KpoBb Heobxoanumo cobupaTb M3 BeHbl B CTEPUIbHYI0 Npobupky. Mpobupka
OOMKHa ObiTb MpOMapKMpoBaHa C yKasaHMeM WOAEHTUMUKALMOHHBLIX OaHHbIX
naumeHTa u gaTtb 3abop obpasua. LlenbHyto KpoBb 0O OTAENEHUS CbIBOPOTKM
MOXHO XpaHuTb [0 24 yacoB npu Temnepartype 2-8°C, He ponyckas
3aMopakuBaHusl.

CbIBOPOTKY Mnu nnasmMy MOXHO XpaHUTb Npu TemnepaType 2-8°C B npegenax
3 cyTok. [lonyckaeTcs 6onee onuTenbHoe XxpaHeHNe 3aMOPOXKEHHOW CbIBOPOTKU
npu Temnepatype -20°C wnun -70°C. lNepea ncnonb3oBaHMEM 3aMOPOXKEHHbIE
o6pasubl cnegyeT pasMopo3uTb U BblAepXaTb NPY KOMHATHOW TeMnepaTtype B
TeyeHme 30 muHyT. Nocne pasmopaxkmBaHusi o6pasupbl criegyeT nepemellaTb
AN JOCTUXKEHUS OAHOPOAHOCTU. 3beraTtb NOBTOPHON 3aMOPO3KM-OTTauBaHUS
nccnegyemblx obpasuoB. [lpy MNOMYTHEHUM CbIBOPOTKM (MNM  Nnasmbl)
0CcBOOOXAATCA OT HEpPaCTBOPUMbIX BKMYEHUI LEeHTpUdYrMpoBaHUEM Mpu
3000 o6/muH B TeudeHnme 10-15 muHyT. He cnepyeT uvcnonb3oBaTb ob6pasLbl
CbIBOPOTOK C BbIpaXX€HHOW NUNuaeMuein, reMonin3oM, a Takxke 6aktepuanbHbiM
NPOPOCTOM.

O6pa3subl  CbIBOPOTOK  TpaHCMOPTMPOBATb B TEPMOU3OMALNOHHBIX
KOHTelHepax. [1ns 3Toro 3akpbiTble MPOMapKUpOBaHHbIE NPOOMPKN HEOBXOAMMO
NMOMECTUTb B MOMMITUIEHOBLIN NaKeT, 3aKpbITb MIIOTHO M MOMOXWUTb B LEHTPEe
TEPMOKOHTelHepa. 3aMOpPOXEHHbIE XnafdareHTbl MNOMOXWTb Ha AHO BAOIb
GOKOBbIX CTEH TEPMOKOHTENHEPA 1 NOKPbITh UMWN 06pa3Libl CbIBOPOTOK.

8. MOAIrOoTOBKA PEATEHTOB

lpumeydaHue: Neped ucnonb308aHUEM 8bl0ep)xume ece KOMIoOHeHmMbl Habopa
U®A npu komHamHol memnepamype 18-25°C e meyeHue 30 muHym!

8.1. NoaroroBka nnaHweta UPA

[Ona npepoTBpaweHMs KOHAeHCauuu BOAbl B JyHKax OTKpbiBanTe
TONbKO nocrne BbigepxusaHms 30 MUHYT Npu KOMHATHOW TemnepaType.
PackponTe BakyyMHyt0 ynakoBKy, OTAeNMTe HeobXxo4MMOoe KONMYeCcTBO IYHOK, a
ocTanbHble Cpasy e TLaTenbHO ynakoBanTe C Braronornotutenem u xpaHute
MNOTHO 3aKpbITbIMK Ha 3amMoK zip-lock npu TemnepaTtype 2-8°C. XpaHeHne Takum
obpa3om ynakoBaHHOro nnaHweTta obecneynBaeT ero CTabunbHOCTb B TeYeHNe
6 mecsues.

8.2. MNpuroTtoBneHne NpoMbLIBOYHOIO pacTBopa

[Ona npurotoBneHWs nNpoOMbIBOYHOrO pactBopa passeaunte 1:20 (1+19)
OUCTUNNNPOBAHHON WNWU OENOHU3NPOBAHHOW BOAOW, 3aTeM MNepemellanTe.
Hanpumep, 5 mn koHueHTpaTta + 95 mMn BoAbl, YTO AOCTATOYHO AN 8 NyHOK.
Mpn HanuuMmM KpUCTannoB B KOHUEHTpaTe NPOMbIBOYHOrO pacTBopa nporpente
dnakoH npu Temnepatype 37°C 00 NONHOro pactBopeHus kpuctannos (15-20
MUHYT). PasbaBneHHbIi pacTBOp MOXHO XpaHUTb npu Temnepatype 2-8°C He
Gonee 7 cyTok.
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9. MPOLEEAYPA AHAJTIU3A
9.1.MoaroToBbTE HEOOXOANMOE KONTMYECTBO NYHOK A5t aHanu3a (YeTbipe NyHKK
ONs1 KOHTpornst n HeobxoaMmoe KONMMYeCcTBO ANd uccnegyembix o6pasLoB),
BCTaBbTE MX B pamMmky nnaHweta NPA. JlyHkn ¢ KOHTponamn obasaTenbHO
BKJIHOYAMTE B KAXOY NOCTaHOBKY aHanmaa.

9.2.3anonHunTe cxeMy BHeceHus obpasLoB.

9.3.MMpurotoBbTE pacTBOp Af1si NPOMbIBaHUS COMNMAaCcHO NYHKTY 8.2.
9.4.BHecuTe BO BCe NMyHKM nnaHweTa no 80 yl [DIL] SAMPLE].
9.5.BHecuTe B nyHkn no 40 pl koHTpornen n nccnegyemMbix 06pasuos:

CONTROL| +| — B nyHKy A1,
CONTROL[-]| — B nyHkn B1, C1, D1,
B OCTasbHble MyHKW — Uccregyemble obpasLbl.

Mpv BHECEHUN MPOUCXOAUT U3MEHEHWE LiBETA PacTBOPa C KOPUYHEBOTO Ha CUHUIA.
OCTOpPOXHO NUNEeTUPYITE CMECH B NyHKaXx, He Aonyckasi neHoobpasoBaHusi.

9.6.3aknente CTpUMbl KNEWKON NIIEHKOW N MHKYOUpynTe B TedyeHne 60 MUHYT
npu Temnepatype 37°C.

9.7. o okoOHYaHWUM MHKYBaLUN akKkypaTHO CHUMUTE KIENKYI0 MAEeHKY N MpOMOnTe
NYHKN NATb pa3 C MCMOMb30BaHNEM aBTOMAaTUYECKOro NpoMbiBaTeENs Unu
8-kaHanbHOW NUNeTkM cnegytowmm obpasom:

— yaanuTe COAepXXMMOe fYHOK B KOHTENHEP ANS XUOKUX OTXOAOB;

— HanosiHMTe NyHKU cTpunos He meHee YeMm no 300 pl pacTtBopom Ans
NPOMBbIBKM, OCcTaBbTe He MeHee 30 CeKyHA;

— acnvpupymnTte pacTBop u3 nyHok. OcTaTouHbIi 06bem pacTBopa nocrne

KaXkJoro atana acnumpauuu JOMKHO cocTaBnATb He 6onee 5 yl;

— NOBTOPUTE Npoueaypy NPOMbIBKY eLLle YeTbipe pasa;

— nocne nocnegHen acnupauny n3basbTechb OT NULWHEN BNaru, NocTykneBas
nnaHweToM no unsbTpoBanbHOW Bymare.

9.8.BHecuTe B nyHkn no 100 pl [SOLN[CONJ]. CTpunbl HaKPONTE HOBOW KNENKon
NneHKon n nHkybupynte B TederHre 30 MUHYT nNpu Temnepatype 37°C.

9.9.T10 okoH4YaHWM MHKYBaLUKM akkypaTHO CHUMMUTE KITENKYI0 MAEHKY U MPOMONTE
NYHKM NSATb pas, Kak onMcaHo B NyHkTe 9.7.

9.10.BHecute B nyHkn no 100 pl [SOLN[TMB], HE KacasdCb OHa WU CTEHOK NYyHOK
nnaHweTa.

9.11. NHkybupynTe ctpunbl B TeyeHne 30 MUHYT B TEMHOM MECTE Npu KOMHaTHOMN
TemnepaTtype 18-25°C. He ncnonb3ynte Knenky nNieHKy Ha JaHHOM 3Tane.

9.12.BHecute B nyHkm cTtpunos no 100 ul ONsi OCTaHOBKM
depmMeHTaTUBHON peakumn, cobniogasa Ty Xe nocrnefoBaTenbHOCTb, YTO
M Npu BHeceHumn [SOLN[TMB]. Mpn BHECEHUN NPOUCXOAUT U3MEHEHUE LiBETA
pacTtBopa € ronyboro Ha >enTbi, B fyHKax C NpoO3payHbiM pacTBOPOM
HECKOJNbKO MEHSAETCS OTTEHOK.

9.13. N3amepbTe Ha pugepe Ol B kaxaom nyHke npu AnvHe BonHbl 450/620-
695 nm B TeyeHne 5 MMHYT Nocne OCTaHOBKM peakuuu. [Jo npoBeaeHus
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nsMepeHus ybeamtecb B YNCTOTE HAPYXKHOW MOBEPXHOCTM [HA NYHOK U
OTCYTCTBUW My3bIPbKOB.

Yyem pesynbmamoe aHasiuza MOXHO npo8odumbs 8 0OHOBO/IHOBOM PEXUME
rpu OnuHe 8osHbl 450 nm, 8 amom criydae ocmasebme fyHKYy O7sl yCmaHOo8KU
bnaHka (8 makyto fyHKYy Hecume moJsibKo [SOLN[TMB] U [SOLN]STOP ).

10. YHET PE3YJIbTATOB U UX MHTEPIMNPETALIUA

10.1. YueT pe3ynbraToB aHanu3a
Paccuutante cpegHee 3HayeHne Ol HeratnBHOro kKoHTpons (NC) n ypoBeHb
rpaHnyHoro 3HadeHus (Cut off - CO).

Nc = (Nc1 + Nc2 + Nc3)/3; CO=Nc + 0,25

10.2. KOHTpONb AOCTOBEPHOCTU pe3ynbTaToOB aHanu3a
[aHHble TecTa cunTaloTCa JOCTOBEPHBLIMU, €CNIN OHU OTBEYAKT CIeayLmMm
TpeboBaHusAM:

onz1,5
On<0,100

_ _ rae Ncn — Ofl
NTROL
ICONTROLI-] Nc x 0,5 < Nen < Ne x 2,0 kaxxaoro nostopa Nc

Ecnu ogHo n3 3HayveHnn Ol HeraTMBHOro KOHTPOIA BbIXOOAWUT 3a npeaernbl
YKa3aHHOro Bbllle WHTepBana, ero 0T6paCbIBaIOT 1N paccyHYUTbIBaAKOT Nc no
ocTanbHbIM 3Ha4YeHuaM Ol HeraTuBHOro KOHTpOA. Ecnun6onee ogHoro 3HadeHus
OI1 HeraTuBHOrO KOHTPOJ1A HE COOTBETCTBYET YKa3aHHbIM Tpe6OBaHI/IﬂM, TO TECT
CYHNTAEeTCA HEKOPPEKTHLIM U Tpe6yeT NMOBTOPHOIO BbINOJIHEHUA.

10.3. UHTepnpeTauunsa pe3ynbTaTtoB

oD,,,... 2 CO MONOXWUTENbHbIN* ,TAe OD__ . -
oD <CO OTPULIATENbHbIN Of obpasua

sample

* [epBOHa4YanbHO MOMOXUTENbHbIE 06pasubl AOJKHbI OblTb MCCNeLOoBaHbI
NOBTOPHO B ABYX fnyHkax Habopa VDA «EQUI anti-HCV». MNocne noBTOpHOro
TECTUPOBaHUSA MOMOXUTENbHLIMU CcYMTaOTCA 06pasubl, ONTUYeckas NNOTHOCTb
KOTOpbIX XOTS 6bl B OOQHOM M3 MOBTOPOB MpEeBbILAET NpedenbHOe 3HavyeHue.
CornacHo pekomeHpgauuam BOS3, ans guarHoctukm renatuta C obpasubl,
WMHTEpPNpeTUPOBaHHbIE KaK MONOXMWTErNbHbIE, AOMKHbI OblTb AOMOMHUTENBHO
npoBepeHbl Ha Hanuuune PHK Bupyca renatuta C. NonoxntenbHbI pedynbraT Ha
aHTK-BI'C aHTuTena npu otcytcTBun PHK Bupyca He MOXeT cBUOETENbCTBOBATL
006 aKTMBHOW renatuTHOW WHdekuun. Ecrnv npy NOBTOPHOM TECTMPOBAHUMU
onTu4eckas NIOTHOCTb 0bpa3La B 060MX NOBTOPaX HUXE rPaHNYHOro 3Ha4YeHNs,
Takon obpasel cumTaTb OTpULATENBHbIM.

Pesynbratel onsg obpasuos, Ol KOTOPbIX PpaBHO rPAHUYHOMY 3HAYEHUIO UIK
HaxoguTcs B npefenax +10%, cnegyeTt vHTepnpeTMpoBaTb OCTOPOXHO. Takue
obpasubl AOMKHBI BbITb NCCegoBaHbl MOBTOPHO B ABYX NyHkax Habopa «EQUI
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anti-HCV». Ecnu npn noBTOPHOM TECTMPOBaAHUM ODsample CHOBa HaxoguTcH B
npegenax +10% OT rpaHMYHOrO 3Ha4YeHus crnegyeT nNpoBecTn oTbop n aHanus
HoBOro obpasua.

11. XAPAKTEPUCTUKU TECTA
11.1. AHanUTUYECKMe XapaKTepPUCTUKHN

MpeunsanoHHoOCTb
lNosmopsiemocmb pe3ynbmamos 8 pamkax 0OHOU nocmaHoeku aHanusa (Intra
assay repeatability)

KoadppmumenTt Bapuaumm (CV) ana ABYX CbIBOPOTOK C Pa3HbiM YPOBHEM
cneunduyecknx aHTuTen oueHmBanu B 32 noBTopax Ha ogHoun cepun VOA-
Habopos.

Ne cbiBOpOTKM on, CV, %
973/300 1,422 6,9
704/500 1,845 5,0

Bocnpouszsodumocms pe3yribmamog Mexoy pa3HbIMU ocmaHosKkaMu aHanusa
(Inter assay reproducibility)

KoadppuumenTt Bapuaumm (CV) ana ABYX CbIBOPOTOK C pPa3HbIM YPOBHEM
cneunduyecknx aHTUTen oueHuBanu B TedyeHWe 4 gHel B 4 nOCTaHOBKax
aHanusa, no 8 NOBTOPOB B KaXXJOM aHanuse.

Ne cbiBOpOTKM OI'ICp CV, %
973/300 1,500 8,6
704/500 1,912 8,5

AHanutu4yeckas cneyupnIHOCTb

Ha pesynbrat aHanusa He BINMSIET MpUCYTCTBME B o6pasue GunupybuHa B
KOoHueHTpauum go 0,1 mg/ml (172,3 ymol/l), remornobmHa B KOHUEHTpauum 0o 5
mg/ml n Tpurnuuepmnaos B koHUeHTpauum go 10 mg/ml (11,3 mmol/l).

11.2. iInarHocTMYeCcKMe XxapakTepucTuKn

[Ona onpegeneHns KNMMHNYECKON YYBCTBUTENBHOCTU 1 cneumduyHocTn NOA-
Habopos «EQUI anti-HCV» ncnones3osanu 67 06pasLoB CbIBOPOTOK OT NaUMEHTOB
¢ anarHosom BI'C 1 300 o6pasuoB CbIBOPOTOK KITMHUYECKN 300POBbIX JOHOPOB.
Kpome Toro, 66111 ncnonb3oBaHbl KOMMepYeckMe NnaHeny oxapakTepmns3oBaHHbIX
obpasuyoB npousBoacTBa SeraCare Life Sciences Inc., a Takxe ctaHgapTHas
naHens «CtaHgapt AT(+/-)BIC-MBA» npoussoactea OO0 «MepgbuoanbsiHey.
KnunHnyeckaa yysctButensHocte NPA-Habopos «EQUI anti-HCV» coctaBuna
100%, knuHu4eckasa cneunuyHocTb — 99,7%.

WccnepgoBaHme xapakTepucTMk MeToda Mo CpaBHEHUIO C aHanornyHbIM
kommepyecknum VIOA-Habopom NpoBOAMNOCH Ha LieneBou rpynne 6epemMeHHbIX
XeHWMH (169 obpasuyos). [Ana aTon BbIOOPKM OTHOCUTENbHAA CneununyHOCTb
Habopa «EQUI anti-HCV» coctaBnsana 100%, npoueHT coBnageHus - 98,2%.
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MonoxutensHasa nporHoctTMyeckas ueHHocTb (PPV) MdA-Habopa «EQUI
anti-HCV» coctaBnsaet 99,1%, oTpuuaTenbHas NporHocTnyeckas LEeHHOCTb
(NPV) = 100%.

12. OrPAHUYEHUE AHATIN3A

VHTepnpeTauuns pe3ynbTaToB LOMKHA NPOBOAUTHCHA C YHETOM KITMHUYECKUX
NPosiIBNEHMA W AaHHbIX KOMMnekca nabopaTopHbIX uccnegoBaHuin. [Ons
OVNAarHoCTUKM OCTPOro, XPOHWYECKOro WNM nepeHeceHHoro renatuta C,
OLEeHKN 3(pHEKTUBHOCTU Tepannn peKoOMeHAyeTCs AONOMTHUTENbHO NPOBECTH
nccrnegoBaHue obpasua Ha Hannune PHK BI'C, aHTuUTen k oTaenbHbIM 6enkam
BI'C v antu-BI'C IgM aHtuten (Hanpumep, B UPA-Habopax «EQUI anti-HCV
Different» n «<EQUI HCV IgM», COOTBETCTBEHHO), 1 OLIEHUTb BUOXUMMYECKNE
nokasaTersiM CbIBOPOTKM KPOBMW.

CoBpeMeHHble MeToabl BbigBNeHUst aHTuTen k BI'C He moryT obecneunTb
BbISIBNIEHNS BCEX MHAULMPOBAHHbBIX NAaLMEHTOB. HeraTtuBHbIA pesynbraTt He
ncknyaeT MHdULUMpoBaHme BMpycom renatuta C nayneHTa, ocOOEHHO ecnm
OH MPOXOAUT UMMYHOCYMNPECCUBHOE fevyeHrne Nnu nHpuumposaHHseii BUY, a
TakXXe Ha paHHUX cTagusiX renaTtMTHON MHAEKLMN.

JTob6orinameTonosNIPAMOXKET 4ONYCTUTH FIOXKHOMOMOXUTENBHYO peakumio.
Ona  VCKIMYEeHNsT NOXHOMOMOXUTENbHBIX Pe3ynsTaTtoB  pekoMeHAayeTcs
npoeecTn BepudurkaLmMmoHHoe nccnegosaHme ¢ onpegenennem PHK Bupyca
renatuta C unu aHtuTen K otaenbHbiM BI'C 6enkam.

13. TPYOHOCTWU, KOTOPbLIE MOIYT BO3HUKHYTb MNMPU
NMPOBEAEHUU NDA

Bbicokuli ¢poH 8 siyHKax ece20 rniaHuwema MoXem 603HUKHYMb U3-3a:
— 3arpsA3HEeHHOro NpoMbiBaTenNs;
— HM3KOro KayecTBa Unu 3arpsi3HeHus Boabl;
— MCNOMb30BaHWs NI0X0 NOMbITON NOCYAb;
— MCNOMb30BaHUs Ae3NHMULMPYIOLWLNX CPEACTB, coaepXaLlmx Xnop;
— UCNOMb30BaHuUs 3arpsi3HEHHbIX HAKOHEYHUKOB;
— YBENUYEHUS BPEMEHU WHKYGauun nnn M3MeHeHust TemnepaTypHOro
pexuma.
Bbicokuli poH 8 omOesibHbIXx psidax Moxxem 6bIMb c8si3aH C:
— MNOBTOPHbLIM BHeCeHueM pacTtsopa TME;
— 3arpsA3HeHneM KoHyca aBTOMaTU4EeCKON MMNETKN pacTBOPOM KOHbIOraTa;
— 3arps3HeHneM OAHOro 13 KaHaroB NPOMbIBaTENS.
lMonyyeHHoe 3HadyeHue OIfl nOsI0KUMENbLHO20 KOHMPOJISI HUXe
ycmaHoesieHHoU epaHulybl, ecnu:
— HenpaBuIlbHO NPUTOTOBMEH UMW HE BHECEH OOMH U3 peareHToB (pacTBop
KOoHblorata nunu pactesop TMbB);
— COKpaLleHo BpeMsi MHKyOaLmm Ha 0 4HOM U3 3TanoB..
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WHmeHcusHocmb OKpawueaHusi JIYHOK He coomeemcmsayem
noJsiy4eHHouU onmuyYyeckol niiomHocmu. 3T0 MOXeT CBUOETENbCTBOBATb O
CMeLleHHOM ONTU4YeCKOM Jy4ye.
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CXEMA NMPOBEOEHNA AHAJIU3A

Bbigepxxatb peareHTbl 30 min npu Temnepartype 18-25 °C

B nyHkun nnaHweTa BHecTy no 80 ul [DIL[SAMPLE

(KOpWYHEBDIW LIBET)

BHecTtun no 40 pl koHTponen n nccrnegyembix 06pasLoB B MyHKK:

A1 —[CONTROL[ +], B1, C1, D1 —[CONTROL[ -],
E1 n B ocTanbHbIe NyHKM - uccnegyemMble obpasubl
(nponcxogouT N3MEHEHUe LiBEeTa C KOPUYHEBOIO Ha CUHMI)

3akneunTb CTpuUMbl NNEHKOW, MHKYOupoBaTb 60 min npu Temnepartype 37°C

MpombITe NyHKKU 5 pa3 npurotoBneHHbiM 1:20 (1+19) pacTBopom Ans
npombiBaHus TRITON (300 pl B nyHKy)

B nyHku ctpunos BHecTn no 100 pl

(3eneHbIn UBeT)
3aknenTb CTPUMbI MEHKOW, MHKY6MpoBaTb 30 min npu Temnepatype 37°C

[MpombITh NyHKM 5 pa3 npurotoBreHHbiM 1:20 (1+19) pacTBopom Ans
npombiBaHust TRITON (300 pl B nyHKy)

B nyHku ctpunoB BHecTy no 100 pl [SOLN

MHkybunpoBaTb B TedeHne 30 min B TeMHOTe npu TemnepaTtype 18-25°C

B nyHkn ctpunos BHecTn no 100 pl [SOLN[STOP

(nponcxoauT M3MeHeHue LiBeTa € ronyboro Ha XenThbI)

MN3mepuTb ontuyeckyto nnotHocts (OlM) Ha cnekTpodoToMeTpe npu
450/620-695 nm

YYET PE3YJIbTATOB AHAJIU3A
Nc = (Nc1 + Nc2 + Nc3)/3;
CO =Nc + 0,25;

Nc - CpeaHee 3HayeHue Ol 3-x [CONTROL[—]
CO - YpoBeHb rpaHnyHoro 3HayeHus (Cut
off)

MHTEPINMPETALUWUA PE3YJIbTATOB

op,, .= CO MONOXUTENbHBI
oD, . <CO OTPULIATESIbHbI

sample




Toxoplasma gondii IgG

NDA-HaGop Ana KayecCTBEHHOro onpeneneHus
aHTuTen knacca IlgG k Toxoplasma gondii

NHCTPYKUMSA NO NPUMEHEHIO

o) G V. L.




EQUI Toxoplasma gondii IgG
NOA-Habop 4N KONMYECTBEHHOIO onpeaenieHns
aHTuTen knacca lgG k Toxoplasma gondii

1. HASBHAYEHUE

Habop «EQUI Toxoplasma gondii IgG» npegHasHayeH ons KOIMYeCTBEHHOTO
onpepeneHns aHtuten knacca IgG k Toxoplasma gondii B CblBOpOTKE WU
nnasMe KpoOBM 4enoBeka MeTogoM MMMyHodepmeHTHoro aHanusa (MODA) c
Lenbio ANarHOCTUKM TOKCOMMa3mo3a 1 OLeHKM MMMYHHOro ctaTtyca. lNpoueaypa
aHanu3a paccyMTaHa Kak And pPyYyHOM MNOCTaHOBKM C aBTOMaTU4eCKUMM
nuneTkamm M cTaHAapTHbIM 00OpygoOBaHWEM, Tak M ANs aBTOMaTUYECKOro
NMMYHO(EPMEHTHOroO aHanm3aTopa OTKPbITOro Tuna.

LleneBas rpynna: >xeHLWnHbl 4ETOPOAHOro BO3pacTa, 6epeMeHHbIe XXeHLUNHbI
N HOBOPOXAEHHbIE.

MpumeHeHune: VIOA-Habop NpuMeHAeTCH B KMMHUYECKMX ONAarHOCTUYECKUX
nabopaTtopusix U ApPYrux yuypexneHusx, paboTtawowmx B obnactu in vitro
ONarHOCTUKMN.

2. KMMHUNYECKOE 3HAYEHMUE

Tokconnasmo3 — 3TO Mapa3uTapHoe 3aboreBaHWE YenoBEKa U XUBOTHBIX,
KoTopoe 0cCObBeHHO onacHo Ans OepeMeHHbIX Un3-3a pasBUTUS  CUIbHbIX
nopaxeHu nnoga. bonesHb BbI3bIBAOT OA4HOKMETOYHbIE MpOCTelwne BuAa
Toxoplasma gondii.

T. gondii — 3TO BHYTPUKMETOYHbIA OONMUraTHbI MNapasuT, eOWHCTBEHHbIV
onucaHHbIN NpefcTaBuTens poaa Toxoplasma. XXN3HEHHbIN LMK ToKCconnasm
SABNSETCS CMOXHbIM, C YepegoBaHnem 6ecnonoro u NosioBoro pasMHOXEHUS B
pa3HbIX X03sieBax. TOKCOMMNa3mMo3 MOXeT ObITb BPOXAEHHBIM Y MPUOBPETEHHBIM,
KOTOPbIA, B CBOI o4epeb, MMEET OCTPYIO U XPOHMYECKYIO (DOpMY.

N3-3a BeposATHOCTU Cepbe3HbIX NocrneacTBui Onst 6epeMeHHbIX U nuy C
ocnabreHHbIM UMMYHUTETOM, NMPU OTCYTCTBUM YETKUX KITMHUYECKNX NPOSBIEHNI
3aboneBaHua [nsg  OWArHOCTMKM  TOKCOMMa3Mo3a LUMPOKO MPUMEHSATCA
nabopartopHble meToabl. [paAmMas MUKpoCcKonus Maska, norimMepasHas uenHas
peakuus (MUP) n gpyrne metoabl, no3Bonsiowme BbisBUTbL T. gondii, He pgatoT
YeTKNX NpeAcTaBfeHni 0 AaBHOCTU UHPULMPOBAHUSA U CTaann 3aboneBaHns.
Ona anarHocTukn n gandpdepeHumanmm ocTporo 1 XpOHNYECKOro TOKconnasmo3aa
OonTUMarnbHbIM SBMSIETCS UCCNEA0BaHNE HanNn4ums u aBugHOCTH cneundgrnyeckmx
aHTuTen K T. gondii MeTogoM MMMYyHOEPMEHTHOrO aHanunsa.

Cneunduyeckne aHtutena knacca IgM k T. gondii HaunHaOT BbISBMATLCSA B
KPOBM C NATOr0 AHS NOCe MHPULMPOBAHMS, UX KOHLEHTPaLMS OCTUraeT CBOEro
MakcMMyma vyepes 1-2 mecsLa, Nocre Yero nocTeneHHo cHxaeTcs. Kak npasuro,
yepes 1-2 roga nocne nepBoro UHMULMPOBaHNA aHTUTena IgM k Tokconnasmam
nepecTatT onpefensTtbesa. Cneumduyeckne aHtuTena knacca IlgG nosiensitoTcs
Ha Hefen no3xe cneunduryeckux IgM n gOCTUraroT NUKOBBLIX KOHLIEHTpaLMNA
yepes 3-6 mecdAuUeB OT Hayana ocTpon nHpekuun. bornee yem AByKpaTHbLIN PoOCT
TUTPOB cneunduryeckmnx aHTuTen knacca lgG 3a 2-4 Hegenu MoXeT ykasbiBaTb
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Ha NEepPBUYHYI WHMEKUMIO UMM peakTUBALMI XPOHUYECKOrO TOKCOMa3mMosa.
O6bivHO aHTUTena knacca IgG k T. gondii obHapyXuBawTCs B KpPOBU B
TeYeHne BCEN XMU3HU U SABMSATCA MHAMKATOPOM NaTEHTHOro TOKcOomMmasmo3sa.
VccnepoBaHve aBMZHOCTU (POACTBA @HTUTEN C aHTUreHoM) cneundUuvecKknx
IgG no3BondeT OTNMYUTL NEPBUYHBIA TOKCOMMNa3Mo3 OT nacT-uHdekumn. MNMocne
NnepBOro KOHTakTa c TokconnasMamm aHTUreHaMm Npon3BoasTCA HU3KoaBUOHbIE
aHTuTena IgG, co BpeMeHEM OHW 3aMEHSIOTCS BbICOKOABMAHBLIMU. Y GOMNbHbIX
C VMMYHOAEMULUMUTHLIMU COCTOSHUSIMA  HU3KOABWAHbIE aHTUTEena MoryT
NPOSIBNATLCS B TEYEHNE HECKONMbKMX MECSLIEB. Y OCTalbHbIX NaLMEHTOB Hanu4yne
BblCOKOaBUAHbIX aHTUTen knacca IgG k T. gondii N03BONSET UCKMIOYUTL OCTPbIN
TOKCOMMasmos.

3. NIPUHUWIM AHAJTTU3A

OnpepeneHve aHntuten knacca IgG k T. gondii B UDA-Habope «EQUI
Toxoplasma gondii IgG» 6a3snpyeTcsa Ha NpMHLUMNE «kHENPSIMOro» TBepaodasHoro
MDA B pgByxatanHom wuHKybaumn. B nyHkax nnaHweTta 3acopbupoBaHbl
oyuwleHHble aHTureHnbl T. gondii. Bo Bpems nepBoro atana uWHKy6auuu
nccnegyembix obpasuoB B nyHkax WPA-nnaHweta cneundumynbl Kk T. gondii
aHTUTena, ecnu OHW NPUCYTCTBYIOT B obpasuax, CBA3bIBAIOTCA C aHTUreHamm
Ha TBepaow dase. JlyHKn OoTMbIBaOTCA AN yAaneHWs HeCcBA3aHHbIX aHTuTen,
OCTalTCH TOMbKO crneumdmnyeckmne KOMNIeKCcbl aHTureH-aHtuteno. lNocne atoro
AobaBnAeTcd KOHbIOrat aHTUMBMAOBbLIX aHTU-IgG MOHOKMOHamnbHbIX aHTUTen
C NepoKCuOa3on XpeHa, KOTOPbIN CBA3bIBAETCSH C MMMYHHbIMW KOMMeKcamm
Ha TBepaon (ase. HecBsa3aHHble KOMMOHEHTbl YAAnAlTCH MpU OTMbIBAHUM.
Komnnekcbl aHTUreH-aHTuTeno obHapyxueatTcs nytem gobaBneHus pacteopa
xpomoreHa 3,3’,5,5-tetpametunbensngnHa (TMB) ¢ nepekucblo BogopoAa.
Mocne 30-MuMHYTHOM WHKYGaLMM peakumsa OCTaHaBnMBaeTca AobaBrneHnem
cton-pactBopa. OnTtudeckass nnotHocTb (Of1) B nyHkax onpegensietca Ha
cnekTpodoToMeTpe nNpu AnuHe BonHbl 450/620-695 nm. IHTEHCUBHOCTb XXENTON
OKpacku nponopuMoHarnbHa KonMyecTBy aHTuTen B obpasue.

4. MATEPUATIIbI " OBOPYOOBAHUE
4.1. CoctaB Habopa

MnaHweTt MDA
B kaxgoW nyHke nnaHwerta 3acopbupoBaHbl
STRIPS 1x96 OYMLIEHHble aHTureHbl T. gondii. JIyHKW MOXHO

NYHOK otoenaTte. [locne nepBOro  OTKPbITUSI  XpaHWUTE
HEMWCnonb30BaHHblE  CTPWUNbl B YNakoBKe  Mpu
Temnepartype 2-8°C He bonee 6 mecsaueB

1x96 MnaHweT AnNA npeaBapuTenbHOro pasBeAeHus
NYHOK CbIBOPOTOK

Kanu6paTtop 0

HeratuBHas  cbiBOpOTKa KpPOBM  4YeroBeka C
KOHCEepBaHTOM (KenTbli). XpaHUTb Npu TemnepaTtype
2-8°C

PREDIL|PLATE

CAL[ O] 1x0,25 ml
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CAL[ 10] 1x0,25 ml

CAL] 50] 1x0,25 ml

1x0,25 ml

1x0,25 ml

REDIL|SAMPLE 1x21ml

DIL[SAMPLE 1x13 ml

44 e 0 0
Z — —
> N E

o

I 3

CONJ 1x13 ml

SOLN|TMB 1x13 ml

[TWEEN[WASH[20x] 1 x50 ml

SOLN|STOP 1x13 ml
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Kanu6paTop 10

PactBop uMMyHOrnobynuHoB, cneunguyHbeix Kk T.
gondii, B koHueHTpauwuu 10 IU/ml (ME/mn) B 6ydepe co
cTabunmsaTopamu U KOHCEPBAHTOM (CUHE-3€ereHbIN).
XpaHutb npu Temnepatype 2-8°C

Kanu6paTtop 50

PactBop uWMMyHOrnobynuHoB, cneunguyHbix k T.
gondii, B koHUueHTpauum 50 IU/ml (ME/mn) B 6ydepe co
cTabunmsaTopamu U KOHCEPBAHTOM (OpaH>XeBbIN).
XpaHuTb npu Temnepatype 2-8°C

Kanu6partop 100

PactBop uMMyHOrnobynuHoB, cneunduyHbeix k T.
gondii, B koHueHTpauuu 100 1U/ml (ME/mn) B Bycbepe
co cTabunmsaTopamu 1 KOHCEPBAHTOM (KpacCHbIW).
XpaHutb npu Temnepatype 2-8°C

Kanu6paTtop 200

PactBop MMMYHOrnoGynMHOB, cneunduyHbix K T.
gondii, B koHUeHTpauum 200 1U/ml (ME/mn) B ©ydepe
co cTabunmsaTopamu N KOHCEPBAHTOM (hMONETOBLIN).
XpaHutb npu TemnepaTtype 2-8°C

PacTtBop Ans npeaBapuTenbHOro pasBeAeHus
CbIBOPOTOK

BydepHbIi pacTBOp C AeTEPreHTOM U KOHCEPBaHTOM
(kopuyHeBhbIN). XpaHuTb Npu Temnepatype 2-8°C
PactBop Ans pasBeaeHUsi CbIBOPOTOK

BydepHbIi  pacTBOp € 3KCTPaKTOM  MOIOKa,
[eTepreHToOM U KOHCEPBaHTOM (KeNnTbin).

XpaHutb npu Temnepatype 2-8°C

PacTBOp KOHBlOrara (rotToB K UCMOJIb30BaHUIO)
BydepHbIi pacTBOp MOHOKINOHanNbHbLIX aHTuTen k 1gG
YernoBeka, KOHBIOrMPOBAHHbIN C MEPOKCMAAa30M XpeHa,
co cTabunmsaTopamu 1 KOHCEpPBaHTOM ((h1ONETOBLIN).
XpaHutb npu Temnepatype 2-8°C

PactBop TMbB (roToB Kk uCnosib30BaHuIo)
Pacteop TMB, H:20:, cTabunmsatop, KOHCepBaHT
(6ecuBeTHbIN). XpaHuTb Npu Temnepatype 2-8°C

PacTtBop ansa npombiBku TWEEN (20x koHUeHTpaT)
20-kpaTHbIN  KOHUEHTpaT docdaTHoro Oydepa ¢
TBuHoM-20 (GecuBeTHbIN). Pa3BecTu pacTBop AnNs
npombiBkn TWEEN (20x) 1:20 auctunnupoBaHHOWN
UM OenoHU3npoBaHHOW Bogon (Hampumep, 5 Mn
KOHUeHTpaTa + 95 mn Bogbl Ans 8 nyHok) nepepn
ucnonb3oBaHnem. PasbaBneHHbI pacTBOp XpaHWUTb
npu Temnepatype 2-8°C He 6onee 7 cyTok

CTton-pacTBOp (rOTOB K UCMOJIb30BaHUIO)
Pacteop 0,5 mol H2SO4 (6ecuBeTHbIn). XpaHUTb npu
Temnepartype 2-8°C
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B coctaB Habopa BXxoasT: knenkas nrneHka (2 WT.), cxema BHeceHusi obpasLioB
(1 wT.), GriaHK ANs NOCTPOEHWSsI KANMBPOBOYHOM KPMBOM (1 LUT.), IUCT KOHTPOSbHbIX
NCNbITAHUIA N MHCTPYKLMS MO MPUMEHEHMIO.

4.2. lononHuTenbHbIe peakTUBbI, MaTepuanbl U1 o6opyagoBaHue

ABTOMaTm4yeckue nuneTkn nepeMmeHHoro ob6vema Ha 10—1000 pl n HakoOHEeYHUKK
K HMM, MepHas nabopaTtopHas nocyga (10—-1000 ml), gewoHusupoBaHHas
unu guUCTUNNUpoBaHHas Boda, Tepmowerikep Ha 37°C wunu TepmocTaT Ha
42°C, aBTOMATMYECKMA WX MNOSlyaBTOMATMYECKUA MPOMbIBATENb MNAHLIETOB
(Bowwep), cnekTpodoTomeTp (pugep) ANS MukponnaHweToB Ha 450/620-695
Nm, COOTBETCTBYIOLLME KOHTENHEPLI ANA OTXOA0B MOTEHUMANbHO 3apaXXeHHOoro
mMaTepuana, Tanmep, unbTpoBanbHaa Bymara, ogqHOpa3oBble HeonyApeHHble
nepyaTku, gesvHduumpyowme cpeacTaa.

5. MIPEOOCTEPEXEHUE N TEXHUKA BE3OIMACHOCTHU
5.1. MpenocTtepexeHune

lNeped nposedeHueM aHanu3a BHUMamesibHO 03HaKoOMbMmech C UHCMpyKuueu
Mo npumMeHeHur. [JocmogepHOoCcmb pe3ynbmama 3asucum Oom 4Yemkozao
criedoesaHusi npoyedype aHausa.

—He ucnonb3ynte KommnoHeHTbl WN®PA-Habopa nocrne OKOHYaHWs Ccpoka
rogHoOCTW;

— He UCMonb3ynTe BO BpEMS aHanm3a v He CMeLLVBanTe KOMMOHEHTbI Pa3HbIX
cepuvii, KOMMOHEHTbI N3 HabopPOB pa3HbIX HO30MOTUIM UMM peareHTbl ApYrux
npounsBoauTenen B couetaHnm ¢ Habopom «EQUI Toxoplasma gondii IgGy;

— He 3amopaxunBante NPA-Habop UM ero KOMMNOHEHTbI;

—rocne WCnonb30BaHWA peareHTa 3akpbiBanTe KaxAabl ¢nakoH CBOEW
KPbILLKOW;

— BO BpPEMS NPOMbIBaHWSI KOHTPONMPYWTE HAMOMHEHME Y NOJTHYIO acnupauuio
pacTBopa 13 NYHOK;

— Kaxabl pa3 MCMNoNb3yhTe HOBbIA HAKOHEYHUK MUMETKU ONA BHECEeHUs
o6pa3suoB UM peareHToB;

—un3berante nonagaHus MNpPsIMbIX COJIHEYHbIX Jlyyel Ha peareHTbl NPA-
Habopa;

—[SOLN[TMB] momkeH ObiTb OecuBeTHbIM Mepen ucnonb3oBaHueM. Ecnu
pacTBOp OKpalleH B CUHWUIA UMW XENThbI LUBET, €ro Henb3si UCMoMb30BaTh.
M3beraiiTe KOHTakTa C MeTannamMu WUAM MOHaMW MeTarsos.
Ona paboTbl UCMOMb3yNTe TOSMbKO YMCTYH, TLATENbHO BbIMOMOCKAHHYHO
OUCTUNNNPOBaAHHOW BOAOW NOCYAY;

— He NCNoNb3ynTe peareHTbl, UBET KOTOPbIX HE COOTBETCTBYET YKa3aHHOMY B
nyHkTe 4.1;

— HU B KOEM Crly4ae He UCNOonb3ynTe OA4HY U Ty Xe nocyay Ans "
[SOLN[TMB;

— He NpoBOAUTE BU3yaribHbIV yYeT pe3ynbTaTtoB aHanm3a (6e3 ncnonb3oBaHus
puaepa);
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— JononHuTenbHoe obopyaoBaHMe, Haxogslleecss B HENOCPeaCTBEHHOM
KOHTakTe ¢ OMONorm4yeckMMm maTepuarioMm WM KOMMOHEeHTamu Habopa,
CUMTaeTCs 3arpsi3HEHHbBIM U HYXXAAETCs B O4ULLIEHMM 1 0De33apaXKmBaHuu;

— VI®A-Habop npegHasHadeH Ansa 96 aHanu3oB. KoMMNOHeHTbl nocne
MCNONb30BaHUSA M OCTATKM HEWUCMNONb30BaHHbIX KOMMOHEHTOB [OOKHbI
ObITb YTUNN3NPOBAHDI.

5.2. TexHuka 6e3onacHocTH

—BCe peareHTbl Habopa npegHasHayeHbl TONbKO Ans nabopaTopHOro
npodeccMoHanbHOro MNpUMEHeHUa B jn  Vitro AuarHocTuke u MOryT
NCNoNb30BaTbCs TOMBKO KBannguunpoBaHHbIM MEPCOHANoM;

— MOCTaHOBKY aHanuM3a NpoBOAUTb TOMIbKO B OOHOPA30BbIX HEOMyOpeHbIX
nepyaTKkax u 3aWMTHbIX OYKaXx;

—He pJonyckaeTtcs MpVMHMMaTtb MWWy, MWUTb, KypUTb WM MNOMb30BaTbCSA
KOCMETUKOW B KOMHaTe NpoBeAEeHNs TECTA;

— He NMNeTnpoBaThb PacTBOPbI PTOM;

— kanubpaTtopbl MPA-Habopa «EQUI Toxoplasma gondii IlgG» npoTecTupoBaHsl
N NpU3HaHbl HeraTuBHbIMK Ha HBsAg u aHTutena k BUY1/2, BI'C, Treponema
pallidum, ogHako obpaLLaTbCs C KOHTPONbaMu U UCCregyemMbiMm obpasuamm
cnegyeT Kak ¢ NoTeHUManbHO onacHbIM MHPEKLMOHHBIM MaTepuarnom;

— HEKOTOpble KOMMOHEHTbl Habopa cogepXaT HU3KMe KOHLEeHTpauum
BpeAHbIX BELLECTB M MOTyT Bbi3BaTb pa3gpa)keHue KOXW U CIU3UCTbIX.
MNpn nonagaHum [SOLN[TMB], [SOLN[STOP] n [SOLN[CONJ| Ha cnuaucTble unm
KOXXy HeobxoOuMMO HEMEASIEHHO MPOMbITb MOpPa)KeHHOE MeCTO GonbLIUM
KOnmMyecTBOM BOAbI;

— B cryyae pasbpbl3rBaHus pacTBOPOB, HE COAEPXKALLNX KUCMOTY, Hanpuvep
CbIBOPOTOK, 0bpaboTaTb NOBEPXHOCTb AE3MHPUUMPYIOLUM CPeacTBOM,
3aTeM BbITEPETh Aocyxa hunbTpoBanbHon 6ymaron. B npoTuBHOM criyyae
KMCMOTY CHavana HyXHO HenTpanu3oBaTb pacTBopoM 6ukapboHaTa
HaTpus, a 3aTeM BbITEPETb MOBEPXHOCTb, KaK OMMCAHO BbILLE.

5.3. MHakTUBaLMA 1 yTUNU3aLnAa OTXOA0B

—XnAKne oTxoAbl HeobXxoAMMO WHAKTUBMPOBATb, HaMpMMep, PacTBOPOM
nepekMcn BOAOPOAA B KOHEYHOW KOHUeHTpauun 6% B TeyeHue 3 yacos
npyv KOMHATHOW Temnepatype WM FMNOXMOpUTOM HaTpUA B KOHEYHOM
KoHUueHTpauun 5% B TedeHne 30 MUHYT vnu Opyrumy paspelueHHbIMU
Ae3nHuUMpyoLWmMMy cpeacTeamu;

— TBEpAble 0TX0Abl CriefyeT UHAKTUBMPOBaTb NyTEM aBTOKNABUPOBaHUSA Mpu
TemnepaType ctepununsaunm He menbLie 132°C;

— He aBTOKNAaBUPYWTE pacTBOPbI, cogepxXallme asng HaTpusa Unv rmnoxnopuT
HaTpus;

— YTUNN3aumlo MHaKTUBUPOBAHHbLIX OTXOAOB NPOBOAUTL B COOTBETCTBUW C
OEeNCTBYIOLNM HaUMOHaNbHbIM 3aKOHOAATENbCTBOM.
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6. XPAHEHUE U TPAHCITIOPTUPOBKA

N®A-Habop cTabuneH B Te4eHne cpoka rogHOCTU, yKa3aHHOTO Ha 3TUKETKE,
€CInn ero XxpaHuTb Npu Temnepartype 2-8°C. TpaHcnopTupoBaTb Habop nNpwu
TemnepaTtype 2-8°C. [JonyckaeTcs ogHOpa3oBas TpaHCNOpPTUPOBKa Npu Temne-
paType He Bbilwe 23°C B Te4YeHne aBYyX CYTOK.

7. PEKOMEHOALIUU MO OTBOPY, TPAHCIOPTUPOBKE U
XPAHEHUIO OBPA3LIOB

KpoBb Heobxoammo oTbupaTtb M3 BeHbl B CTepunbHyto npobupky. MNMpobupka
JomkHa  ObiTb  nNpoMapkupoBaHa C  ykasaHuem  MAeHTUUKALNOHHbIX
OaHHbIX nauueHTa u gatbl oT6opa obpasua. LlenbHylo KpoBb 0O OTAeneHus
CbIBOPOTKM MOXHO XpaHuTb 40 24 4YacoB npu Temnepartype 2-8°C, He gonyckas
3aMopaxuBaHus.

CbIBOPOTKY MW Mrasmy KpOBU MOXHO XpaHWTb npu Temnepatype 2-8°C He
bonee 3 cyTok. [JonyckaeTcsi bonee npoAoKNTENBHOE XPaHEHWE 3aMOPOXXEHHON
cbiBOpOTKM npu Temnepatype -20°C wnu -70°C. 33amopoxeHHble obpa3sLbl
nepen MCNonb30BaHWEM criedyeT pasmopo3uTb U BblAepXaTb MPU KOMHATHOM
TemnepaTtype B TedeHme 30 MuHyT. [locne pasmopaxmBaHuss oOpasubl
cnegyet nepemellartb AN AOCTUXEHUS ogHOPOAHOCTU. M3beratb NOBTOPHOrO
3aMopaxuBaHua-oTTanBaHus Mccrnegyembolx obpasuoB. B cnyvyae noMmyTHeHWs
CbIBOPOTKM (MnM nria3mbl) 0CBOGOXAAKTCH OT HEPACTBOPEHHbIX BKITHOYEHUN
ueHTpudyrnposaHmem npu 3000 o6/muH B TeyeHne 10-15 muHyT. He cnepgyet
ncnonb3oBaTb 06pasubl CbIBOPOTOK C BbIpaXXEHHOW NUNMAEMNEn, reMonn3om, a
Takxe bakTepuarnbHbIM NPOPOCTOM.

O6pasuybl  CbIBOPOTOK  TpaHCMoOpTMpOBaTb B TEPMOMU3ONALMNOHHbBIX
KOHTenHepax. [1ns 9TOro 3akpbiTble NPOMapKNMPOBaHHbIE NPOBMPKU HEOBXOANMO
NMOMECTUTb B MOMNNITUINEHOBbIN NAKET, NNIOTHO 3anevartaTb U NOMOXUTb B LLEHTpe
TEPMOKOHTeNHepa. 3aMOpOXeHHble XnafareHTbl MOMOXWUTb Ha [HO BAOIMb
BOKOBbIX CTEHOK TEPMOKOHTENHEPA N HaKpbITb UMM 06pa3sLbl CbIBOPOTOK.

8. NOAIrOTOBKA PEANEHTOB
lNpumeyaHue: lNeped ucnonb3osaHuem 8bidepXxume ece KoOMrnoHeHmMbl MDA-
Habopa npu koMmHamHou memnepamype 18-25°C 8 me4yeHue 30 mMuHym!

8.1. NMoarotoBka nnaHweTta UDA

Ona npegynpexaeHus KOHAEHCauun BOAbl B JyHKax OTKpbIBanTe
TONbKO nocne BblaepxuBaHus 30 MUHYT NpyU KOMHaTHOW TemnepaType.
PackponTe BakyyMHYK ynakoBKY, OTAenuTe HeobXxooMMoe KONMMYECTBO JTYHOK,
a ocTanbHOe cpasy e TWaTeNbHO YNakyuTe ¢ BNaronorfnoTuTenem n xpaHute
NMNOTHO 3akpbITbiIMM Ha 3aMok zip-lock npu Temnepatype 2-8°C. XpaHeHue
ynakoBaHHOro Takmm obpasom nnaHweTta obecneynBaeT ero cTtabunbHOCTL B
TeyeHue 6 mecsueB:

8.2. MpuroToBneHne NpoMbLIBOYHOIO pacTBopa

[na npuroToBneHns NpombIBOYHOrO pacTeopa passeaute [TWEEN[WASH[20x]
1:20 (1+19) AUCTUNNNPOBAHHON UMW OENOHU3UPOBAHHOW BOAOW, MOTOM
nepemelante. Hanpumep, 5 ml koHueHTpaTa + 95 ml BoAbl, 4ero 4OCTAaTOYHO ANS
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8 nyHok. Mpu HanNMuMn KpUCTanoB B KOHLEHTpaTe pacTBopa 4SS NPOMbIBaHMS
nporpeunte dnakoH npu temnepatype 37°C O NONHOro pacTBOPEHNSA KPUCTaNNOB
(15—20 muHyT). Pa3BefeHHbI pacTBOP MOXHO XpaHuUTb nNpu Temnepatype 2-8°C
He Bonee 7 CyTOK.

8.3. NpeaBapuTenbHoe pa3BeaeHne ob6pasLoB U KanubpaTopoB

TecTupyembie ob6pasubl U kanubpartopbl NpeaBapuTensHo pa3eeguTte B 10 pas
[PREDIL[SAMPLE]. A1 9TOr0 B HEOBGXOAMMOE KOMUYECTBO NMYHOK (KOMMMEKTyeTcs
B Habope) BHecuTe no 90 ul n pnobasbte no 10 ul o6pasLos
n kanubpartopoB. [lpy BHeceHun ob6pas3yoB M KannbpaTOpPOB OCTOPOXKHO
NMNeTMpynTe CMECh, MPM 3TOM LIBET pacTBOpa B NyHKaX JOJKEH U3MEHUTLCS C
KOpU4HEBOro Ha cuHuii. Mpouenypy pasBeaeHns o6pasLoB 1 KOHTpoONen cnegyeT
NPOBOAWTb HEMOCPEACTBEHHO Nepes aHanm3oMm.

O6pasuybl MauMEHTOB C OXWOAAEMOMW KOHUEHTpauuen cneumduyecKkmnx
aHTUTEN BbIlE (200 IU/ml (ME/mn)) pekomeHOyeM wuccriegoBaTb B
OByx passefgeHusix 1:100 n 1:1000. Ytobbl nccnenosaTb obpasel, B pasBeaeHnn
1:1000, npuroToBbTE NpeaBapuTenbHoe paspegeHue obpasua 1:100, ans satoro
pobaebTe 10 pl obpasua k 990 yl [PREDIL[SAMPLE].

OpHako BcTpeyatoTcs obpasubl C BbICOKAM COAEpKaHUeM cneumuvecknx K
T. gondii 1gG (Bbiwe 1000 IU/ml (ME/mn)). Ansa Takux obpasyos Ol1, nonyyeHHas
npu wuccnegoBaHmm B pasBegeHun 1:1000, Oymet 6Gonblie ONTUYECKON
NNoTHOCTU [CAL[200]. [MoaTOMy AN KOPPEKTHOro onpeAeneHns KOHUEeHTpauum
crneumdunyecknx aHTUTEN B Takmx obpasuax cnegyeT nccnegoBatb X B KOHEYHOM
passegeHun 1:3000, a gnsa aT0ro NPUroTOBUTL NpeaBapuUTeNnbHOE pa3BefeHune
aTnx o6pasuyos 1:300. K npumepy: 2990 pl + 10 pl uccnegyemoro
obpasua.

9. MPOLUEOYPA AHAJIN3A

9.1.MoarotoBbTe HEOOXOANMMOE KONMUYECTBO NYHOK Anst aHanuia (NaTb NyHOK
Ans  kanubpatopoB M HeobxoguMmoe KONMMYecTBO Ans uccnegyembix
obpasuoB), BcTaBbTe UX B pamky nnaHweta NPA. JlyHkn ¢ kanubpaTtopamu
obs3aTenbHO BKAOYANTE B KaXAYH0 NOCTaHOBKY aHanmsa.

9.2.3anonHuTe cxeMy BHeceHusi obpasLos..

9.3.MMpurotoBbTE pacTBOp Afsi NPOMbIBaHUS B COOTBETCTBUN C MYHKTOM 8.2.

9.4.MpurotoBbTe NpeaBapuTenbHOE pas3BedeHMe 00pas3LoB M KanmbpaTopos,
Kak onmncaHo B nyHkTe 8.3.

9.5.BHecuTe BO Bce nyHkM nnaHweTa no 90 ul [DILSAMPLE].

9.6.BHecuTe BnyHkmnno 10 yl npegBaputenbHo pa3BegeHHbix 1:10 kanmbpaTtopoB
1 nccrnegyembix o6pasLoB:
[CALTO] - B nyHky A, — B IyHKy B1, [CAL[50] - B nyHKy C1, [CAL] 100 ] -
B nyHky D1, — B nyHKy E1, B ocTanbHble NyHKN — nccnegyemble
obpasubl. Takum obpasom, KOHeyHoe pa3BefeHne o6pas3uoB B JyHKaXx
normkHo coctaenate 1:100. NMpn BHECEHMN NPOUCXOOUT N3MEHEHME LBeTa
pacTtBopa C Xentoro Ha 3eneHbli. OCTOPOXHO NUNETUPYNUTE CMeECb B
nyHKax, He gonyckas neHoobpa3oBaHus.
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9.7.3aknenTe CTpUNbl KNENKOW NITEHKOM N UHKYOupynTe B TedeHne 30 MUHYT

npu Temnepartype 37°C.

9.8.1Mo okoH4YaHWM MHKYBaLUKM akKypaTHO CHUMMUTE KIENKYI0 MAEHKY U MpOMOonTe

NYHKW NATb pa3 C MCMONb30BaHWEM aBTOMAaTMYECKOro NMpoMbiBaTENs unm
8-kaHanbHOW NUNeTKM cnegytowmm obpasom:

— yoanuTe CoAepXMMOe NYHOK B KOHTENHEP ANS XKUOKUX OTXOAOB;

— HanomHWTe INyHKM cTpunoB He MeHee yem no 300 pl pactBopom gns
NPOMbIBaHUs, OCTaBbTE HE MeHee, YeM Ha 30 CeKyHp;

— acnvpupymnTte pacTBop u3 nyHok. OcTaTouHbIi 06bem pacTBopa nocrne
Kakgoro atana acnupauum JOJBKEH COCTaBnATb He 6onbLlue 5 i;

— NOBTOPUTE NpoLeaypy NPOMbIBaHUSA eLle NATb pas;

— nocre nocneaHen acnupauny n3baebTech OT NIULLHER BNaru, NOCTykneBas
nraHwWeToM no unbTpoBarnbHoOM Gymare.

9.9.BHecuTe B nyHkn no 100 pl [SOLN[CONJ]. CTpunbl HAKPONTE HOBOW KITEMKOW

9.10.

9.11.

9.12.

9.13.

9.14.

NNeHKon 1 uHKybupyrte B TedeHne 30 muHyT npu 37°C.

Mo OKOHYaHMM MHKYBaUMW akkypaTHO CHUMWUTE KNENKYHo NIIEHKY U MPOMOoWTe
NYHKK NATb pas, kak onncaHo B NyHkTe 9.8.

Buecute B nyHkn no 100 pl [SOLN[TMB], HEe Kacasicb OHa U CTEHOK JTYHOK
nnaHwera.

NHkyBupynte ctpunbl B TeyeHne 30 MUHYT B TEMHOM MeCTe Npy KOMHaTHOM
TemnepaTtype 18-25°C. He ncnornb3yinTe Knenkyo NieHKy Ha JaHHOM aTare.
BHecute B nyHku ctpunos no 100 pl ONsi OCTaHOBKM
depMeHTaTUBHOM peakLmu, MPUAEPXKMBASACH TOM XXe NoCreaoBaTeNbHOCTH,
YTO U NpK BHECEHUU [SOLN[TMB]. BOo BpeMsi BHECEHUS MPOUCXOANT UBMEHEHUE
LBeTa pacTBopa € roflyboro Ha XXenThblit, B lIyHKax ¢ Mpo3paYHbiM pacTBOPOM
HEe3HaYMTENbHO MEHSIETCS OTTEHOK.

NamepbTe Ha pupgepe Ol B kaxgow nyHke npu gnuvHe BonHbl 450/620-
695 nm B TeyeHne 5 MUHYT Nocne OoCTaHOBKM peakuuu. [o npoBefeHus
namepeHuss ybegutecb B YMCTOTE BHELUHEW MOBEPXHOCTU OHA JyHOK U
OTCYTCTBUM My3bIPbKOB.

Yuem pe3ynbmamoes aHanusa MOXHO npoe8odums 8 0OHO80/THOBOM PEXUME
npu OnuHe 8osHbI 450 nm, 8 samom criydae ocmasbme fyHKY 07151 ycmaHO81eHUsI
6r1aHKa (8 maKy yHKY Hecume moJibKo [SOLN[TMB] U [SOLNJSTOP ).

10. YYET PE3YJIbTATOB U UX UHTEPIMNPETALUUA

10.1. KoHTponb AOCTOBEPHOCTU pe3ynbTaToB aHanusa
[aHHble TecTa cunTaoTCa 4OCTOBEPHBLIMU, ECIIM OHW OTBEYAT CMeayrLUM
TpeboBaHUsAM:

CAL[ 0] on <0,20
on =0,150
on =o0n x 3

Pepakuus 8 ot 07.02.2023r. 9/16



CAL| 100 Oon = Orr [CAL[50] x 1,2
on 22,0
10.2. YyeT pe3ynbTaToB aHanusa
[na nonyyeHns KONMYECTBEHHbIX pPe3ynbTaToB OnpeAeneHnss KOHUEeHTpaLumm
aHTuTen knacca IgG B IU/ml (ME/Mn) nocTpoiTe KanMbpoBOYHYHO KPUBYHO: Ha
ocn QY oTnoxute nomnyvyeHHble 3HadeHuss Ol natu kanubpatopos
, [CALT10], [CAL[50], [CAL[100] n [CAL[200], @ Ha ocn OX — cooTBeTCTByHOLIUE
UM KoHueHTpaumm — 0, 10, 50, 100, 200 IU/ml (ME/mn) cootBeTcTBeHHO. C
NoMOLLbIO KanMbpoBoYHOro rpadmka onpegenurte koHueHTpauumto [U/ml (ME/mn)
cneundudeckux IgG B uccnegyembix obpasuax, COOTBETCTBYHOLLYH 3HAYEHUIO

nony4eHHon Ol1.
Mpumep KAAMGPOBOYHOIO rpadOUKa NPUBEAEH HO PUCYHK
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lMpumeyaHue: He ucnone3ytime amom epachuk 0151 onpedenieHUss KOHYeHmpauuu

cneyuguyeckux aHmumen 6 aHanuse. [lnsa kaxdol nocmaHO8KU

aHarsnusa Heobxodumo cmpoumbs omoesibHy KanubposoyHyro Kpusyto!

Ona obpasuyos, wuccrneposaBlwmxcd B passegeHun  1:1000 wn  1:3000,

onpefeneHHyo no rpaduky KOHLEHTpaUu cneundunyecknx aHtTuTen cnegyet
NepeMHOXWUTb Ha CTENEHb pa36aBneH|/|;|, T.e.

KOHe4YHasi KOHUeHmpauyusi = KoHueHmpauyus no gpaguky * 10 (unu x 30)

Ons y,CI,O6CTBa ydeTa pe3ynbratoB peakumMnm MOXHO MUCNOJ1b30BaTb
KOMMNbKOTEPHbIE  NpPOrpaMmMmbl  CYHUTbIBAHUA U UCHUCIIEHNUA  pPe3yrbTaToB
nccnegoBaHUN.

10.3. UHTepnpeTauma pe3ynbLTaToB
KoHueHTpauus IgG B

obpasLie WHTepnpeTtaums
> 10 IU/ml (ME/mn) MONOXWUTENbHbLIN
8-10 IU/ml (ME/mn) HEONPEOENEHHbLIN*
< 8 IU/ml (ME/mn) OTPULATEbHbIN

*

HeonpeneneHHble o6pasubl peKkoMeHAyeTCs uccnenoBaTb MOBTOPHO
B OBYyX NyHkax Habopa W®PA. Ecnu pesynbtaThl cHOBa OyanyT B npepenax
HeonpeeneHHbIX, criegyeT NpoBecTn O0TOOP M aHanu3 HoBoro obpasua yYepes
2-4 Hepenu. B cnyyae NnOBTOPHOroO MonyyYeHUsi HeonpeaerneHHbIX pe3ynsTaToB
Takue obpasLbl cuMTaTh OTPULATENBHBLIMU.
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10.4. MeTponoruyeckas npocriexxmnBaeMocTb KanmépaTopoB

KoHueHTpaumm kannbpatopos NPA-Habopa «EQUI Toxoplasma gondii IgG»
cooTBeTCTBYHOT TpeTbemy MexayHapogHoMy CtaHgapTy Anti-Toxoplasma serum,
Human TOXM (NIBSC, WHO) B gnanasoHe 10-200 IU/ml (ME/mn) (slope = 1,015;
R2 = 0,978). OT0 cBMAETENbLCTBYET O METPOSIOrMYECKON MPOCNEXUBAEMOCTM
kanubpatopoB NPA-Habopa «EQUI Toxoplasma gondii IgG» B mexayHapogHo
cornacosaHHoM kannbposoyHom maTepuane (CtaHgapt TOXM).

11. XAPAKTEPUCTUKU TECTA

11.1. AHanuTUYeCKMe xapakTepuCcTUKU

MpeunsanoHHoOCTb
Bocnipouszsodumocmsb pe3ynbmamos 8 ripedesiax 00HOU MOCMaHO8KU aHasusa
(Intra assay repeatability)

KoadppmumenTt Bapuaumm (CV) ana ABYX CbIBOPOTOK C pPasHbIM YPOBHEM
cneunduyecknx aHTUTen oueHmBanu B 32 noBTopax Ha oaHoun cepun VOA-
HabopoB.

KoHueHTpauus
Ne cbIBOpOTOKM OI'ICp IgG, 1U/mI (ME/mn) CV, %
291 1,002 32,7 5,9
292 1,453 48,7 12,9

Bocnpoussodumocms pe3ynsmamos Mexdy pasHbIMuU nocmaHoe8KaMu aHanu3a
(Inter assay reproducibility)

KoadppumumeHnT Bapmnauum (CV) onsa AByX CbIBOPOTOK C pa3HbIM YPOBHEM Cre-
LUMUYECKNX aHTUTEN OLEHUBANU B TEYEHUE YeTblpex AHEW B YeTbipex nocra-
HOBKax aHanu3a no 8 NoBTOPOB B KaX0OM aHanuse.

KoHueHTpauus

Ne cbIBOPOTOKHM on,, IgG, 1U/mI (ME/mn) CV, %
291 1,100 30,6 13,1
292 1,317 36,8 1,7

AHanuTn4yeckas YyBCTBUTENbHOCTb

«paHnuaocbHapyxeHusi» (LoD)—HanmeHbLIasg KOHLEHTpaUsiaHaNnM3npyemMoro
BelwlecTBa B obpasue, BbIABNISIEMOM C 3asBIIEHHOW BEpPOSATHOCTLI, And NOA-
Habopa «EQUI Toxoplasma gondii IgG» coctasnset 5,0 IU/ml (ME/mn).

«paHnua konmmyecTBeHHoro onpegenerusi» (LoQ) - HauMmeHbluas
KOHUEHTpauus aHanuta B obpasue, onpegensieMasl KONMYECTBEHHO C
3asBMIEHHON MPUEMNEMON TOYHOCTbIO M npaBuiibHoCcTbo, Ana N®PA-Habopa
«EQUI Toxoplasma gondii IgG» coctasnsiet 5 lU/ml (ME/mn).

«paHunuya otpuuatensHoro aHavyeHus» (LoB) coctasnset 0,4 IU/ml (ME/mn).

[dnana3oH NMHeNHoCTHn

IOunanasoH nuHenHoctn WPA-Habopa «EQUI Toxoplasma gondii IgG»
Haxogutcs B npegenax 10-160 [U/ml (ME/mn). Mpun ncenegosannm obpasuos
CbIBOPOTOK C BbICOKOW KOHLUeHTpauuen IgG aHtuten k T. gondii (6onee 200 U/
ml (ME/mn)) hook-adhcpbekT He oBHapy»keH 0o KoHueHTpaumm 6000 1U/ml (ME/mn).
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AHanutun4yeckas cneuupPUIHOCTb

Ha pesynbrat aHanmsa He BNusdeT Hanuuve B obpasue GunupybuHa B
KoHueHTpauumn go 0,21 mg/ml (361,8 umol/l), remornobuHa B KOHLEHTpaLmm
8o 10 mg/ml v TpurnuuepngoB B koHueHTpauun go 10 mg/ml (11,3 mmol/ 1).

B pesynbrate npoBefeHHbIX UCCNEeAOBaHWI HE BbISIBIIEHO MEPEKPECTHbIX
peakumi ¢ aHTuTenamu knacca IgG k BMpycam KpacHyxu, dnwTenHa-bapp,
npocTomy reprnecy 1 1 2 Tuna v uutTomeranosupyca. Takxe He BbIBNIEHO
BNUSAHWS Ha pesynbTaT aHanusa peBmaTougHoro cpaktopa B obpasuax go
koHueHTpauumn 1390 [U/mn (ME/mn). Pe3ynbTaT aHanuaa, NonyvYeHHbIA Ans
Kaxxgoro obpasua, cpaBHMBanNu c pe3ynbratoM, Nofly4eHHbIM B KOMMEPYECKOM
TecT-cucTeme, nmetwulern CE-MapKknpoBKy, 1 paccymMTbiBann OTHOCUTENBHYIO
cneumdpundHocTb MOA-Habopos «EQUI Toxoplasma gondii IgG».

11.2. narHocTuYeckme xapakTepucTukm

[na onpepeneHus 4yBCTBUTENbHOCTM U cneundpuyHocTn VDA-Habopa
ncnonb3doBanu 31 obpasel CbIBOPOTOK, MOMAYyYEHHbIX OT MauNeHTOB
C KIMWMHMYECKUMM CUMMMTOMamu, KOTOopble MOryT Habniogatbcsa npu
Tokconnasmose u 97 CbIBOPOTOK KMAMHUYECKM 300POBbIX MaLMEHTOB.
YyBcTBUTENBHOCTL U cneunduyHocTs NPA-Habopa «EQUI Toxoplasma
gondii IgG» coctasnsanu 100%.

Takxe XxapakTepucTuku MeToda wuccnegoBanu Ha LeneBon rpynne
BepeMeHHbIX xeHwWwuH (190 obpasuos) u Belbopke JOHOPOB (287 0bpasLoB)
MO CpaBHEHWUIO C aHaroOrMyHbIMU KOMMEpPYECKUMM Habopamu, UMeLUMm
CE-mapkupoBky. [Ons BblGOpkn OepeMeHHbIX XEHLUMH OTHOCUTENbHas
YYyBCTBUTENLHOCTb U cheunduyHocTs coctaBuna 98,9%, npoueHT
cosnageHna — 98,9%. [Ona BblbOopkM [OOHOPOB  OTHOCUTENbHas
YyBCTBUTENbHOCTL cocTaBuna 99,4%, oTHocuTenbHas cneuuguyHoCcTb —
99,0%, npoueHT coBnageHus — 99,3%. OO6wasa pacnpocTpaHeHHOCTb B
nonynsaunn coctasmna 57,98%, 4To NOSTHOCTLIO COOTBETCTBYET NIUTEPaTYPHbIM
OaHHbIM.

[Mo3nTmMBHasa nporHocTudeckas ueHHocTb (PPV) W®A-Habopa «EQUI
Toxoplasma gondii IgG» coctaBnsieT 100%, oTpuuaTenbHas NporHocTu4ecKas
ueHHocTb (NPV) — 100%.

12. OrPAHNYEHUE AHATIN3A

MonoxuteneHbin pesynstat B VIOA-Habope «EQUI Toxoplasma gondii
IgG» gABnNfeTCcsa CBMAETENbCTBOM HanMuuMs y MauMeHTa aHTUTen knacca
IgG, cneundunyHbix K T. gondii, KOTOpble NPOAYLUPYOTCS OPraHn3MOoM Mpu
MHprUMpoBaHuUM Bo3byauTenem Tokconnasmosa. Hanmuume aHTutTen aToro
Kriaccay HOBOPOXAEHHbIX He ABNSieTCA NoATBEPXKAEHUEM NX MHULUPOBAHMS
T. gondii. OgHoKpaTHOEe 0OHapyXeHne ga)e BbICOKMX TUTPOB aHTUTEN Knacca
IgG Henb3sa cunTaTh JOKa3aTeNbCTBOM He4aBHEro MHPULMPOBAHNS.

HeraTtusHbin pe3dynstat B Habope EQUI Toxoplasma gondii IgG nokasbiBaer,
4YTO TecTupyeMmbln obpaseL He cogepXuT cneumduyeckux aHTuTen wnm
X KOHLEHTpaUMs HWXEe YPOBHS YyBCTBUTENbHOCTM aHamnus3a. Hanpumep,
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ecnn obpasel nony4vyeH 4epe3 HeOOMbLUIOW MPOMEXYTOK BPEMEHW Mocre
WHMUMpPOBaHUA, To aHTUTena knacca IgG moryT He oOOHapyXuBaTbCs.
Mpy HaNU4MM KNUHUYECKNX CUMMNTOMOB HEOOXOOMMO MPOBECTU MOBTOPHOE
TecTUpoBaHWe NaumeHTa vYepes 2-4 Hea.

[na KOppeKTHOW AMarHOCTUKW aKTUBHOW WHMeKUMM crenyeT MpoBeECTU
nuccnepoBaHne Hanuuus IgG aHTUTENn B napHbiXx obpasuax, MNosnyYeHHbIX
C VHTepBanom 3abopa KpOBM He MeHee OBYX Hedefb, a TakXe MpPOBECTU
TeCTUpPOBaHWe Ha Hanu4ime cneundunyecknx aHTuTen knacca lgM, Hanpumep,
B VIDA-Habope «EQUI Toxoplasma gondii IgM». Ons auddepeHumanmm
NepBMYHON U NacT-MHEKUUN PEKOMEHAYETCH [OOMONHUTENBHO MPOBECTM
onpeperneHne nHaekca aBMaHoCcTu cneundudeckux IgG aHtTuTen (Hanpuvep,
B IPA-Habope «EQUI Toxoplasma gondii IgG avidity»).

OkoH4YaTernbHbIA AMarHo3 He MoOXeT OblTb YCTAHOBIEH TOMBKO MCX04sA U3
pe3ynbTaToB ceporiornyeckoro tecta. [pu yctaHoBneHun gnarHosa cnegyer
yuynTbiBaTh pe3ynbTaTbhl KOMMMekca NnabopaTopHbIX M MHCTPYMEHTarbHbIX
nccnefoBaHWUin, a Takxe KIIMHUYECKNE NPOosiBNEHNsT 3aboneBaHns.

13. TPYOHOCTW, KOTOPbLIE MOI'YT BO3HUKHYTb MNMPU
NMPOBEAEHUU NDA

Bbicokuli ¢poH 8 siyHKax ece20 rniaHwema Mo)xem 603HUKHYMb U3-3a:
— 3arpsA3HEeHHOro NpoMbIBaTENS;
— HM3KOro KayecTBa Unu 3arpsi3HeHus Boabl;
— MCNOMb30BaHWs NIOX0 NOMbITON NOCYAbI;
— MCNOMb30BaHUs Ae3NHMULMPYIOLWLNX CPEACTB, CoaepXaLLMX XNop;
— MCNOMb30BaHuUs 3arpsi3HEHHbIX HAKOHEYHUKOB;
— YBENMYEHUs BpPEMEHU MHKYyOauum MNu U3MEHeHUs TemnepaTypHOro
pexuma.
Bbicokuli poH 8 omOesnibHbIXx psidax Moxxem 6bIMb c8si3aH C:
— MNOBTOPHbLIM BHeCeHneM pacTteopa TME;
—3arpsi3HeHMEeM KOHyCa aBTOMaTUYECKON NUNETKN paCTBOPOM KOHbIOraTa;
— 3arpsA3HeHneM OAHOro 13 KaHarnoB NPOMbIBATENS.
lMonyyeHHoe 3HadyeHue OIfl noOsIOKUMENBLHO20 KOHMPOJISA HUXe
ycmaHoe8sieHHoU epaHulybl, ecu:
— HenpaBuIlbHO NPUrOTOBMEH UIW HE BHECEH OOMH U3 peareHToB (pacTBop
KOHblorata unu pactesop TMB);
— COKpaLleHo BpeMsi MHKybaLmMm Ha OAHOM 13 3TanoB..
WHumeHcusHOoCMb OKpawueaHusi JIYHOK He coomeemcmeyem
nony4eHHOU onmuyYyecKol niomHocmu. 3T0 MOXET CBUAETENbCTBOBATL O
CMELLEeHHOM ONTUYECKOM IyYe.
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vitro M3mepeHue BenuumH B Ouonormyveckmx npobax. MeTponornyeckas
NPOCNEeXNUBAEMOCTb 3HAYEHUN, NPUNUCAHHbIX KannbpaTtopam 1 KOHTPOSbHbIM
maTepuanam (EN ISO 17511:2003, IDT)

Hanna Tolonen, Kari Kuulasmaa, Tiina Laatikainen, Hermann Wolf and the
European Health Risk Monitoring Project. Recommendation for indicators,
international collaboration, protocol and manual of operations for chronic disease
risk factor surveys Part 4.Storage and transfer of serum/plasma samples// Finnish
National Public Health Institute 2002// https://thl.fi/publications/ehrm/product2/
part_iii4.htm

Surveillance Guidelines for Measles, Rubella and Congenital Rubella Syndrome
in the WHO European Region. Annex 3.Collection, storage and shipment of
specimens for laboratory diagnosis and interpretation of results//Geneva: World
Health Organization; 2012 Dec.
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CXEMA NPOBEOEHUNA AHATTU3A

BbigepxaTb peareHTbl 30 min npu Temnepatype 18-25°C

B nyHku [PREDIL[PLATE] BHecTu no 90 ul [PREDIL[SAMPLE | n no 10 pl
ncenegyemMbix 06pasuoB 1 kanubpaTopos
(NnpoucxoguT N3MEHEHME LiBeTa C KOPUYHEBOIO HA CUHWIA)

B nyHku [STRIPS | BHecTr no 90 pl [DIL[SAMPLE

(kenTbIN LBET)

BrecTtun no 10 pl npeaBapuTenbHO pasbaBneHHbIX kanmbpaTopos 1
ncenegyemMbix 06pasLoB:

A1 —[CAL] 0], B1 —[CAL] 10], C1 —[CAL[50], D1 —[CAL[ 100], E1 —[CAL[ 200],
B OCTallbHble MyHKW - nccnegyemole obpasLbl

(NponcxoanT M3MeHeHMe LBeTa C XKeNnToro Ha 3efeHbli)

3aknenTb CTPUMbI MIEHKOW, MHKy6upoBaTtb 30 min npu Temnepatype 37°C

MpombITe NyHKM 5 pa3 npurotoBneHHbiM 1:20 (1+19) NPOMbIBOYHBIM PacTBOPOM
TWEEN (300 pl B nyHKy)

B nyHkn ctpmnos BHecTn no 100 pl [SOLN]CONJ

(dbmonetoBbIv LBET)
3aknenTb CTpUMbI NIIEHKOW, MHKYO6upoBaTb 30 min npu Temnepatype 37°C

MpombITe NyHKM 5 pa3 npurotoBrieHHbIM 1:20 (1+19) NpOMBIBOYHBIM PpacTBOPOM
TWEEN (300 pl B nyHKy)

B nyHkn ctpmnoB BHecTun no 100 pl

MHkyBnpoBaTth Ha npoTsikeHun 30 min B TeMHOTe Npu
Temneparype 18-25°C

B nyHkn ctpunos BHecTr no 100 pl

(MpovcxoouT M3MeHeHWe LBeTa C ronyboro Ha XenTblin)

M3mepuTb onTnyeckyto nnoTHocTk (OI1) Ha cnekTpodoTomeTpe npu 450/620-
695 nm

YYET PE3YJIbTATOB AHAJIU3A

MocTpouTb KanMbPOBOYHYHO KPUBYHO,
onpenenuTb KoHueHTpauuio 1U/ml
(ME/mn) cneunguyeckmx K
Toxoplasma gondii aHTUTen knacca
IgG B nccnepyembix obpasLax

MHTEPNPETALUUA PE3YJNIbTATOB
> 10 [U/ml (ME/mn) MONOXUTENbHBIN

8-10 IU/ml (ME/mn) HEOTPEJEJIEHHbIN
< 8 IU/ml (ME/mn) OTPULLATENbHBLIN




Toxoplasma gondii IgM

NDA-Habop ANA KayeCTBEHHOro ooHapyXeHus
aHTuten knacca IgM k Toxoplasma gondii

NHCTPYKUMSA NO NPUMEHEHIO

IVD “Wanggzos UAG-%:RJ 30







EQUI Toxoplasma gondii IgM
NPA-Habop onst kKayecTBEHHOro obHapyxeHus
aHTuTen knacca IgM k Toxoplasma gondii

1. HASBHAYEHUE

Habop «EQUI Toxoplasma gondii IgM» npegHasHavyeH Ons Ka4yeCTBEHHOrO
obHapyxeHus aHTMTen knacca IgM k Toxoplasma gondii B CbiBOPOTKE uUNu
nnasMe KpoBM 4enoBeka MeTogoM MMMYyHodepmeHTHoro aHanusa (MOA) c
Lenblo AMarHoCTUKM OCTPOro Tokconrnasmosa. lNpouenypa aHanunsa paccumtaHa
Kak Onsi pydHOW MOCTAHOBKM C aBTOMAaTMYECKMMM NUMNETKaMU U CTaHAAPTHbIM
obopynoBaHMeM, Tak U aBTOMATMYECKOro MMMYHOMEPMEHTHOrO aHanuaaTopa
OTKPbITOro» Tuna.

LleneBas rpynna: >xeHLWMHblI 4ETOPOAHOrO BO3pacTa, 6epeMeHHbIE XEeHLUNHbI
N HOBOPOXEHHbIE.

MpumeHeHune: VIOA-Habop NpUMEHSAETCHA B KIMHUYECKMX OUArHOCTUYECKUX
nabopartopuax M OpYrux yuypexgaeHusix, paboTtatowmux B obnactu in vitro
ONarHOCTUKMN.

2. KMMHUNYECKOE 3HAYEHMUE

Tokconna3amo3 — 3TO MapasuTapHoe 3aborneBaHWe YenoBeKa W XUBOTHBbIX,
KoTopoe 0COBGeHHO onacHO Ans 6GepeMeHHbIX M3-3a pasBUTUSA  CUTbHBIX
nopaxeHun nnoga. bornesHb BbI3bIBAOT OAHOKNETOYHbIE NpocTenwmne Buaa
Toxoplasma gondii.

T. gondii — 3TO BHYTPUKIETOYHbIN OONMraTHbI NapasuT, €ANHCTBEHHbIN
onucaHHbIN npefcTasuTens poga Toxoplasma. XN3HEHHbIN LMKIT TOKConnasm
SIBMSIETCSA CMOXHbIM, C YepegoBaHnem 6ecrnonoro 1 nonoBoro pasMHOXEHUS B
pasHbIX X03sieBaxX. TOKCOMMNa3mMmo3 MOXeT ObITb BPOXKAEHHBIM Y NPUOBPETEHHbIM,
KOTOpbIW, B CBOIO 04epeb, MMEeeT OCTPYIO U XPOHUYECKYIO DOPMY.

N3-3a BEPOATHOCTUN CeEPbE3HbIX MOCNEeACTBMIA ONA OGEepeMeHHbIX U nuL C
ocnabreHHbIM UMMYHUTETOM, NPW OTCYTCTBUM YETKUX KITMHUYECKNX NPOSBIEHNI
3aboneBaHua AnNg  OWArHOCTMKM  TOKCOMMa3Mo3a LUMPOKO MPUMEHSAOTCH
nabopaTtopHble meToAbl. [paAmas MuUKpockonus Maska, norimMepasHas uenHas
peakums (MUP) n gpyrve metoabl, no3sonsiowme BoigBUTbL T. gondii, He fatoT
YeTKMX NpeAcTaBneHnii 0 AaBHOCTU UHPULMPOBaHNSA UK CTaann 3aboneBaHns.
Ona gnarHocTukm n gudepeHumnaLmm oCTporo U XpOHNYECKoro Tokconnasmosa
onTMMarnbHbIM ABISETCA UCCNeAoBaHNe HanMyuna n aBugHoCTU crneunguyeckmx
aHTuTen K T. gondii MeTogoM MMMYyHOEPMEHTHOrO aHanunsa.

Cneuundunyeckne aHTutena knacca IgM k T. gondii HaunHaOT BbISBASATLCS B
KPOBW C NATOro AHSA Nocrie NUHPULUMPOBaHUS, UX KOHLIEHTPpaLNa JOCTUraeT CBOEro
MakcuMyma vepes 1-2 mecsua, nocre 4ero nocTeneHHo cHmxaeTcs. Kak npasuio,
yepes 1-2 roga nocne nepBoro MHPULMpoBaHna aHTutena IgM k Tokconnasmam
nepectatoT onpegensatbca. Cneunduyeckue aHtutena knacca lgG nossnsatTcs
Ha Heden noa3xe cneunmduyeckux IgM n gocTuraroT NUKOBLIX KOHLUEHTpauumn
yepes 3-6 mecsaLeB OT Havyana ocTpon nHdekumn. bonee yem AByKpaTHbIM POCT
TUTPOB cneunduryeckmx aHTuTen knacca IgG 3a 2-4 Hegenu MoXeT ykasbiBaTb
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Ha MEepPBUYHYI WHMEKUMIO UMM peakTUBaLM XPOHUYECKOro TOKCOoMna3mosa.
O6blyHO aHTMTena knacca IgG k T. gondii obHapyXuBatoTCs B KPOBU B
TeYeHne BCeW XWU3HW M ABNSATCA MHAMKATOPOM NaTEHTHOro TOKCOMMasmosa.
VccnepoBaHve aBMAHOCTU (POOCTBA @HTUTEN C aHTUreHoMm) cneunduvecKknx
IgG no3BonsAeT OTNIMYUTL NEPBUYHBIA TOKCOMMa3Mo3 OT nacT-uHgekumn. MNMocne
NMepBOro KOHTakTa C TOKConna3MamMy aHTUreHamu Npon3BOASTCS HU3KOABUAHbIE
aHTuTena IgG, co BpeMeHeM OHM 3aMEeHSII0TCS BbICOKOABMAHBIMU. Y GOMNbHbIX
C VMMYHOAEMUUMUTHLIMU COCTOSHUSIMA HU3KOABWAHbIE aHTuTena MoryT
NPOSIBMATLCS B TEHYEHME HECKOMbKNX MeCSLEB. Y OCTanbHbIX NALMEHTOB Hanmyue
BbICOKOABUAHbIX aHTUTenN knacca IgG k T. gondii NO3BONSIET UCKIOYNTL OCTPbIN
TOKCOMMIa3mos.

3. NMPUHUUIN AHATTIU3A

OnpepeneHne aHtuTen knacca IgM k T. gondii B N®A-Habope «EQUI
Toxoplasma gondii IgM» 6a3npyeTcsi Ha NpyUHUMNE «HENPSIMOro» TBepaoda3Horo
NPA B paByxaTanHom wHkybaumm. B nyHkax nnaHwerta 3acopOupoBaHbl
ounLeHHble aHTureHbl T. gondii. pn nepBom aTane uHKybaumm nccnenyembix
00pasuoB B nyHkax nnaHweta VDA cneundmynbl K T. gondii aHTUTENA, ecnu
OHM MNPUCYTCTBYIOT B oOpasuax, CBSA3LIBAOTCA C aHTUTEHaMW Ha TBEPAOW
dase. JlyHkn oTMbIBalOTCA AN yOaneHus HeCBsA3aHHbIX aHTUTESN, OCTalTCA
TOMbKO  cneuuduyeckne KoMMnekcbl aHTureH-aHTutTeno. [locne aTtoro
nobaBnsaeTcs KOHbKOraT aHTUMBMAOBLIX aHTU-IGM MOHOKMOHanNbHLIX aHTUTEN
C NepoKcuaason XpeHa, KOTOpblA CBA3bIBAE€TCSA C UMMYHHbIMW KOMMeKkcamu
Ha TBepaou pase. HecBA3aHHble KOMMOHEHTbl YAAnslTCA Npu OTMbIBaHUMW.
Komnnekcbl aHTUreH-aHTMTENO 00HapyXunBatTcs nyTem gobaBneHus pacTBopa
xpomoreHa 3,3’,5,5-TeTpametuntbensnguHa (TMB) ¢ nepekucblo Bogopoaa.
Mocne 30-MUHYTHOM WHKYyGaLMM peakuusi ocTaHaBnuBaeTcs [obaBneHuem
cton-pactBopa. OnTtudeckas nnotHocTb (Ol1) B nyHkax onpeensieTcd Ha
cnekTpodoTomeTpe npu gnuHe BonHbl 450/620-695 nm. IHTEHCUBHOCTL XXenTom
OKpacku nponopLMoHarnbHa KonM4ecTBy aHTUTeN B obpasLe.

4. MATEPUATBbI U OBOPYOOBAHUE
41. CoctaB Habopa

MnaHweTt MDA
B kaxpgom nyHke nnaHweta 3acopbupoBaHbl
1x96 OYULLEHHble aHTureHwbl T. gondii. JlyHKM MOXHO
NYHOK oTaenaTb. [locne nepBOro  OTKPbITUS  XpaHuTe
HEMCNnoNb30BaHHbIE  CTPUMbl B YNakoBke  Mpwu
Temnepartype 2-8°C He Gonee 6 mecsiueB

1x96 MnaHweTr Aans npepBapuTenbHOro pas3BegeHus

PREDIL[PLATE]
JTYHOK CbIBOPOTOK
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1x0,25 ml

[CONTROL| -] 1x0,6 ml
1x0,75ml

PREDIL[SAMPLE | 1x21 ml
1x13 ml
1x 13 ml

[SOLN[TMB] 1x 13 ml

[TWEEN[WASH[20x] 1 x 50 ml

SOLN|STOP 1x13 ml

MO3UTUBHbLIN KOHTPOJb

PacTteop KOHBHIMPOBaHHbIX cneunduyeckmnx
MOHOKIIOHANbHbIX ~ @aHTUTEeNn  C  KOHCEePBaHTOM
(posoBbIn).

XpaHutb npu TemnepaTtype 2-8°C

HeraTuBHbIA KOHTPONb

HeratuBHas  cblBOpoTKa  KpOBM  4YenoBeka C
KOHCEpPBaHTOM (KenTbil). XpaHuUTb Npu TemnepaType
2-8°C

RF-abcop6eHT (18x kOHLUeHTpaT)

18-KpaTHbIi KOHUEHTPAT MOHOKMOHAMbHbIX aHTUTEN K
IgG yenoBeka ¢ KOHCepBaHTaMu (KenTbIN).

Passectn RF-abcopbeHt (18x) 1:18 pacTtBOpOM
Ons pasBedeHus CcbIBOpOTOK (Hanpumep, 50 ul
KoHuUeHTpaTa + 850 pl pactBopa ansa 8 nyHok) nepen
ucnonb3oBaHneM. PasbaBneHHbIi pacTBOp XpaHUTb
npu Temnepatype 2-8°C He 6onee 1 cyTok

PacTtBOp AnA npegBapuTernbHOro pasBegeHus
CbIBOPOTOK

BydepHbIi pacTBOp C AETEPreHTOM Y KOHCEPBAHTOM
(kopuyHeBbIl). XpaHuTb Npu Temnepatype 2-8°C
PacTBop Ans pasBeaeHusi CbIBOPOTOK

BydepHbln  pacTtBOp €  9KCTPakTOM  MOJSIOKa,
[EeTepreHToM U KoHCcepBaHTOM (DeCLBETHbIN).
XpaHutb npu TemnepaTtype 2-8°C

PacTBOp KOHblOraTa (roToB K UCMOJIb30BaHUI0)
BydepHbIi pacTBOp MOHOKIOHanNbHbIX aHTUTEN K IgM
YenoBeka, KOHbIIMPOBaHHbIV C MEPOKCUAA30M XpeHa,
co ctabunusatopamm 1 KOHCepBaHTOM ((PMONETOBbIN).
XpaHutb npu Temnepatype 2-8°C

PactBop TMbB (roToB K UCNOJIb30BaHUIO)

PactBop TMB, H:0:, ctabunusatop, KOHCepBaHT
(6ecuBeTHbIN). XpaHuTb Npu Temnepartype 2-8°C
PacTtBop ansa npombiBkn TWEEN (20x koHUeHTpaT)
20-kpaTHbIN KOHUeHTpaT ¢ocdaTHoro 6Gydepa ¢
TBuHoM-20 (GecuBeTHbIl). Pa3sBectu pactBop Ans
npombiBkn TWEEN (20x) 1:20 guctunnmMpoBaHHON
UM OEeVOHU3NPOBAHHOW BOAOW (Hampumep, 5 Mn
KOHUeHTpaTta + 95 mMn Bogbl AnNs 8 NyHOK) nepen
ncrnonb3oBaHMeM. Pa3baBneHHbIi pacTBOpP XpaHUTb
npu Temnepartype 2-8°C He Gonee 7 cyTok
Cton-pacTBoOp (roToB K UCNOJIb30BaHUI0)

Pacteop 0,5 mol H2SO. (6ecLBeTHbIN). XpaHuUTb npu
Temnepartype 2-8°C

B cocTaB HaGopa BXoAsT: kfeikas nrneHka (2 LWT.), cxeMa BHeceHusi obpasLoB
(1 WT.), NMNCT KOHTPOSbHBIX UCTIbITAHUIA U MHCTPYKLUS MO NMPUMEHEHWIO.
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4.2. NlononHuTenbHbIEe peakTUBbLI, MaTepuarnbl U1 o6opyaoBaHue

ABTOMaTMYECKME NUNETKM NepeMeHHoro oobema Ha 10—1000 ul n HaKOHEYHUKN
K HMM, MepHas nabopaTopHasa nocyga (10—-1000 ml), genoHuaupoBaHHas
Unu OUCTUNNMpOBaHHas Boda, Tepmowerikep Ha 37°C wunu TepmocTaT Ha
42°C, aBTOMaATMYECKMIA UMM MNOSTyaBTOMATUYECKUA NPOMbIBATENb MMNAHLLIETOB
(Bowwep), cnekTpodoToMeTp (pugep) NS MukponnaHweToB Ha 450/620-695
Nm, COOTBETCTBYIOLLME KOHTENHEPLI ANA OTXOA0B MOTEHUMANMbHO 3apaXXeHHOro
mMaTepuana, Tanmep, unbTpoBanbHaa Oymara, ogqHOpa3oBble HeOoMyApeHHbIe
nepyaTku, gesnHuumpyowme cpeacTaa.

5. MTIPEOOCTEPEXEHUE U TEXHUKA BE3OINACHOCTHU
5.1. MNpepocTtepexeHue

lNeped nposedeHuem aHanu3a 8HUMameslbHO 03HaKOMbmech ¢ UHCMpyKyueu
no npumeHeHurw. J[locmosepHocmb pe3yfibmama 3asucum oOm YemKoe2o
criedosaHusi rpoyedype aHausa.

—He wucnonb3ynte KoMnoHeHTbl VIPA-Habopa nocrne OKOH4YaHus cpoka
ro4HOCTH;

— He UCnonb3ynTe BO BpeMS aHanu3a v He CMeLLMBanNTe KOMMNOHEHTbI pa3HblX
cepuii, KOMMOHEHTbI N3 HabOPOB pa3HbIX HO30MOMUI UINKN peareHTbl ApYrnx
npousBoauTenen B codetaHmm ¢ Habopom «EQUI Toxoplasma gondii IgM»;

— He 3amopaxuanite MOA-Habop nnmn ero KOMMNOHEHTHI;

—nocne MWCNorb30BaHUsS peareHTa 3akpbiBauTe KaXAbli pfiakoH CBOEW
KPbILLKOM;

— BO BpeMSsl MPOMbIBAHNSA KOHTPOMNMPYMUTE HANOSTHEHME U NOSTHYI0 acnupaLmio
pacTBopa 13 fMyHOK;

— KaxAbl pa3 MCMNOMb3yNTe HOBbIA HAKOHEYHUK MUMETKU ONA BHECEeHUus
00pasLoB NN peareHToB.;

—un3berante nonagaHus NPsIMbIX COSIHEYHbIX Nyyen Ha peareHTbl VDA-
Habopa;

—[SOLN[TMB] pomkeH 6biTb GecuBeTHbIM Mepen ucnonb3oBaHueM. Ecnu
pacTBOp OKpalleH B CUHUI UMK XENTbIN UBET, ero Herb3s UCNoNb30BaTh.
M3beraiite koHTakTa C MeTannamu unM UoHamu MeTarssos.
Ona paboTbl UCMOMb3yNTe TONMbKO YMCTYH, TLWATENBbHO BbIMNOMOCKAHHYHO
OUCTUNNNPOBAHHON BOOOW Nocyay;

— He UCMONb3yNTe peareHThl, LBET KOTOPbIX HE COOTBETCTBYET YyKa3zaHHOMY B
nyHkTe 4.1;

— HW B KOEM Cryyae He UCMNOonb3ynTe OAHY U Ty Xe nocyay Ans "
[SOLN[TMB;

— He NpoBOAUTE BU3yaribHbIN y4eT pe3ynbTaToB aHanmaa (6e3 ncnonb3oBaHus
puaepa);

— JonoNHUTENbHOE obopyaoBaHME, Haxogslleecss B HENOCPeACTBEHHOM
KOHTakTe C OMOMnorn4yeckum martepuanom WM KOMMOHeHTamu Habopa,
CUMTaeTCs 3arpsi3HEHHbBIM U HYXXAAETCs B O4ULLIEHMM N 0De33apaXkmBaHuy;
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— N®A-Habop npegHasHadeH ana 96 aHanm3oB. KOMMNOHEeHTbI mnocne
MCMNONb30BAHUA M OCTaTKM HEUCMNOSb30BaHHbIX KOMMOHEHTOB [OOJIXKHbI
ObITb YTUNN3NPOBAHDI.

5.2. TexHuka 6e3onacHocTH

—BCe peareHTbl Habopa npegHasHayeHbl TONbKO Ans nabopaTopHOro
npodeccmoHanbHOro MNpUMEHeHUss B in  Vitro [uarHoctuke u MoryT
NCNorb30BaTbCs TONbKO KBaNMMUUMpOBaHHbIM MEPCOHANoM;

— NOCTaHOBKY aHanusa NpoBOAUTb TOMbKO B OLHOPA30BbIX HEOonygpeHbIX
nepyaTkax u 3aMTHbIX OYKaXx;

—He pJonyckaetcs MpuMHMMaTtb MWLy, MWUTb, KypUTb WM NOMb30BaTbCA
KOCMETUKOW B KOMHaTe NpoBeAeHUs TecTa;

— He NMneTnpoBaTb PacTBOPbLI PTOM;

— koHTponu NdA-Habopa «EQUI Toxoplasma gondii IgM» npoTecTupoBaHbI 1
npu3HaHbl HeratuBHbIMKN Ha HBsSAg n antutena k BUY1/2, BI'C, Treponema
pallidum, ogHako obpallaTbCs C KOHTPONbaMu U uccregyembsimu obpasuamm
cnegyeT Kak ¢ NoTeHUuMansHO onacHbIM MHEKLMOHHBIM MaTepuanom;

— HEeKoTopble KOMMOHEHTbl Habopa cogepXaT HU3KMEe KOHLEeHTpauum
BpedHbIX BELLECTB M MOTyT BbI3BaTb pasfpa)eHue KOXWU U CIN3UCTLIX.
Mpn nonagaHun [SOLN[TMB], [SOLN[STOP] 1 [SOLN[CONJ| Ha cnuv3ucTble unm
KOXy HeobxoOuMMO HEeMeANeHHO MPOMbITb MOpa)eHHOe MecTo 6onbum
KOnM4yecTBOM BOAbI;

— B cryYae pasbpbl3rvBaHus pacTBOPOB, HE COAEPXKaLLUNX KUCMOTY, Hanpuvep
CbIBOPOTOK, 0bpaboTtaTb NOBEPXHOCTb AE3VHMULMPYIOLUM CPeaCcTBOM,
3aTeM BbITEpPETb Aocyxa punsTpoBansHon ymaron. B npoTuBHOM crny4vae
KMCMOTY CHavana HyXHO HenTpanu3oBaTb pacTBopoM 6ukapboHaTa
HaTpus, a 3aTeM BbITEPETb MOBEPXHOCTb, Kak OMMCAaHO BbILLE.

5.3. UHakTUBaUMA U yTUNu3auus oTxonoB

—XNAKMe oTxoAbl HeoOXOoOAUMO WHAKTMBMPOBATb, HaMpMMep, PacTBOPOM
nepekMcu BOAOPOAA B KOHEYHOW KOHUeHTpauun 6% B TeyeHue 3 yacos
npy KOMHATHOW TemnepaTtype WM TUNOXSIOPUTOM HaTpUA B KOHEYHOMN
KoHUueHTpauumn 5% B TedeHne 30 MUHYT unu OpyruMy paspelueHHbIMU
Oe3nHMUMpYOLWMMK cpeacTBamuy;

— TBEpAble 0TX0Abl CriefyeT UHAKTUBMPOBaTb NyTEM aBTOKIABUPOBAHUSA MpK
TemnepaType ctepununsaunm He menbLue 132°C;

— He aBTOKNABMPYWTE pacTBOpPhI, cogepXKallme a3ng HaTpus Uv rmnoxnopuT
HaTpwus;

— YTUNN3aUnN0 MHaKTUBUPOBAHHbLIX OTXOAOB NMPOBOAUTH B COOTBETCTBUU C
OENCTBYHOLLNM HaLMOHaNbHbIM 3aKOHOAATENBCTBOM.

6. XPAHEHUE U TPAHCITOPTUPOBKA

NDA-Habop ctabuneH B TeyeHMe cpoka rogHOCTU, YKa3aHHOro Ha 3TUKETKe,
ecrnu ero xpaHutb npu Temnepatype 2-8°C. TpaHcnopTupoBaTb Habop npwu
TemnepaTtype 2-8°C. [onyckaetca oOAgHopas3oBasi TPaHCMNOPTMPOBKA Mpu
TemnepaType He Bbilwe 23°C B Te4eHne AByX CyTOK.

Pepakuusa 7 ot 07.02.2023r. 7/16



7. PEKOMEHOALIUU MO OTBOPY, TPAHCITOPTUPOBKE U
XPAHEHUIO OBPA3LIOB

KpoBb He0obxogMmMo oTOMpaTh M3 BEHbl B CTEPUITbHYI Npobupky. Mpobupka
JomkHa  ObiTb MpoMapkupoBaHa C  yKasaHWeM  MAEHTUUKALUOHHbIX
OaHHbIX nauueHTa u gatbl oTbopa obpasua. LlenbHylo KpoBb OO OTAeneHus
CbIBOPOTKM MOXHO XpaHuTb 40 24 4YacoB npu Temnepartype 2-8°C, He gonyckas
3aMOpaxuBaHus.

CbIBOPOTKY MNU nnasmy KPOBU MOXHO XpaHUTb npu TemnepaTtype 2-8°C He
6onee 3 cyTok. [JonyckaeTcsi 6onee NnpoAoKNTENBHOE XPaHEHWE 3aMOPOXXEHHON
cbiBOpOTkM npu Temnepatype -20°C wunu -70°C. 33amopoxeHHble obpa3sLbl
nepen MCNonb30BaHUEM criedyeT pa3mopo3uTb U BblAepXKaTb MPU KOMHATHON
TemnepaTtype B TedeHme 30 MuHyT. [locrne pasmopaxmBaHuss oOpasubl
cnegyeT nepemellatb AN AOCTUXEHUS OgHOPOAHOCTU. M3berate NOBTOPHOrO
3aMopaxuBaHus-0TTauBaHus Mccrnegyembix o6pasuoB. B cnyvyae noMyTHeHus
CbIBOPOTKM (MnM nria3mbl) 0CBOGOXAAKTCSA OT HEPACTBOPEHHbLIX BKITHOYEHUN
ueHTpudyrnposanHnem npu 3000 o6/mMnH B TedeHue 10-15 muHyT. He cneayet
ncnonb3oBaTbh 06pasubl CbIBOPOTOK C BbIpaXXEHHOW NUNMAEMUEN, FEMONIN30M, a
Takxe bakTepuarnbHbIM NPOPOCTOM.

O6pa3subl  CbIBOPOTOK  TpaHCMOpTMpPOBaTb B TEPMOU3ONSALMUOHHBIX
KOHTenHepax. [1ns1 9TOro 3akpbiTble NPOMapPKMPOBaHHbIE NPOBMPKN HEOOXOANMO
NMOMECTUTb B MOMNNITUIEHOBBIN NAKET, NMIOTHO 3anevyartaTb WU NOMOXUTb B LIEHTpe
TEPMOKOHTENHepa. 3aMOpOXeHHble XMafareHTbl MOMOXWUTb Ha OHO BAOIb
BOKOBbIX CTEHOK TEPMOKOHTENHEPA U HaKpbITh UMK 06pa3sLbl CbIBOPOTOK.

8. MOAroTOBKA PEAIEHTOB
lNpumeyaHue: lNeped ucnonb3osaHuem 8bldepXXxume 8ce KOMNoHeHMbI MDA-
Habopa npu koMHamHou memnepamype 18-25°C 8 meyeHue 30 mMuHym!

8.1. NMoaroroBka nnaHweTta NDA
Ona npegynpexaeHus KOHAEHcauuW BOAbl B JyHKax OTKpbIBaWTe

TONbKO nocne BblaepxumBaHus 30 MUHYT NpyU KOMHATHOW TemnepaType.
PackponTe BakyyMHYI YNakoOBKY, OTAENUTEe HEOOXOAMMOE KONMYECTBO MYHOK,
a ocTarnbHOe cpasy Xe TlwaTenbHO ynakymnTe ¢ BraronornoTuTenem n xpaHute
NMOTHO 3akpbITbIMKM Ha 3aMok zip-lock npu Temnepatype 2-8°C. XpaHeHue
ynakoBaHHOro Takmm obpa3om nnaHweTta obecrneymBaeT ero cTabunbHOCTb B
TeyeHue 6 mecques:

8.2. MpuroToBneHne NPoOMbIBOYHOIo pacTBopa

[ns npuroToBneHns NPOMbIBOYHOTO pacTBOpa passeante [TWEEN[WASH[20x]1:20
(1+19) UCTMNNNPOBAHHOM NN AENOHN3NPOBAHHOW BOAOW, MOTOM NepemMeLlanTe.
Hanpumep, 5 ml koHueHTpaTa + 95 ml BoAbI, Yero 4o0CTaTo4YHO Ans 8 nyHok. [Mpw
HanuMyMM KpUCTanmoB B KOHLEHTpaTe pacTBopa AN MPOMbIBaHWSA MporpemnTe
dnakoH npu Temnepatype 37°C 0o NonHoro pacteopeHus kpuctannos (15-20
MUHYT). PasBedeHHbIn pacTBOpP MOXHO XpaHuTb npu Temnepatype 2-8°C He
bonee 7 cyToOK.
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8.3. MpeasaputensHoe passegeHne o6pasL0OB U KOHTponen

TecTpyemble o6pasubl U KOHTPOMNWU npeasaputenbHo passeaute B 10 pas
[PREDIL[SAMPLE]. [Insi oToro B HeobBXoAWMOe KOMUYECTBO IYyHOK
(komnnekTyetca B Habope) BHecuTe no 90 pl n pobasste no 10
ul 06pasuoB 1 KoHTponen. MNpn BHECEHUM 0BPasLIOB U KOHTPOMER OCTOPOXHO
MUNeTUpyTe CMEChb, NPM 3TOM LIBET PacTBOpa B NMyHKaX OOMKEH N3MEHUTLCS C
KOPUYHEBOTrO Ha cuHMiA. MNpoLenypy pa3seneHns 06pasLOoB U KOHTPOrel crneayeT
NMPOBOANTL HEMOCPEACTBEHHO Nepes aHarnm3om.

8.4. NpurotoBneHue pacteopa RF-abcopbeHTa

B cnyyae Hanuuma B uccnegyemom obpasue ayToaHTuTena knacca IgM
(peBmaTongHoro dakTtopa), OHM MOryT CBfA3bIBaTbCA C aHTMTEnamu Knacca
IgG k T.gondii, obpadyss MMMYHHbI€ KOMMMEKCbl. OTO MOXET MpPMBECTU K
NOXXHOMOMOXUTENBbHOMY pe3yrbTaTyaHanu3aa. Y4nTbiBasaTo, BaXKHO 6r1oknpoBaTh
ayToaHTuTen m aHtuten knacca IgG abcopbeHTOM peBMaTOMAHOrO dakTopa
(RF-abcopbeHT). laHHas npoueaypa Heobxogmma Takxe Ans npegoTBpalleHus
3amelleHus cneundumnyecknx aHtuten knacca IgM aHtutenamm knacca IgG B
cocTaBe UMMYHHOIO KOMMJeKca, YTO MOXET NPUBECTU K NTOXKHOOTPULATENBHbLIM
pesynbTaTam.

[Ona npurotoBneHnsa pacteopa RF-abcopbeHTa passegute B
4nctom doriakoHe [DIL[SAMPLE] B cooTHoweHun 1:18 (1+17), pacTBop okpalumBaeTcs
B XXenTbiV uBeT. Hanpumep, ona 8 nyHok aHanuaa (0gHOro ctpmna) 4OCTaTOYHO
no6aeutb B 850 i [DIL[SAMPLE] 50 pl [RF-ABSORB[18x]. PaszbaBneHHbI pactBop RF-
abcopbeHTa MOXHO XpaHUTb Npu TemnepaTtype 2-8°C He 6onee 1 CyToOK.

9. MPOLUEOYPA AHAJIN3A

9.1. MoarotoBbTE HEOOXOOMMOE KONMYECTBO JTYHOK AN aHanuaa (4etbipe NyHKn
ANS KOHTPONsA M HeobxoauMoe KONMMYecTBO ANs uccrnegyembix obpasLos),
BCTaBbTE MX B pamky nnaHweta VDA, JlyHkM c KOHTponsMun obsisaTenbHO
BKIlOYaNTE B KaXXJyo NOCTAaHOBKY aHanmaa.

9.2.3anonHuTe cxeMy BHeCceHMs 0b6pa3LoB.

9.3.MNpurotoBbTE pacTBOp 4SSt NPOMbIBaHUS B COOTBETCTBUN C MYHKTOM 8.2.

9.4.TpurotoBbTe NpeaBapuTenbHOE pa3BefeHne obpasuoB M KOHTPONEn, Kak
onncaHo B nyHkTe 8.3.

9.5.MpuroTtoBbTe pacTBop RF-abcopbeHTa B COOTBETCTBMM C MYHKTOM 8.4.

9.6.BHecuTe BO Bce nyHku nnaHweTa no 90 ul RF-abcopbeHTy.

9.7. BHecuTe B nyHku no 10 pyl npegsaputensHo pa3BegeHHbix 1:10 koHTponen n
ncecnegyembix o0pasLoB:
— B NyHKy A1,
[CONTROL[ -| — B nyHkn B1, C1, D1,
B OCTalbHbI€ NyHKN — uccrnegyemble obpasubl.
Takum o6pasom, KOHe4yHOoe pa3BedeHne 00pasuoB B JyHKAX [LOSMKHO
coctanATb 1:100. MMpy BHECEHUN MPOMCXOAUT U3MEHEHME LiBETA pacTBopa
C Xentoro Ha 3eneHbin. OCTOPOXHO NUNETUPYNTE CMECb B JTyHKaAX, He
gonyckasi neHoobpasoBaHus.
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9.8.3aknenTe CTpunbl KNEWNKOW MIEHKOW N UHKYOupynte B TedyeHne 30 MUHYT

npu Temnepartype 37°C.

9.9.T10 okoHYaHWM MHKYBaLUKM akKypaTHO CHUMMUTE KIENKYI0 MAEHKY U MpOMOonTe

9.10.

9.11.

9.12.

9.13.

9.14.

9.15.

NYHKN NATb pa3 C MCMOMb30BaHNMEM aBTOMAaTUYECKOro MpoMbiBaTENS UMK
8-kaHanbHOW NUNeTKM cnegytowmm obpasom:

— yaanuTe COAepXXMMOE fyHOK B KOHTEMHEP ANS XUOKUX OTXOAOB;

— HanomHWTe INyHKM cTpunoB He MeHee yem no 300 pl pactBopom gns
NPOMbIBaHUs, OCTaBbTE HE MeHee, YeM Ha 30 CeKyHp;

— acnvpupymnTte pacTBop u3 nyHok. OcTaTouHbIi 06bem pacTBopa nocrne
KaXkJoro atana acnupauumn JoSMKeH coCcTaBnsaTb He Bonblie 5 p;

— NOBTOpPUTE Npoueaypy NPOMbIBaHWS eLle NATb pas;

— nocne nocnegHen acnupauny n3basbTecb OT NULLHEN BNaru, NocTyknBas
nraHwWeToM no unbTpoBarnbHoOM Gymare.

Brecute B nyHkn no 100 pl [SOLN[CONJ]. CTpunbl HaKpoNTEe HOBOW KIENKON
NNeHKon 1 uHKybupyrte B TedeHne 30 muHyT npu 37°C.

Mo OKOHYaHMM MHKYBaUMW akkypaTHO CHUMMUTE KNENKYH0 NIIEHKY U MTPpOMOoKTe
NYHKN NATb pas, kak onncaHo B NyHkTe 9.9.

Buecute B nyHkn no 100 pl [SOLN[TMB], HEe Kacasicb OHa U CTEHOK JTYHOK
nnaHwera.

NHkyBupynte ctpunbl B TeyeHne 30 MUHYT B TEMHOM MeCTe Npy KOMHaTHOM
TemnepaTtype 18-25°C. He ncnornb3yinTe Knenkyo NieHKy Ha JaHHOM aTare.
BHecute B nyHku ctpunos no 100 pl ONsi OCTaHOBKM
depMeHTaTUBHOM peakLmu, MPUAEPXKMBASACH TOM XXe NoCreaoBaTeNbHOCTH,
YTO U NpK BHECEHUU [SOLN[TMB]. BOo BpeMsi BHECEHUS MPOUCXOANT UBMEHEHUE
LBeTa pacTBopa € roflyboro Ha XXenThblit, B lIyHKax ¢ Mpo3paYHbiM pacTBOPOM
HEe3HaYMTENbHO MEHSIETCS OTTEHOK.

NamepbTe Ha pupgepe Ol B kaxgow nyHke npu gnuvHe BonHbl 450/620-
695 nm B TeyeHne 5 MUHYT Nocne OoCTaHOBKM peakuuu. [o npoBefeHus
namepeHuss ybegutecb B YMCTOTE BHELUHEW MOBEPXHOCTU OHA JyHOK U
OTCYTCTBUM My3bIPbKOB.

Yuem pe3ynbmamoes aHanusa MOXHO npoe8odums 8 0OHO80/THOBOM PEXUME
npu OnuHe 8osHbI 450 nm, 8 samom criydae ocmasbme fyHKY 07151 ycmaHO81eHUsI
6r1aHKa (8 maKy yHKY Hecume moJibKo [SOLN[TMB] U [SOLNJSTOP ).

10. YYET PE3YJIbTATOB U UX UHTEPIMNPETALUUA

10.1. YyeT pe3ynbTaToB aHanusa B
Paccuntatb cpegHee 3HayeHue Ol HeraTuBHOro koHtpons (Nc), ypoBeHb

rpaHnyHoro 3Ha4veHus (Cut off — CO) n nHaekc nosamtueHocTtn obpasua (IP

sample)'

Nc = (Nc1 +Nc2 + Nc3)/3; CO=Nc +0,3
IP =0D /CO, npe OD

sample sample

— OIl obpasua

sample

10.2. KoHTponb A4OCTOBEPHOCTU pe3ynbTaToB aHanu3a
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[aHHble TecTa cuMTalTCa AOCTOBEPHBLIMU, €CMY OHU OTBEYaloT CreayrLmmM
TpeboBaHUAM:

on=1,2
[CONTROL] - ] On=0,150

_ _ ae Ncn — Ol kaxpgoro
Nc x 0,5<Ncn < Nc x 2,0 nosTopa No

Ecnu ogHO 13 3HaveHuit O HeraTMBHONO KOHTPONS BbIXOAWUT 3a npeaensl
YyKa3aHHOro BblLLE UHTEpPBana, ero He y4nMTbIBaloT Y pacCUYMUTbIBAOT NO OCTasbHbIM
3HayeHusm Ol HeraTuBHOro koHTpons. Ecnu 6Gonee opHoro 3HadeHus Orl
HeraTMBHOIO KOHTPOMSA He COOTBETCTBYET yKasdaHHbIM TpeboBaHWAM, TO TecT
CYMTaeTCs HEKOPPEKTHBIM U TpebyeT NOBTOPHOIO BbIMOMHEHMS.

10.3. UHTepnpeTauma pe3ynbLTaToB

P, 0> 11 MONOXMUTENbHbIN
09<IP_ <11 HEOMNPEAENEHHbI"
P .<09 OTPULATEbHbI

sample

*

HeonpepeneHHble o6pasubl pekoMeHAyeTcs uccregoBaTb MOBTOPHO
B ABYX IyHKax Habopa M®A. Ecnu pesynbraTthl CHoBa OyayT B npegenax
HeonpedeneHHblX, criegyeT NPoOBeCTM OTOOP M aHanm3 HoBOro obpasua yepes
2-4 Hepenn. B cnyyae NOBTOPHOMO MOfyYeHUs HeonpeaeneHHbIX pe3ynbTaTos
Takue obpasubl cumTaTh OTpULATENBHBLIMU.

11. XAPAKTEPUCTUKU TECTA

11.1. AHanUTUYecKne xapakTepucTuku

MpeunsnoHHOCTb
Bocnpoussodumocms pe3yrnbmamos 8 ripedesiax 00HOU MOocmaHOo8KU aHasu3a
(Intra assay repeatability)

KoadbdpmumnenTt Bapmauumn (CV) onst Tpex CbIBOPOTOK C pasHbiM YPOBHEM
cneunguyecknx aHTUTen oueHuBanu B 16 nosTopax Ha ogHon cepun NOA-
HabopoB.

Ne cbIBOpOTKM OI'Icp IPsampIe CV, %
114 1,590 4.4 4,2
106 0,713 2,0 7,6
115/2 0,473 1,3 11,2

Bocnpoussodumocms pe3yribmamog Mexoy pa3HbIMU 1ocmaHo8KaMu aHasnusa

(Inter assay reproducibility)

KoadppmumenT Bapuauumn (CV) ons Tpex CbIBOPOTOK C pasHbiM YPOBHEM
cneunduyecknx aHTUTen oueHMBanu B TeveHuWe 4YeTblpex AHEen B YeTbipex
nocTaHoBKax aHanunsa rno 8 NoBTOPOB B KaX,OM aHanuse.
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Ne cklBOpOTKM orn IP CV, %

cp sample
114 1,650 4,6 7,8
106 0,693 1,9 8,7
115/2 0,431 1,2 16,1

AHanutu4yeckas cneuunIHOCTb

Ha pesynbrar aHanmsa He BnvsieT Hanuuue B obpasue OunupybuHa B
KoHueHTpaumm go 0,21 mg/ml (361,8 pmol/l), remornobyHa B KOHUEHTpauMm 4o
10 mg/ml n Tpurnuuepngos B koHUeHTpauum o 10 mg/ml (11,3 mmol/ 1).

Mo pesynbTaTam NPOBEeAEHHbIX UCCIEAOBaHUN He BbISBIEHO NepeKpeCcTHbIX
peakuui ¢ aHTuTenamm krnacca IgM k Bupycam KkpacHyxu, dnuTtenHa-bapp,
npocTtomy repnecy 11 2 Tmna v yutomeranoBupyca. Takxke He BbIiBNEHO BINSAHUS
Ha pes3ynbTaT aHanuaa peBmaTongHoro gaktopa B obpasuyax 40 KOHLEeHTpaLumm
1390 1U/mn (ME/mn). PesynbTtaT aHanmsa, NOofyYeHHbIn AN Kaxaoro obpasua,
CpaBHMBanNu C pes3ynbraTtoM, MOMyYeHHbiM B KomMmepyeckom WPA-Habope,
nmetowem CE-MapkmpoBKy, U paccynTbiBany OTHOCUTENbHYO CNeungunyHocTb
NDPA-Habopos «EQUI Toxoplasma gondii IgM».

Tvn oBpasuia KonunuecTBo OTHOCUTENbHas
obpasuoB cneunduyHocTb, %
Rubella IgM 4 100
EBV IgM (VCA) 8 100
HSV1+2 IgM 11 100
CMV IgM 10 100
Rf 30 100

11.2. uarHocTu4yeckme xapakTepucTuku

[Ona onpepeneHvs 4yBCTBMTENbHOCTU M cneunduyHocTn Habopos VDA
ncnonb3oBann3306pa3uLacbiBOPOTOK,NONYYEHHbBIXOTNALNEHTOBCKITMHUYECKUMMU
cuMnNTOMamu, KOTopble MOryT HabngaTbcsa Npu Tokconnasmose, n 49 obpasLoB
CbIBOPOTOK  KIIMHWYECKN 300POBbIX MNAaLMEHTOB (CepooTpuuaTenbHblX MO
oTHoweHuto K T. gondii). KnnHuyeckasa yysctBuTtenbHocTb NPA-Habopos «EQUI
Toxoplasma gondii IgM» coctaesnsna 100%, knuHu4eckas cneuyndUYHOCTb —
98%.

XapakTepuctukn MeTofa uccrnefoBanu Ha ueneson rpynne 6epemeHHbIX
XeHwwuH (190 obpasuos) 1 Beibopke AoHOpoB (287 o06pasyoB) MO CPABHEHUIO C
aHarnorMyHeiMy Kommepyeckumu Habopamu, nmetrowmmm CE-mapkuposky. [Ons
BbIBOPKM BEPEMEHHbIX XEHLNH OTHOCUTENbHas cneumdpudHocTs MPA-Habopos
«EQUI Toxoplasma gondii IgM» coctasuna 97,8%, npoueHT coBnageHuns — 97,3%.
Ona BbIGOPKM OOHOPOB OTHOCUTENbHas crneumduyHocTb cocTtaBuna 98,1%,
npoueHT coBnageHus — 97,8%.

MonoxuteneHasa nporHocTudeckass ueHHocTb (PPV) U®A-Habopa «EQUI
Toxoplasma gondii IgM» coctasnsieT 97,06%, oTpuuaTenbHas NporHocTMyeckas
ueHHocTb (NPV) — 100%.
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12. OrPAHNYEHUE AHAJTIN3A

MonoxuteneHbin pesynbtat B VIOA-Habope «EQUI Toxoplasma gondii
IgM» sBnseTca cBMOETENbCTBOM HanuMuusa y nauMeHTa aHTUMTen knacca
IgM, cneundunyHbix k T. gondii. AHTU-T. gondii cneunduyeckne aHTUTEnNa
knacca IgM saBnAlTCA, Kak npaBuio, Mapkepamm paHHen UHpeKkumn.
OpHako B HEKOTOpPbIX criyvasax cneumduyeckune K T. gondii aHTUTeNa knacca
IgM MoOryT mposiBNATbCA B CbIBOPOTKE 4YerioBeka B TeYeHue OMANTENbHOro
BpEMEHU C MOMeHTa uHduuympoBaHusa. Ona guddepeHuynaunm nepsmuyHoOm
N nacT-uHEeKLMM peKoMeHayeTCs AOMNONHNTENBHO NPOBECTM UCCeA0BaHne
obpasua Ha Hanuume anTuTen knacca lgG (Hanpumep, B UNDA-Habope
«EQUI Toxoplasma gondii IgG»), a Takxxe NpoBecTn onpegerieHne nHaekca
aBugHocTtu cneundmyeckux IgG antuten (Hanpumep, B MPA-Habope «EQUI
Toxoplasma gondii IgG avidity»).

Ecnn obpaseu nonyyeH yepes HeGOMbLION NPOMEXYTOK BPEMEHM MOCHe
MHULMpPOBaHNA, TO aHTuTena knacca IgM moryt He oGHapyXuBaTbCs.
Mpy HaNUYMM KNUHUYECKNX CUMMNTOMOB HEOBXOOMMO MPOBECTW MOBTOPHOE
TeCcTMpoBaHue naumeHTa vyepes 2-4 Hegenw.

OCTOpOXHO credyeT MHTeprnpeTupoBaThb pesynbTaTbl, NOMyYeHHble AN
MMMYHOCYNpeccMpoBaHHbIX MHAMBUAOB. OKOHYATENbHbIN ANArHO3 HE MOXET
ObITb YCTAHOBMNEH TOMBbKO UCXOASA U3 pe3ynbTaToB CEpONiorM4ecKoro TecTa.
Mpn ycTaHoBRNeHWM guarHo3a cregyeT yuuTbiBaTh pesynbratbl KOMMnekca
nabopaTopHbIX M MHCTPYMEHTaNbHbIX UCCIIEA0BaHUN, a TakXe KIMHUYecKue
nposiBNneHns 3abonesaHus.

13. TPYAHOCTU, KOTOPbIE MOI''YT BO3HUKHYTb MNMPU
NMPOBEAEHN NDA

Bbicokuli ¢poH 8 JiyHKax ecez20 rjiaHwema Moxem 803HUKHYMb U3-3a:
— 3arpsi3HEHHOro NpoMbIBaTens;
— HU3KOTO KayecTBa Unu 3arpsi3HeHUs1 BOAbl;
— UCMNOMb30BaHNS NII0X0 NOMbITON NOCYAbI;
— MCMOMNb30BaHWs Ae3UHMULMPYIOLLMX CPEACTB, CoAEPXKaLLMX XI10p;
— UCNOMb30BaHNUS 3arpsi3HEHHbIX HAKOHEYHWKOB;
— yYBENUYEeHUs BpPEeMEHU WHKYGauum wunu WU3MeHEeHWs TemrepaTypHOro
pexuma.
Bbicokuli ¢poH 8 omOenbHbix psidax Moxem 6bimb c8si3aH C:
— MNOBTOPHbIM BHeceHnem pacteopa TME;
—3arpsi3HeHNeM KOHyca aBTOMaTUYECKON NUMETKN PacTBOPOM KOHbIOraTa;
— 3arpsi3HEHNEM OZLHOrO U3 KaHarloB MpoOMbIBaTENS.
lMony4yeHHoe 3HavyeHue OI1 noJsloXUMeNbLHO20 KOHMPOJISI HUXe
ycmaHoeJsieHHOU 2paHuybl, ecu:
— HenpaBWIbHO NMPUrOTOBIEH UMM HE BHECEH OAMH U3 peareHToB (pacTBop
KOHblorata unm pactsop TMB);
— COKpaLleHo Bpems MHKybaumnm Ha 04HOM M3 3Tanos.
NHmeHcusHOoCMb OKpawugaHus JIYHOK He coomeemcmeayem nosy4eHHoul
onmu4eckol njomHocmu. JOTO MOXET CBUOETENbCTBOBAaTb O CMELLEHHOM
ONTUYECKOM Nyye.
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CXEMA NPOBEAEHUA AHAJIN3A

BoigepxaTb peareHTbl 30 min npu Temnepartype 18-25°C

B nyHkwm [PREDIL|PLATE | BHecTu no 90 pl [PREDIL[SAMPLE | n no 10 pl

nccnegyemblx o6pasyoB 1 KOHTPONEn
(MpovcxoauT M3MEHEHME LIBETa C KOPUYHEBOIO HA CUHUIA)

B nyHku BHecTu o 90 pl npuroToBneHHbIn 1:18(1+17) pacteop
RF-abcopbeHTy (KenTbl LBET)

BHectn no 10 yl npegBaputTenbHO pa3BefeHHbIX KOHTPONEn U nccreayemMblx
06pasuyoB B MyHKU:
A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],

E1 v B ocTanbHble NyHKM - uccriegyemMbie 06pasuibl
(NMPOMCXOAUT 3MEHEHVWE LIBETA C XENTOro Ha 3eMeHbIN)

3aknenTb CTPUMbI MEHKOW, MHKy6MpoBaTb 30 min npu Temnepatype 37°C

MpombITe NyHKM 5 pa3 npurotoBrieHHbIM 1:20 (1+19) NpOMbIBOYHBIM PpacTBOPOM
TWEEN (300 pl B nyHKy)

B nyHkn ctpunoB BHecTr no 100 pl

(dbmonetoBbIv LBET)
3aknentb CTpUMbI NEeHKoN, MHKYBruposaTe 30 min npu Temnepartype 37°C

MpombITb NyHKM 5 pa3 npurotoBneHHbIM 1:20 (1+19) NpOMbIBOYHBIM PAaCTBOPOM
TWEEN (300 pl B nyHKy)

B nyHku cTpunos BHecT no 100 ul [SOLN

MHkybrpoBaTtb Ha npoTskeHun 30 min B TeMHOTE npu
Temneparype 18-25°C

B nyHku ctpunos BHecTr no 100 pl

(MpovcxoouT M3MEeHeHMEe LIBETA C roflyboro Ha XXenTblin)

M3mepuTb onTuyeckyto nnoTHocTh (Or1) Ha cnekTpodoTomeTpe npu 450/620-
695 nm

YYET PE3YJIbTATOB AHAJIU3A

NC = (Nc1 + Nc2 + Nc3)/3;

co= Nc +0,3:;
IP. =0D_ /CO

_sample sample’

Nc - CpenHee 3HaueHne Ol 3-x [CONTROL] -]
CO - YpoBeHb rpaHu4Horo 3HavyeHus (Cut off)
IP - MHpekc no3ntneHocTu obpasua

sample

MHTEPNPETAUUA PE3YJIbTATOB
P, . > 11 MONOXUTENbHbI
09<IP, . <11 HEOMPELENEHHbI
P .<09 OTPULIATESbHbI

ample
sample
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EQUI HSV1+2 IgG

ELISA kit for the qualitative and semi-quantitative detection
of IgG antibodies to herpes simplex virus types 1 and 2

1. INTENDED USE

The «EQUI HSV1+2 IgG» ELISA kit is intended to qualitatively and semi-
quantitatively detect IgG antibodies to Herpes simplex virus Type 1 and 2 (HSV-
1/2) in human serum or plasma by enzyme-linked immunosorbent assay (ELISA)
in order to diagnose herpes virus infection. The testing procedure is designed for
both manual arrangements with automatic pipettes and standard equipment, and
for automated «open» immunoassay analyzers.

Target group: women of childbearing age and pregnant women.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Herpes simplex virus (HSV) causes chronic, lifelong infection with recurrences
in humans that occurs worldwide. The herpes simplex virus (HSV) is categorized
into 2 types: HSV-1 and HSV-2. HSV-1 is causing oral herpes, HSV-2 causes
genital herpes.

HSV belongs to the big Herpesviridae family, whose representatives are
enveloped, double-stranded DNA viruses. HSV-1 and HSV-2 are similar to each
other at the genetic level but differ in antigenic properties (especially in proteins of
the outer membrane). An important characteristic of herpesviruses is their ability
to persist in cells of the infected organism throughout life. Antibodies to HSV are
detected in high concentrations during the whole life, however, they cannot prevent
recurrences but only hinder the spread of HSV.

Infection with HSV type 1 (HSV-1) is typically transmitted via oral contact and
HSV-2 is mainly sexually transmitted.

Herpes, even asymptomatic, can be detected by virus isolation in cell culture
or by PCR testing of viral DNA in body fluids: whole blood, plasma, serum,
saliva, cerebrospinal fluid, tears, semen, urine, breast milk etc. Another common
method of diagnosis is the detection of specific antibodies to HSV-1/2 antigens.
IgM antibodies appear within 7-10 days after primary infection, their titers rise
during 1-2 months and then decreases. In some people, specific IgM antibodies
can be detected for several months, sometimes up to a year, their titers increase
slightly when the virus is reactivated. IgG antibodies begin to appear 3-4 weeks
after infection, their titers increase rapidly and remain high throughout life. During
reactivation, there may be a slight increase in the titers of specific IgG antibodies.
The signs of primary herpes infection are detection of specific IgM antibodies and
a fourfold increase in the titers of specific IgG antibodies in paired samples taken
with interval of 14-20 days and studied in one analysis.
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3. ANALYSIS PRINCIPLE

The procedure of testing for IgG specific antibodies to HSV1/2 in «kEQUI HSV1+2
IgG» ELISAkitis based on «indirect» solid-phase ELISA with atwo-stage incubation.
Mixture of inactivated herpes simplex virus type 1 and 2 antigens is entrapped in
the wells. During the first step of incubation of ELISA plate wells with test samples,
specific anti-HSV 1/2 antibodies (if present in the samples), bind to the solid phase
antigens. The wells are washed to remove unbound antibodies and have only
specific antigen-antibody complexes left. Then, a conjugate of anti-species anti-
IgG monoclonal antibodies with horseradish peroxidase is added, which binds to
solid-phase immune complexes. Unbound components are removed by washing.
Antigen-antibody complexes are detected by adding a solution of chromogen
3,3,5,5-tetramethylbenzidine (TMB) with hydrogen peroxide. After 30-minute
incubation, the reaction is stopped by adding the stop solution. The optical density
(OD) in the wells is determined using a spectrophotometer at 450/620-695 nm. The
intensity of the yellow color is proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate
Each plate well is coated with a mixture of inactivated
1x96 herpes simplex virus type 1 and 2 antigens. The wells

wells are detachable. After the first opening, store unused
strips in the package at 2-8°C for a maximum of 6
months

1WXe|$|356 Plate for pre-dilution of sera
Positive control

1x 0,25 ml Solution of specific immunoglobulins with preservative

(pink). Store at 2-8°C

Negative control
CONTROLJ -] 1x0,6 ml Negative human serum with preservative (yellow).
Store at 2-8°C

Solution for pre-dilution of sera
LISAMPLE 1x 21 ml Buffer solution with detergent and preservative (brown).
Store at 2-8 °C

Serum dilution solution
1x13 ml  Buffer solution with milk extract, detergent and
preservative (yellow). Store at 2-8°C

<

« O
z

0 z
(@) o
z m

RED

S

Conjugate solution (ready to use)
Buffer solution of monoclonal antibodies to human

TxA3ml IgG, conjugated with horseradish peroxidase, with
stabilizers and preservative (violet). Store at 2-8 °C
TMB solution (ready to use)
SOLN|TMB 1x13ml TMB solution, H,0, a stabilizer, a preservative

(colourless). Store at 2-8 °C
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Washing solution TRITON (20x concentrated)
20-fold phosphate buffer concentrate with Triton X-100
(colourless). Dilute TRITON detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TRITON[WASH[20x] 1 x 50 ml

Stop Solution (ready to use)
0.5 mol H,SO, solution (colourless). Store at 2-8 °C

SOLN|STOP 1x13 ml

The ELISA kit also includes adhesive films (2 items), sample application plan
(1 item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI HSV1+2 IgG» ELISA Kkit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB]:

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.
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5.2. Safety requirements

— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

— do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls from the «<EQUI HSV1+2 IgG» ELISA kit have been tested and found
to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies and
HBsAg negative; however, controls and test samples should be handled as
potentially hazardous infectious materials;

— some of the kit components contain low concentrations of harmful substances
and can damage skin or mucoga. In case of contact of [SOLN[TMB], [SOLN|STOP]
and with mucous membranes or skin, immediately wash the
affected area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal
— the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room
temperature, or with sodium hypochlorite at the final concentration of
5% for 30 minutes, or with other approved disinfectants;
— the solid waste must be inactivated by autoclaving at a temperature
not less than 132°C;
— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;
— disposal of inactivated waste must be conducted due to national laws
and regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
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for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute [TRITONJWASH[20x]| at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

8.3. Pre-dilution of samples and controls

Dilute test samples and calibrators 10 times with [PREDIL[SAMPLE]. To do this, add
90 ul of [PREDIL[SAMPLE] to the required number of [PREDIL[PLATE] wells (supplied) and
add 10 pl of samples and controls. Carefully pipette the mixture when applying
samples and calibrators, the color of the solution in the wells should change
from brown to blue. The procedure for dilution of samples and controls should be
performed immediately before analysis.

9. ASSAY PROCEDURE

9.1. Prepare the required number of wells for analysis (five wells for calibrators
and the required number for test samples), insert them into the frame of the
ELISA plate. Be sure to include calibrator wells in each test run.

9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.

9.4.Prepare a pre-dilution of samples and controls per para. 8.3.

9.5.Add 90 pl of [DIL[SAMPLE] into each plate well.

9.6.Add 10 pl of pre-diluted 1:10 controls and test samples into the wells:

— into well A1,
[CONTROL[ -] — into wells B1, C1, D1,
into wells B1, C1, D1.
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Thus, the final dilution of the samples in the wells should be 1:100. During
the application time, the color of the solution changes from yellow to green.
Carefully pipette the mixture into the wells to prevent foaming.
9.7. Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.
9.8.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:
— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 pl;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.
9.9.Add 100 pL of [SOLN[CONJ] into each well. Cover the strips with a new piece of
adhesive film and incubate for 30 minutes at 37°C.
9.10. Following incubation, remove the film carefully and wash the wells five times
as described in para. 9.8.

9.11. Add 100 pL of [SOLN[TMB] into the wells, do not touch the bottom and the walls
of the plate wells.

9.12. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.13. Add 100 pL of into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.14. Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.

Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
needed to leave one well for blank (only [SOLN[TMB] gnd [SOLNISTOP| must be
added in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results -
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3; CO= Nc + 0,2
IP =0D /CO, where OD_,

sample sample

mple 1S the OD sample

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
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oD=21,2
OD < 0,150
where Ncn is the OD for

Nc x 0,5 < Ncn < Nc x 2,0 each Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P, 0> 11 POSITIVE
09<IP, . <11  BORDERLINE*
P, .<09 NEGATIVE

sample

* Borderline samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

Use of the positivity index allows for a semi-quantitative comparative analysis
of the level of specific antibodies in the dynamics of paired samples obtained from
patients with an interval of 2-4 weeks. It should be borne in mind that IPsampIe within
1,1 — 7,0 proportional to the content of specific antibodies. If IPsampIe is higher 7,0,
to correctly assess the content of specific antibodies, it is recommended to re-
analyze the sample previously diluted 10 times [DIL[SAMPLE|. When determining the
final result in this case, multiply the value obtained IP on the degree of dilution
(x10).

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated with 32 repeats on one series of ELISA kits.

sample

Sample No. OoD,, IP,, CV, %
385 1,102 51 13,0
381 2,517 11,8 91

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for four days in four sets of analysis of 8 repeats in each
analysis.

Edition 6, 23.12.2021 9/16



Sample No. oD IP,, CV, %

av

385 1,126 5,2 14,7
381 2,714 121 12,0

Analytical specificity

The test results are not affected by bilirubin at up to 0,21 mg/mL (361,8 ymol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11,3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To evaluate clinical sensitivity and specificity of «EQUI HSV1+2 IgG» EKISA
kits, commercial sera control panel «Anti-Herpes Simplex Virus Type 1&2 Mixed
Titer Performance Panel PTH201» (SeraCare Life Sciences, USA), which consists
of 25 characterized samples of serum and human blood plasma was used. In
«EQUI HSV1+2 IgG» ELISA kit 20 panel samples were determined as positive
and 1 sample was determined as uncertain. Obtained results correspond with the
passport data.

Method characteristics in comparison with equal CE marked commercial ELISA
kit was studied in target group of pregnant women and donor samples (total 305
samples). For these samples relative sensitivity of «kEQUI HSV1+2 IgG» ELISA kit
was 99,3%, percent agreement — 97,6%, total prevalence in population — 91,5%,
which corresponds to the literature data. Relative specificity studies were performed
on 44 sera that did not contain IgG antibodies to Herpes simplex virus Type 1 and
2 (according to the results obtained in a commercial comparison test system). For
these samples relative specificity of «<EQUI HSV1+2 IgG» ELISA kit was 97,7%.

12. LIMITATIONS OF ASSAY

Positive result in «<EQUI HSV1+2 IgG» ELISA kit support presence of specific
IgG antibodies to Herpes simplex virus Type 1 and/or 2 that are produced when
infected with HSV-1 and/or HSV-2.

For the correct diagnosis of herpes virus infection, it is recommended to conduct
a study for the presence of IgG antibodies in paired samples obtained with a blood
drive interval of at least two weeks. Detection of specific IgM antibodies (e.g. in
«EQUI HSV1+2 IgM» ELISA kit) should also be performed. Interpretation of results
should be based on results of complex laboratory tests and clinical manifestations
of the disease.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution
High background in all wells

Clean the washer head and rinse
according to the instructions for use

Contaminated washer
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Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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For questions and suggestions regarding the ELISA kit contact:

Manufacturer

In vitro diagnostic medical device

Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution
Consult instructions for use

Keep away from sunlight

Mark of compliance with technical regulations
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Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Add 90 pl of [PREDIL[SAMPLE] into [PREDIL[PLATE] and 10 ul each of the tested
samples and controls
(the color changes from brown to blue)

Add 90 pl of [DIL[SAMPLE] into all wells plate

(yellow)

Add 10 pl of pre-diluted controls and test samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 —[CONTROL[],
E1 and other wells — test samples
(change of colour from yellow to green)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TRITON
(300 pl per well)

Add 100 pl of [SOLN[CONJ]into all wells

(violet)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TRITON
(300 pl per well)

Add 100 pl of into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN]STOP] into all wells
(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO=Nc+0,2;

IPsampIe = ODsampIe/CO

Nc - the average value of OD 3x
CO - cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P, > 11 POSITIVE
<11 BORDERLINE

09<IP_ 1o

IP <09 NEGATIVE

sample
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EQUI HSV1+2 IgM

ELISA kit for the qualitative detection of IgM antibodies
to herpes simplex virus types 1 and 2

1. INTENDED USE

The «EQUI HSV1+2 IgM» ELISA kit is intended to qualitatively detect IgM
antibodies to Herpes simplex virus Type 1 and 2 (HSV-1/2) in human serum or
plasma by enzyme-linked immunosorbent assay (ELISA) in order to diagnose
acute herpes virus infection. The testing procedure is designed for both manual
arrangements with automatic pipettes and standard equipment, and for automated
«openy» immunoassay analysers.

Target group: women of childbearing age and pregnant women.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Herpes simplex virus (HSV) causes chronic, lifelong infection with recurrences
in humans that occurs worldwide. The herpes simplex virus (HSV) is categorized
into 2 types: HSV-1 and HSV-2. HSV-1 is causing oral herpes, HSV-2 causes
genital herpes.

HSV belongs to the big Herpesviridae family, whose representatives are
enveloped, double- stranded DNA viruses. HSV-1 and HSV-2 are similar to each
other at the genetic level but differ in antigenic properties (especially in proteins of
the outer membrane). An important characteristic of herpesviruses is their ability
to persist in cells of the infected organism throughout life. Antibodies to HSV are
detected in high concentrations during the whole life, however, they cannot prevent
recurrences but only hinder the spread of HSV.

Infection with HSV type 1 (HSV-1) is typically transmitted via oral contact and
HSV-2 is mainly sexually transmitted.

Herpes, even asymptomatic, can be detected by virus isolation in cell culture
or by PCR testing of viral DNA in body fluids: whole blood, plasma, serum,
saliva, cerebrospinal fluid, tears, semen, urine, breast milk etc. Another common
method of diagnosis is the detection of specific antibodies to HSV-1/2 antigens.
IgM antibodies appear within 7-10 days after primary infection, their titers rise
during 1-2 months and then decreases. In some people, specific IgM antibodies
can be detected for several months, sometimes up to a year, their titers increase
slightly when the virus is reactivated. IgG antibodies begin to appear 3-4 weeks
after infection, their titers increase rapidly and remain high throughout life. During
reactivation, there may be a slight increase in the titers of specific IgG antibodies.
The signs of primary herpes infection are detection of specific IgM antibodies and
a fourfold increase in the titers of specific IgG antibodies in paired samples taken
with interval of 14-20 days and studied in one analysis.
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3. ANALYSIS PRINCIPLE

The procedure of testing for IgM specific antibodies to HSV1/2 in «kEQUI HSV1+2
IgM» ELISA kit is based on «IgM trapping» of solid-phase ELISA with a two-stage
incubation. Monoclonal antibodies specific to IgM human immunoglobulins are
entrapped in the wells. During the first step of incubation of ELISA plate wells
with test samples, IgM immunoglobulins (if present in the samples) bind to the
monoclonal antibodies on the solid phase. The wells are washed to remove
unbound antibodies and have only specific antibody-antibody complexes left. Then,
mix of peroxidase conjugates of gG1 and gG2 recombinant antigens (analogues
of glycoproteins HSV-1 and HSV-2) is added, which binds to solid-phase immune
complexes. Unbound components are removed by washing. Immune complexes
are detected by adding a solution of chromogen 3,3’,5,5'-tetramethylbenzidine
(TMB) with hydrogen peroxide. After 30-minute incubation, the reaction is stopped
by adding the stop solution. The optical density (OD) in the wells is determined
using a spectrophotometer at 450/620-695 nm. The intensity of the yellow color is
proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with monoclonal antibodies
specific for human IgM immunoglobulins. The wells are
detachable. After the first opening, store unused strips
in the package at 2-8 °C for a maximum of 6 months

1x96
wells

STRIPS

Positive control

Solution of human IgM immunoglobulins crosslinked
with monoclonal antibodies, specific for horseradish
peroxidase with preservative (pink). Store at 2-8°C

1x0,25 ml

Negative control
[CONTROL] - | 1x0,6 ml Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution
DIL|[SAMPLE 1x 13 ml  Buffer solution with a milk extract, a detergent and a
preservative (violet). Store at 2-8 °C

Conjugate (11x concentrate)
11-fold concentrate of recombinant HSV-1 and HSV-2
(gG1 and gG2) antigens conjugate with horseradish
peroxidase, with stabilizers (violet). Store at 2-8 °C
1x1,3ml Dilute the conjugate (11x) at 1:11 with a conjugate
dilution solution before use (e. g., 100 pL of concentrate
+ 1 mL of conjugate dilution solution is enough for 8
wells). Store the diluted solution at 2-8 °C for a maximum
of 24 hours
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Conjugate dilution solution
1x 14 ml Buffer solution with a detergent and a preservative
(yellow). Store at 2-8 °C

TMB solution (ready to use)
1x13ml TMB solution, H,O, a stabilizer, a preservative

(colourless). Store 2at 22-8 °C

Washing solution TRITON (20x concentrated)
20-fold phosphate buffer concentrate with Triton X-100
(colourless). Dilute TRITON detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TRITON]WASH[20x] 1 x 50 ml

Stop Solution (ready to use)
1xA3ml 6 5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan
(1 item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10—1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI HSV1+2 IgM» ELISA Kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for conjugate
solution and [SOLN[TMB};
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— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements

— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

— do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls from the «kEQUI HSV1+2 IgM» ELISA kit have been tested and found
to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies and
HBsAg negative; however, controls and test samples should be handled as
potentially hazardous infectious materials;

— some of the kit components contain low concentrations of harmful substances
and can damage skin or mucoga. In case of contact of [SOLN[TMB| [SOLN|STOP]
and conjugate solution with mucous membranes or skin, immediately wash
the affected area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal
— the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room
temperature, or with sodium hypochlorite at the final concentration of
5% for 30 minutes, or with other approved disinfectants;
— the solid waste must be inactivated by autoclaving at a temperature
not less than 132°C;
— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;
— disposal of inactivated waste must be conducted due to national laws
and regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND

STORAGE GUIDELINES
Collect blood from the vein into the sterile test tube. Test tube must be marked with
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patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute [TRITONJWASH[20x]| at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15—20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

8.3. Conjugate solution preparation

Prepare conjugate working dilution as follows: dilute (violet) in a clean
vial with (yellow) solution at the ratio of 1:11 (i. e. 1+10); the solution
turns green. For example, to fill 8 test wells, add 100 L of [CONJ[TIx]. The working
dilution of conjugate solution remains stable for 24 hours if stored at 2-8 °C.

9. ASSAY PROCEDURE
9.1. Prepare the required number of wells for analysis (five wells for calibrators
and the required number for test samples), insert them into the frame of the
ELISA plate. Be sure to include calibrator wells in each test run.

9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.

9.4.Add 90 pL of [DILISAMPLE] into each plate well.
9.5.Add 10 uL of controls and test samples into the wells:
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— into well A1,
[CONTROL[ -] — into wells B1, C1, D1,
and test samples into the remaining wells.
At the time of adding, the solution changes its colour from violet to blue.
Pipette the mix in the wells carefully to avoid foaming.
9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.
9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:
— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 pl;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.
9.8.Prepare the conjugate solution as per para. 8.3.
9.9.Add 100 pL of conjugate solution into each well. Cover the strips with a new
piece of adhesive film and incubate for 30 minutes at a room temperature
18-25°C.
9.10. Following incubation, remove the film carefully and wash the wells five times
as described in para. 9.7.

9.11. Add 100 pL of [SOLN[TMB] into the wells, do not touch the bottom and the walls
of the plate wells.

9.12. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.13. Add 100 pL of [SOLNISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.14. Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.

Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
needed to leave one well for blank (only [SOLN[TMB] and [SOLNISTOP| must be
added in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results -

Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3;  CO=Nc +0,2
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IP =0D /CO, where OD

sample sample
10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
OD=>1,2
OD <0,150
where Ncn is the OD

Nc x 0,5 < Nen < Nc x 2,0 for each Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

is the OD sample

sample

10.3. Interpretation of results

P, o> 11 POSITIVE
09<IP_ . <11  BORDERLINE*
P, <09 NEGATIVE

sample

* Borderline samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated with 32 repeats on one series of ELISA kits.

Sample No. OoD,, P, CV, %
637 0,769 31 4,0
1487 1,258 51 4.8

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for four days in four sets of analysis of 8 repeats in each
analysis.

Sample No. OD,, P, CV, %
637 0,726 3,1 73
1487 1,180 50 75

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.
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11.2. Diagnostic characteristics

To evaluate clinical sensitivity and specificity of «<EQUI HSV1+2 IgM» EKISA Kkits,
commercial sera control panel «Anti-Herpes Simplex Virus Type 1&2 Mixed Titer
Performance Panel PTH201» (SeraCare Life Sciences, USA), which consists of
25 characterized samples of serum and human blood plasma was used. In «<EQUI
HSV1+2 IgM» ELISA kit 7 panel samples were determined as positive. Obtained
results correspond with the passport data.

Method characteristics in comparison with equal CE marked commercial ELISA
kit was studied in target group of pregnant women (124 samples). For these
samples relative specificity of «kEQUI HSV1+2 IgM» ELISA kit was 97.4%, percent
agreement — 97.4%. Relative sensitivity studies were performed on 35 sera that
contained IgM antibodies to Herpes simplex virus Type 1 and 2 (according to the
results obtained in a commercial comparison test system). For these samples
relative sensitivity of «kEQUI HSV1+2 IgM» ELISA kit was 94.3%.

12. LIMITATIONS OF ASSAY

Positive result in «<EQUI HSV1+2 IgM» ELISA kit support presence of specific
IgM antibodies to Herpes simplex virus Type 1 and/or Type 2.

HSV-specific IgM antibodies are present during acute herpes virus infection.
Antibodies of this class are not always evidence of primary herpes virus infection.
Specific IgM antibodies may also be synthesized upon relapse. To differentiate
primary herpes virus infection and past infection, it is recommended to analyze
sample for specific IgG antibodies (for example, in «kEQUI HSV1+2 IgG» ELISA Kit).
If the sample is obtained after a short amounts of time after infection, IgM class
antibodies may not be detected.

If the sample is obtained in a short time after infection, specific IgM antibodies
may not be detected.

Results obtained from immunosuppressed individuals should be interpreted with
caution.

Final diagnosis can’'t be established only based on the results of a serological
test. Interpretation of results should be based on results of complex laboratory
tests and clinical manifestations of the disease.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution

High background in all wells

Clean the washer head and rinse
according to the instructions for use

Use purified water with specific
resistance = 10 MQ - cm

Contaminated washer

Poor quality or contaminated water

Use of poorly washed glassware Use chemically clean utensils

Use of chlorinated disinfectants Do not use chlorine disinfectants
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Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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For questions and suggestions regarding the ELISA kit contact:
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In vitro diagnostic medical device

Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution
Consult instructions for use

Keep away from sunlight

Mark of compliance with technical regulations
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Add 90 pl of [DIL[SAMPLE] into all wells plate

(violet)

Add 10 ul of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
E1 and other wells — test samples
(change of colour from violet to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TRITON
(300 pl per well)

Add 100 pl of the prepared 1:11 (1+10) conjugate solution to the wells of the
strips (green)

Cover strips with an adhesive film, incubate for 30 min at 18-25°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TRITON
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO=Nc+0,2;

IPsample = ODsampIe/CO

Nc - the average value of OD 3-x [CONTROL[-]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS
P, 0> 11 POSITIVE
09<IP, . <11 | BORDERLINE

IP <09 NEGATIVE

sample
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Chlamydia
trachomatis 1gG

NDA-Habop AnAa Ka4eCTBEHHOIro U NONMYKOJINYEeCTBEHHOro
obGHapyxeHusa aHTuTen knacca lgG k Chlamydia trachomatis

NHCTPYKUMSA NO NPUMEHEHIO

IVD ﬁ?ﬂﬁm ug%.om







EQUI Chlamydia trachomatis IgG

NDA-Habop onsa Ka4eCTBEHHOIO U MOMYKONIMYECTBEHHOIO
obHapyxeHust aHTuTen knacca IgG k Chlamydia trachomatis

1. HASBHAYEHUE

NPA-Habop «EQUI Chlamydia trachomatis IgG» npegHasHayeH Ans
Ka4eCTBEHHOro M MONYKONMYECTBEHHOIO OBGHapyXeHus aHTuTen knacca IgG
k Chlamydia trachomatis B CbIBOPOTKE UNK Nrasme KpoBU YerioBeKka METOAOM
nMMyHoepmeHTHOro aHanusa (M®A) ¢ uenbio AnarHoCTUKN YPOreHUTanbHoro
xnamugmosa. lNpoueagypa aHanm3a paccymtaHa kKak ANA pPyYHOW MOCTaHOBKMU
C aBTOMaTU4YeCKMMU NunetTkamu 1 cTaHdapTHbiM obopydoBaHueMm, Tak M Ans
aBTOMAaTUYECKOro UMMYHO(EPMEHTHOrO aHanm3aTopa «OTKPbITOro» Tuna.

LleneBas rpynna: XeHLWWHbl WU MYX4YMHbl PENPOAYKTUBHONO BO3pacTa,
BecnnoaHble napbl, NAUMEHTbI ¢ 3a60NeBaHMAMN MOYENOSTIOBOM CUCTEMBI.

MpumeHeHune: VIOA-Habop NpuMeHAeTCa B KMMHUYECKUX ONAarHOCTUYECKUX
nabopatopusix U ApYyrux yuypexaeHusx, pabortawowmx B obnactu in vitro
ONAarHOCTUKMN.

2. KNMMHUNYECKOE 3HAYEHMUE

Cpeoun 6GaktepuanbHbix 3aboneBaHui, nepefarolmMxcs MOMOBbIM MyTEM,
Hanbonee pacnpocTpaHeHHbIM B MUPE Ha3bIBaKT YpOreHnTarnbHbIA XNaMmuamos.
OTNONOrMYECKNM areHTOM YpOoreHMTanbHoOro xnamuamnosa ssnsawtca Chlamydia
trachomatis — wmenkue (250-300 nm) rpamoTpuUaTeNbHbIE KOKOBUAHbLIE
GakTepun, napasuTupylowme BHYTPU KrneTok. OcoBeHHOCTb  Xnamugun
SABMSETCS MX XU3HEHHbIN LMK, 3aKITYaloLWminca B NooYepegHOM N3MEHEHUN
HEVHMEKLMOHHBIX BHYTPUKITETOYHBIX (hOPM (BOMbLUMX PETUKYMASPHBLIX Teneuy) u
NH(PEKLMOHHbIX BHEKNETOYHbIX (MENTKMX 3NIeMEeHTapHbIX TeneL).

N3-3a ocobeHHoCTeN >XM3HEHHoro uwukna Chlamydia trachomatis pns
nabopaTtopHOM AMArHOCTUKM XJlaMMAMO3a Yalle BCEero WUCMonb3ylT MeToa
MUP (ana npsamoro obHapyxeHusi BO30OyAMUTENs)) M CEpPONIorMYEcKUiA MeToq
(ocobeHHO NDA ana BbIABNEHUS CNeuudUYecknx aHTUTen K XramMuansm).
Opyrve wmetodbl umelT 6onee HU3KYHO MHGPOPMATUBHOCTL (Hanpumep,
YYBCTBUTENBHOCTb MMKPOCKOMUYECKOrOo aHanu3a maska/cockpeba n peakumu
nMMyHodpnopecueHuun oueHnBaroT B 15-50%) mnm Gonbluyo TpygoeMKoCTb
(kak  KynbTypanbHbIi  MeTod, [OOMOSMIHUTENbHO NO3BONSAET  OMpeaenuTb
YYBCTBUTENBHOCTb DakTepuin K aHTMBMoTuKam). Hanbonee 4yBCTBUTENBHBLIN U
cneundudeckun (oo 100%) npu o6HapyxeHumn nHdekuun, BeiaBaHHon Chlamydia
trachomatis, metoq TLP, HO ero pesynbTaT 3aBUCUT OT criocoba 3abopa u
XpaHeHust maTepuana Ans aHanusa. bnarogapsi BeisBNeHU cneungumnyeckmx
nMmmyHorno6bynmHoe IgM, IgA n IgG mMoxHO guddepeHunpoBaTb NEPBUYHLIN,
OCTpPbIf, XPOHUYECKUIA U NepeHeceHHbI xnamuanold. OgHako cnegyeT UMeTh B
BMAY, YTO HEKOTOPblE METOAbl HE MOTYT UCKMYaTb NepekpecTHble peakunn c
aHTUTENamu K opyruMm Braam xnamuani, CnocoBbHbIM MHULMPOBATL YenoBeKa
(Chlamydia psittaci n Chlamydia pneumoniae).
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Ha nepBon-BTOpor  Hegene  nocre  UHPUUMPOBAHUS  HayMHalT
CUHTe3npoBaTbCs U BbiSBNATLCA IgM 1 IgA aHTUTEna K aHTUreHam xnamugumn
B KpOBM unuM cekpetax opraHuama. OHu cBMAeTenbCTBYOT 006 OCTpoMm
3aboneBaHuM nNpu nNepBuUYHON MHGEKUMU, a IgA Takxke OoOHapy>XMBaTCA Mpu
penHdekuMm nnn peaktMBaumm xnamumaumosa. Ewe yepes Hegento HavvMHaloT
nposBnATbCs aHTUTena IgG, cneunduyHble kK Chlamydia trachomatis; BbicOKMe
TUTPbI 3TUX @HTUTEN MOTyT SABNATbCHA NMPU3HAKOM XPOHWUYECKOW XITaMUANNHOW
nHdekumn. CHUXeHne ypoBHs cneumnduyecknx IgA B ABa-Tpu pasa cumtaeTcs
CBMOETENbCTBOM 3(EKTUBHON Tepanun. AHTUTENa K xnammguiHomy hsp60
MOTyT SBMATbCA MNPU3HAKOM HanNuuus AOSMTENbHOW WHMEeKUMM n pasBuTuS
aBTOMMMYHHbIX npoueccoB. Cneundunyeckne «k Chlamydia trachomatis
nMMyHornobynuHel 1gG gaxe nocne neyYeHnss COXPaHSTCS B KPOBU M MOTyT
NPOSIBMATLCS B HEBLICOKUX TUTPaX rogamu, MO3TOMY MX HEMNb3si paccMmaTpuBaTth
Kak mokasaHusa xnaMmmanmnHon nHdekumnmn 6e3 oueHkn gpyrnx mapkepos. BmecTte
C TeM Hamuyue crneumuyeckmx aHTUTen He obecrneymBaeT 3alMTbl NPOTUB
NOBTOPHOro nHdunumpoBanHnsa Chlamydia trachomatis.

3. IPUHUMN AHATTU3A

BbissneHune aHtuten knacca lgG, cneunduueix k Chlamydia trachomatis, B IOA-
Habope «EQUI Chlamydia trachomatis IgG» ocHoBaHo Ha npuHUMNE «HEMPSAMOro»
TBEepaodasHoro MDA B aAByxaTanHow MHkybauun. B nyHkax nnaHweTa 3acopbupoBaHbl
pekoMOuHaHTHble aHTureHbl Chlamydia trachomatis. Bo Bpemsi nepBoro atana nHkybauum
uccnenyembix 06pasuyoB B NyHkax nnaHweTta NOA cneundumynel k Chlamydia trachomatis
aHTUTena, ecriv OHM NPUCYTCTBYIOT B 0bpasLax, CBA3bIBAOTCS C aHTUreHaMu Ha TBepaon
dase. JlyHKM OTMbIBAKOTCA ONS yOaneHusi HecBsi3aHHbIX aHTUTEN, OCTalTCs TOJbKO
cneundunyeckne KoOMnnekcbl aHTUreH-aHTuTeno. Mocne atoro gobaBnsieTcs KoHblorat
aHTUBMAOBLIX aHTU-IgG MOHOKMOHAaMNbHbLIX @HTUTEN C NEepoKCUOA30W XpeHa, KoTopble
CBSI3bIBAOTCH C UMMYHHbIMU KOMMIEKCaMU Ha TBepaoi hase. HecBsA3aHHbIE KOMMOHEHTbI
yaansawTcs nNpu oTMblBaHMM. Komnnekcbl aHTureH-aHtuteno obHapyxuBatoTcs
nytem pobaBneHusi pactBopa xpomoreHa 3,3',5,5-teTpameTtuntbensngnHa (TMB) c
nepekucbio Bogopoga. lMocne 30-MUMHYTHOW WHKYGauuW peakuusi oCcTaHaBrMBaeTCSH
pobaesneHmem cton-pactBopa. Ontuyeckast nnotHocTb (Of1) B nyHkax onpegensieTcs
Ha cnekTpodoTomeTpe npu gnuHe BonHbl 450/620-695 nm. VHTEHCMBHOCTL XenTon
OKpacku nponopLroHanbHa KONM4ecTBy aHTUTen B ob6pasLe.

4. MATEPUAIIbI N OBOPYONOBAHUE

4.1. CoctaB Habopa

MnaHweTt UPA

B kaxpgoW nyHKe nnaHweTta 3acopbupoBaHbl
1x96 pekoMOuHaHTHble aHTureHbl Chlamydia trachomatis.
nyHok  JlyHKM MOXHO oTAensaTtb. [locrne nepBoro OTKPbITUSA

XpaHWTe HEeUcCnornb30BaHHbIE CTPUMbI B yNakoBKe Mpu

Temnepatype 2-8°C He Gonee 6 mecsaueB

STRIPS
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Mo3nTuBHLIN KOHTPONL IgG

CONTROLIGGE] 1 x 0,8 ml PacTtBop KOHBIOrMPOBaHHbIX cneumdpuyeckmnx

MOHOKITOHarbHbIX aHTUTEN C KOHCEPBaAHTOM (PO30BbIN).
XpaHuTb npu Temnepartype 2-8°C

HeraTuBHbIN KOHTPOINb

HeraTmBHaa  cbiBOpOTKa  KPOBM  4YenoBeka C
[CONTROL] , .
-] 1x1.9ml KOHCEPBAHTOM (kenTbl). XpaHUTb Npu Temneparype
2-8°C
PacTBOp AnA pa3BeAeHUs CbIBOPOTOK
DILISAMPLE 1% 11 ml BydepHbii  pacTtBOp C  3KCTPAKTOM  MOJIOKa,

OEeTEepPreHTOM 1 KOHCEPBaHTOM (KOPUYHEBBIN).
XpaHutb npu Temnepatype 2-8°C

PacTBOp KOHblorarta aHTun-lgG (rotoB K
MCNOJIb30BaHUIO)

BydepHbIi pacTBOp MOHOKNOHanbHbIX aHTuten k 1gG
YenoBeka, KOHbIOMMPOBAaHHbLIN C MEPOKCUAA30M XpeHa,
co ctabunmsaTopamu U KOHCEPBAHTOM (3€NEHbIN).
XpaHuTb npu Temnepartype 2-8°C

PactBop TMB (roToB k MCnosib30BaHuIo)
1x13ml Pacteop TMB, H,0, cTabunusatop, KoHCepBaHT
(6becuBeTHbIN). XpaHuTb Npu Temnepartype 2-8°C

1x13 ml

PactBop ans npombiBkn TRITON (20x KoHUeHTpaT)
20-kpaTHbI  KOHLUeHTpaT d¢ocdaTHoro 6Oydepa ¢
TputoHom X-100 (6ecuBeTHbIn). PasBectn pacTtsop
ansa npombiBkn TRITON (20x) 1:20 guctmnnupoBaHHOM
UM  OEeNOHU3MPOBAHHOM Bopow (Hanpumep, 5 ml
KoHUeHTpaTta + 95 ml Bogbl Ana 8 nyHok) nepes
ucnonb3oBaHuem. PasbaBneHHbIn pacTBOp XpaHUTb
npu Temnepatype 2-8°C He Gonee 7 cyToK

[TRITON[WASH[20x] 1 x 50 ml

Cron-pacTBoOp (rOTOB K UCNOJIb30BaHUIO)
SOLN|STOP 1x13ml  Pacteop 0,5 mol H,SO, (6ecuseTHblt). XpaHuTb npu
TemnepaTtype 2-8°C
B coctaB Habopa BxoaAT: knevkas nrneHka (2 wr.), cxema BHeceHus obpasLoB
(1 WT.), MUCT KOHTPOJTbHbLIX UCMBITAHUIA Y MHCTPYKLMS MO MPUMEHEHMIO.

4.2. lononHuTenbHbIe peakTUBbI, MaTepuanbl 1 060pyaoBaHue

ABTOMaTmyeckue nuneTkn nepeMmeHHoro ob6vema Ha 10—1000 pl n HakoOHEeYHUKK
K HuM, MepHasa nabopartopHas nocyga (10-1000 ml), gevoHn3snpoBaHHas
unu guCcTUNnupoBaHHas Boda, Tepmolwerikep Ha 37°C wunu TepmocTaT Ha
42°C, aBTOMATMYECKMA WX MNOSlyaBTOMATMYECKUA MPOMbIBATENb MNAHLIETOB
(Bowep), cnekTpodoTomeTp (pugep) ANsS MukponnaHweToB Ha 450/620-695
Nm, COOTBETCTBYIOLLME KOHTENHEPbI ANA OTXOA0B MOTEHUMANbHO 3apaXXeHHOoro
mMaTepuana, Tanmep, unbTpoBanbHaa Bymara, ogqHOpa3oBble HeonyApeHHble
nepyaTku, gesvHduumpyowme cpeacTaa.
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5. MIPEOOCTEPEXEHUE N TEXHUKA BE3OIMNMACHOCTHU
5.1. MpepocTtepexeHune

lNeped nposedeHueM aHanu3a BHUMameslbHO 03HaKOMbMmecCh C UHCMpyKuueu
Mo npumeHeHur. [JocmogepHoCcmb pe3ynbmama 3as8ucum om 4Yemkozo
criedosaHusi npoyedype aHau3sa.

—He ucnonb3ynte KommnoHeHTbl WN®A-Habopa nocrne OKOHYaHWs Ccpoka
rogHoCTW;

— He UCMonb3ylhTe BO BpEMS aHanm3a v He CMeLLVBanTe KOMMNOHEHTbI Pa3HbIX
cepuii, KOMMOHEHTbI N3 HabopPOB pa3HbIX HO30MOMUIM UMM peareHTbl ApYrux
npoussoguTenen B covyetaHnn ¢ Habopom «EQUI Chlamydia trachomatis
1gG»;

— He 3amopaxumBante NPA-Habop UM ero KOMMNOHEHTbI;

—rocne WCnonb30BaHWA peareHTa 3akpbiBaWTe KaxAabl ¢nakoH CBOEW
KPbILUKOMW;

— BO BpPeMS NPOMbIBAHWSI KOHTPONMPYWTE HaMOMHEHME Y NOJTHYIO acnupauuio
pacTBopa 13 NYHOK;

— Kaxabl pa3 MCMNoNb3yhTe HOBLIA HAKOHEYHUK MUMETKU ONA BHECEeHUs
o6pa3suoB UM peareHToB;

—un3berante nonagaHus MNpPsIMbIX COJSIHEYHbIX Jlyyen Ha peareHTbl NPA-
Habopa;

—[SOLN[TMB] pomkeH ObiTb OecuBeTHbIM Mepen uMcnonb3oBaHueM. Ecnu
pacTBOp OKpalUueH B CUHWUIA UMW XeNThbI LUBET, €ro Henb3si MCNonb30BaTh.
M3beraiiTe KoOHTakTa C MeTannamu UnM NOHaMW MeTarnsos.
Ona paboTbl UCMOMb3yNTe TOSMbKO YMCTYH, TLATENbHO BbIMOMOCKAHHYHO
OUCTUNNINPOBaHHOW BOAOW NOCYAY;

— He NCMNONb3ynTe peareHTbl, UBET KOTOPbIX HE COOTBETCTBYET YKa3aHHOMY B
nyHkTe 4.1;

— M B KOEM Cry4ae He UCMOoNb3ynTe OAHY 1 Ty e nocyay ANs [SOLN[CONJ[IgG|un
[SOLN[TMB;

— He NpoBOAUTE BU3yaribHbIV yYeT pe3ynbTaTtoB aHanm3a (6e3 ncnonb3oBaHus
puaepa);

— gononHutensHoe obopygoBaHMe, Haxosleecss B HenocpenCcTBEHHOM
KOHTakTe Cc Oumonorm4yeckum martepvanom WM KOMMOHeHTamu Habopa,
CUMTaeTCcs 3arpsi3HEHHbIM U HYXXAAeTCs B O4YULLEHMM 1 0be33apaKmBaHny;

— N®A-Habop npepgHasHadeH ana 96 aHanmsoB. KOMMNOHeHTbl nocne
NCMONb30BaHUsE U OCTaTKM HEUCNOSIb30BAHHbIX KOMMOHEHTOB OOSTXKHbI
ObITb YTUNN3NPOBAHDI.

5.2. TexHuMKa 6e3onacHocTun

—BCe peareHTbl Habopa npefHasHayeHbl TONbKO ANA nabopaTopHOro
npodeccrMoHanbHOro MNPUMEHEHUs B in Vitro AWarHOCTUKE W MOryT
NCMNONb30BaTbCS TOSbKO KBANMMULMPOBAHHLIM MEPCOHANOM;

— NOCTAHOBKY aHanusa NpoBOAUTb TOMIbKO B OOHOPA30BbIX HEOMyOpPEHbIX
nepyaTkax u 3almnTHbIX OYKaXx;
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—He [Jonyckaetcs MpVMHMMaTtb MWWy, MWUTb, KypUTb WM MNOMb30BaTbCSA
KOCMETUKOW B KOMHaTe NpOBEeAEHUS TECTA;

— He MMNeTUpoBaThb PacTBOPbI PTOM;

— koHTponu NNPA-Habopa «kEQUI Chlamydia trachomatis IgA» npoTecTupoBaHbl
N Npu3HaHbl HeratuBHbIMKU Ha HBsAg 1 aHTutena k BUY1/2, BI'C, Treponema
pallidum, ogHako obpallaTbCs C KOHTPONbaMU U UCCrieayemMbIMU obpasLamm
cnepyeT Kak ¢ NoTeHUManbHO onacHbIM MHEKLMOHHBIM MaTeprarnom;

— HEKOTOpble KOMMOHEHTbl Habopa cogepXaT HU3KME KOHLIeHTpaLuum
BpeaHbIX BELLECTB M MOTyT Bbi3BaTb pa3gpa)keHWE KOXW WU CIU3UCTbIX.
MNpun nonagaHunm [SOLN[TMB |, [SOLN[STOP] 1 [SOLN]CONJ[IgG]| Ha cnuancTblie nnm
KOXXy HeobXxoouMMO HEMEANIEHHO MPOMbITb MOpa)KeHHOE MeCTO GonbLIUM
KOnmM4ecTBOM BOAbI;

— B crnyyae pasbpbl3rBaHus pacTBOPOB, HE COAEPXKALLNX KUCMOTY, HAanpuvep
CbIBOPOTOK, 0bpaboTaTb NOBEPXHOCTb AE3MHPULUMPYIOLUM CPeaCcTBOM,
3aTeM BbITEPETb Aocyxa punbTpoBansHonm bymaron. B npoTuBHOM cny4vae
KMCMOTY CHavana HyXHO HenTpanu3oBaTb pacTBopoM OukapboHaTa
HaTpus, a 3aTeM BbITEPETb MOBEPXHOCTb, KaK OMMCAHO BbILLE.

5.3. MlHakTUBaUMA v yTUnusaums oTxogoB

—XnaKue oTxoabl HeoOGXO0AMMO MHAKTUBMPOBATb, Hanpumep, pPacTBOPOM
nepeknucn BoAopoAa B KOHEYHOW KOHUeHTpauun 6% B TeyeHue 3 yacoB
Npu KOMHATHOW TemnepaTtype WM rMNoXSIOPUTOM HaTpuUsa B KOHEYHOW
KoHueHTpauumn 5% B TedeHne 30 MUHYT vnu Opyrumy paspeLlueHHbIMU
Oe3MHPMUMpYIOLUMK CpeacTBaMuy;

— TBepAble 0TX0Abl CrieayeT MHAKTMBMPOBATb NyTEM aBTOKNABUPOBaHUS Npu
TemnepaType ctepunusaunm He meHbLie 132°C;

— He aBTOKaBUPYMTE pacTBOpPbI, COAepXKaLlne asng HaTpus Unu runoxsopuT
HaTpus;

— YTUNM3aUni0 MHaKTUBMPOBAHHbLIX OTXOA0B MPOBOAUTbL B COOTBETCTBUMU C
OENCTBYOLWNM HaluMOHarbHbIM 3aKOHOL4ATENbCTBOM.

6. XPAHEHVE U TPAHCIMOPTUPOBKA

N®A-Habop cTabuneH B TeYeHUe cpoka rofHOCTU, yKasaHHOro Ha 3TUKETKe,
€cnn ero xpaHutb npu Temnepatype 2-8°C. TpaHcrnopTupoBaTb HaGop npu
Temnepatype 2-8°C. [lonyckaeTcss ofHopas3oBasi TpaHCMNOPTUPOBKa Mpwu
Temnepatype He Bbilwe 23°C B TeYEHUE ABYX CYTOK.

7. PEKOMEHOALIUU 1O OTBOPY, TPAHCITOPTUPOBKE U
XPAHEHUIO OBPA3LIOB

KpoBb HeobxoamMmo oTbupaTtb M3 BeHbl B CTEPUITbHYO Npobupky. MNMpobupka
JomkHa  ObiTb  nNpoMapkupoBaHa C  yKasaHuem  MAEHTUUKALNOHHBLIX
OaHHbIX nauueHTa u gatbl oT6opa obpasua. LlenbHylo KpoBb 00 OTAeneHus
CbIBOPOTKM MOXHO XpaHuTb 40 24 4YacoB npu Temnepatype 2-8°C, He gonyckas
3aMopaxunBaHus.

CbIBOPOTKY MnW MNnasmy KPpOBU MOXHO XpaHWTb npu Temnepartype 2-8°C He
bonee 3 cyTok. [JonyckaeTcs bonee npoAomIKNTENBHOE XPaHEHNE 3aMOPOXXEHHON
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cbiBOpOTkM npu Temnepatype -20°C wnu -70°C. 33amopoxeHHble obpasLbl
nepen MCNonb30BaHWEM CreAyeT pa3mMopo3vTb U BblaepXkaTb Npyv KOMHATHOM
TemnepaTtype B TedeHme 30 MuHyT. [locrne pasmopaxmBaHuss oOpasubl
crnegyeT nepemMeluatb Ans JOCTUXKEHUS oAHOpOoAHOCTU. 36eraTtb NOBTOPHOroO
3aMopaXKuBaHUsA-oTTanBaHUs nuccregyemMbix obpasuoB. B crniyyae nomyTHeHuUs
CbIBOPOTKM (MNM nria3mbl) 0CBOGOXAAKTCSA OT HEPACTBOPEHHbIX BKITHOYEHUN
ueHTpudyrnposanHnem npu 3000 o6/mMunH B TedeHne 10-15 muHyT. He cnepyet
ncnonb3oBaTtb 00pasLbl CbIBOPOTOK C BbIPaXXEHHOW NUNUAeMUENR, reMosin3om, a
Takxe 6akTepmanbHbIM MPOPOCTOM.

O6pa3subl  CbIBOPOTOK  TpaHCMOPTMPOBATb B TEPMOU3OMALNOHHBIX
KOHTelHepax. [1nsa 3Toro 3akpbiTble MPOMapKUpPOBaHHbIE NPOOMPKN HEOBXOAMMO
NMOMECTUTb B MNONMSTUIEHOBbIV NaKeT, NIIOTHO 3aneyvaTtaTthb U NOSIOXUTb B LIEHTPpe
TEPMOKOHTelHepa. 3aMOpPOXeHHbIe XnadareHTbl MOMOXWTb Ha AHO BAOIb
BGOKOBbIX CTEHOK TEPMOKOHTENHEPA U HaKpbITb UMK 06pasubl CbIBOPOTOK.

8. NOAIrOTOBKA PEANEHTOB
lNMpumeyaHue: lNeped ucnonb3o8aHuem 8bidepXxume ece KOMnoHeHmMbI MDA-
Habopa npu KoMmHamHou memnepamype 18-25°C 8 me4yeHue 30 mMuHym!

8.1. MoarotoBka nnaHweTta UDA
Ona npegynpexaeHust KOHAEHcauuW BoAbl B JyHKax OTKpbiBaWTe

TONbKO nocre BbigepxusaHms 30 MUHYT NpU KOMHATHOW TeMnepaType.
PackponTe BakyyMHYyK ynakoBKY, OTAenuTe HeobXoaMMoe KONMMYEeCTBO JTYHOK,
a ocTanbHOe cpasy e TWaTeNbHO YNakyuTe C BNaronornoTUTenem n xpaHute
NMOTHO 3akKpbITbIMM Ha 3amok zip-lock npu Temnepatype 2-8°C. XpaHeHue
yNakoBaHHOro Takmm obpasom nnaHweTta obecneynBaeT ero cTtabunbHOCTb B
TeyeHue 6 mecaueB:

8.2. MpuroTtoBneHne NPoOoMbLIBOYHOIo pacTteBopa

[na npurotoBneHms npoMbIBOYHOrO pacTeBopa pasBeamuTe [TRITONJWASH][20x]
1:20 (1+19) [UCTUNNUPOBAHHON UMW OEVOHU3UPOBAHHOW BOAOW, MOTOM
nepemewante. Hanpumep, 5 ml koHueHTpaTta + 95 ml Bogbl, 4ero 4ocTaTouHO ANs
8 nyHok. Npn HanMuMM KPUCTansoB B KOHLEHTpaTe pacTBopa AM NPOMbIBaHUSA
nporpenTe dhnakoH npu temnepatype 37°C 40 NONHOro pacTBOPEHNSA KPUCTANNOB
(15—20 muHyT). PasBefeHHbIN pacTBOP MOXHO XpaHUTb Npu Temnepatype 2-8°C
He Bonee 7 CyTOK.

9. MPOLUEAOQYPA AHATIU3A
9.1.TMoaroToBbTE HEOOXOANMOE KONTMYECTBO JTYHOK A5t aHanu3a (YeTbipe NyHKU
OJ151 KOHTPOJen U HeoBXoaMMOE KONMYECTBO AN1sl uccriefyembix 06pasLoB),
BCTaBbTE MX B pamMmky nnaHweTta NPA. JlyHkn ¢ KOHTponamn obasaTenbHO
BKJIHOYaMTE B KAXOYH NOCTaHOBKY aHanmaa.

9.2.3anonHunTe cxeMy BHeceHus obpasLoB.

9.3.MMpurotoBbTE PpacTBOp ANsi NPOMbIBaHUSI B COOTBETCTBUN C MYHKTOM 8.2.
9.4.BHecuTe BO BCe NyHKM nnaHweTta no 80 pl SAMPLE],
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9.5.BHecuTe B nyHkM no 40 pl koHTponen n nccnegyemMbix 06pasyos:
[CONTROL[IgG[ +] — B nyHKy A,
[CONTROL[ -] — B nyHku B1, C1, D1,
B OCTalnbHbIE NTYHKM — nccnegyembie obpasupl.
[Mpy BHECEHMM MPOUCXOAUT M3MEHEHWE LBeTa pacTBOpa C KOPUYHEBOrO
Ha cuHuN. OCTOPOXHO NUNETUPYWTE CMECb B JIyHKaX, He [ornyckas
neHoobpasoBaHus.

9.6.3aknenTe CTpUMbl KNENKOW MIEHKON N UHKYOupynite B TedyeHne 30 MUHYT
npu Temnepartype 37°C.

9.7. o okoHYaHWM MHKYBaLUmM akkypaTHO CHUMMUTE KIENKYI0 MAEHKY U MPOMONTe
NYHKW NATb pa3 C MCMONb30BaHWEM aBTOMAaTMYECKOro NMpoMbiBaTens unm
8-kaHanbHOWM NMNETKM crieayowmm obpasom:

— yoanuTe CoAepXMMOe NYHOK B KOHTENHEP ANS XKUOKUX OTXOAOB;

— HanomHWTe INyHKM CcTpunoB He MeHee yem no 300 pl pactBopom gns
NPOMbIBaHM1s, OCTaBbTE HE MeHee, YeM Ha 30 CeKyHp;

— acnupupymnTte pacTBop u3 nyHok. OcTaToyHbIi 06bem pacTBopa nocrne
KaXkJoro atana acnupauumn JOSMKeH coCcTaBnsaTb He 6onblie 5 p;

— NOBTOPUTE NpoLeaypy NPOMbIBaHUSA eLle NATb pas;

— nocne nocnegHen acnupauny n3dasbTechb OT NULLHEN BNaru, NocTykneBas
nnaHweTom no unsTpoBanbHon Bymare.

9.8.BHecute B nyHku no 100 pl [SOLNJCONJ[igG]. CTpunbl HakponTe HOBOW
Krenkon nneHkon n nHkybupynte B TedeHme 30 muHyT npu 37°C.

9.9.To okoHYaHUN NHKYDaL MM akKkypaTHO CHUMUTE KIeNKyo NEeHKY U NPpOMOoKTe
NYHKN NATb pas, Kak onvcaHo B NyHKTe 9.7.

9.10. BHecute B nyHkn no 100 pl [SOLN[TMB], HE KacasdCb OHa WU CTEHOK NYHOK
nnaHwerTa.

9.11. NHkyBupynTe cTpunbl B TeyeHne 30 MUHYT B TEMHOM MeCTe Npu KOMHaTHOMN
TemnepaTtype 18-25°C. He ncnonb3ynTe KNenkyo nNieHKy Ha JaHHOM 3Tane.

9.12.BHecute B nyHkm cTpunoe no 100 ul ONsi OCTaHOBKM
depMeHTaTMBHOW peakLmn, NpnaepXKmBasach TON Xe nocneaoBaTenbHOCTH,
YTO U NPV BHECEHMU [SOLN]TMB]. Bo BpeMsi BHECEHUS MPOUCXOAUT USMEHEHUNE
LBeTa pacTBopa C ronyboro Ha XenTbli, B TYHKax C Npo3payHbiM pacTBOPOM
HEe3HauYnTENTIbHO MEHSETCS OTTEHOK.

9.13. UamepbTe Ha pupepe Ol1 B kaxgown nyHke npwu gnuvHe BonHbl 450/620-
695 nm B TeyeHue 5 MUHYT Nocne OCTaHOBKW peakuuwn. [lo npoBeaeHUs
namepeHus ybeautecb B YMCTOTE BHELUHEW MNOBEPXHOCTU OHA NYHOK U
OTCYTCTBUM MY3bIPbKOB.

Yuyem pesynbmamos aHasnu3a MOXHO po8ooums 8 0OHO80/THO8OM PeXuMe
rpu dnuHe 8osiHbI 450 nm, 8 3momMm cry4ae ocmagbme s1iyHKy 01151 ycmaHO81eHUs
6r1aHKa (8 makyo JIyHKY Hecume moJibKO [SOLN[TMB] U [SOLN[STOP ).
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10. YYET PE3YJIbTATOB U UX UHTEPMNPETALUA

10.1. Y4yeT pe3ynbTaToB aHanusa

Paccuntath cpedHee 3Hadenue Ol HeraTmsHOro koHtponsi (Nc), ypoBeHb
rpaHunyHoro 3HayeHus (Cut off - CO) n nngekc nosantneHoctTy obpasua (IP

Nc = (Nc1 + Nc2 + Nc3)/3;  CO = N¢ + 0,25
IP =0D /CO, rne OD

sample sample

sample)'

— OIl obpasua

sample

10.2. KOHTpONb 4OCTOBEPHOCTU pe3yribTaToOB aHanu3a
[aHHble TecTa cunTaTCa AOCTOBEPHBLIMU, €CIIM OHU OTBEYaT CrleayrLum
TpeboBaHUAM:

onz1,5
[CONTROL-] On < 0,150

rae Ncn — Ol
[CONTROL| -] Nc x 0,5<Ncn<Ncx20  Kaxaoro noeTopa
Nc

Ecnn ogHo 13 3HaveHuin Ol HeraTMBHOIO KOHTPOSS BbIXOAMT 3a npegersibl
yKazaHHOro Bbllle WHTepBana, ero otbpackiBaloT K paccumTbiBaloT Nc no
ocTanbHbiM 3HaveHuam OIF1 HeraTuBHOro koHTpons. Ecnu 6Gonee opgHoro
3HayeHust Ol HeraTMBHOrO KOHTPOMS HE OTBEYaeT yKka3aHHbIM TpeboBaHMsM, TO
TECT CYUMTAETCHA HEKOPPEKTHBIM 1 TpebyeT NOBTOPHOro NPOBEAEHMS.

10.3. UHTepnpeTauus pe3ynbLTaToB

P 0> 11 MONOXUTENBHBIN
09<IP_ <11 HEOMPEAENEHHLIN®
IP_ <09 OTPULIATEBHbIN

sample

*

HeonpepeneHHble o6pasubl pekoMeHAyeTCcs uccrnegoBaTb MOBTOPHO
B ABYX IyHKax Habopa WM®A. Ecnu pesynbraTthl CHoBa OyayT B npegenax
HeonpedeneHHblX, criegyeT NPoOBecTM OTOOP M aHanm3 HoBoro obpasua yepes
2-4 Hepenu. B crnyyae NOBTOPHOMO MOfyYeHUs HeonpeaeneHHbIX pe3ynbTaTos
Takue obpasubl cumTaTh OTpPULATENBHBLIMU.

Wcnonb3oBaHne nHOekca NO3NTUBHOCTU nossonsiet NpoBOANTb
MONYKONMYECTBEHHbIN CPaBHUTENbHbIN aHann3 ypoBHs Cneunduyecknx aHtuTen
B AMHaMuKe B napHbix obpasuax, nmofyYeHHbIX OT MauMeHTOB C MHTepBasiom
B 2-4 Hepenu. lNpu aTtom crnefyeT yyuTbiBaTh, YTO IPsample B npegenax 11 —
7,0 npornopuMoHaneH cogepXaHuo cneunguyeckmnx anTuten. Ecnum IPSample
cocTaBngeT Bblwe 7,0, 4NS KOPPEKTHOM OLIEHKU cogepXaHus cneumguyeckmnx
aHTUTENn pekoMeHayeTCs NPOBECTUMOBTOPHbIVM aHanu3obpasuanpenBapuTtensHo
pasbasneHHoro B 10 pa3 [DIL[SAMPLE]. [pn onpeaeneHnn KOHEYHOro pe3ynbTaTa
B TakoM criy4ae crieayeT YMHOXWUTb MoslyyeHHoe 3Havenune IP  Ha cTeneHb
pasBeneHus (x10).

MHTepnpeTauus pe3ynbTaToB OGHaPYXeHUA aHTUTeN K
Chlamydia trachomatis
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Hanunune cneunduyeckux aHTUTenN K
Chlamydia trachomatis WHTepnpeTtauus pesynsraTta
IgG IgA IgM
Ob6pasey He cogepxuT cneumnduryeckmnx

OTcyTCTBYIOT OTcyTCTBYIOT OTcyTCTBYIOT aHTWUTEN UMK UX KOHLEHTPaLUWUs HKe
npegena YyBCTBUTENbHOCTW aHanusa
OrtcytctBytoT | Onpegenstotca | OnpegenstoTtcs BeposiTHa paHHAs cTagmsa nHdekumnm
Onpepgenstotcst | OTCyTCTBYIOT OTcyTCTBYIOT BeposiTHas nepeHeceHHas MHdEKLMS

Onpepenstotcsa | Onpegensitotea | OnpepenstoTtcs OcTpas uHgekuns
Onpepgenstotcst | Onpegenstorcs OTcyTCTBYIOT OcTpas Unn xpoHnyeckasa NHpekums

11. XAPAKTEPUCTUKU TECTA

11.1. AHanUTU4YeCcKne xapakTepucTukun

MpeunsnoHHOCTb
Bocnpoussodumocms pe3ynbmamos 8 ripedesiax 00HOU MocmaHOo8KU aHasu3a
(Intra assay repeatability)

KoadpduuneHnt Bapmaumm (CV) ons Tpoux CbIBOPOTOK C pasHbiM YPOBHEM
cneunduryecknx aHTUTeN 1 pasHbiM MHAEKCOM MO3UTMBHOCTM oLeHuBanu B 32
nosTopax ogHon cepun NPA-Habopos.

Ne cbipoBOTKM OI'ICp IPCp CV, %
25 0,843 3.1 2,8
662 1,885 6,9 31
274 2,331 8,5 3,2

Bocnipouszsodumocme pe3yribmamoeg Mex0y pa3HbIMU MOCmMaHo8KaMu aHausa
(Inter assay reproducibility)

KoadbduumneHt Bapmaumm (CV) ons Tpoux CbIBOPOTOK C pasHbIM YPOBHEM
cneundunyeckux aHTUTen M pasHbiIM MHAEKCOM MO3UTUBHOCTM OLEeHMBanu B
TeyeHue 4 gHen B 4 nocTaHOBKax aHanus3a, No 8 NOBTOPOB B KaXXA0OM aHanuae.

Ne cbIpoBOTKM OI"Icp P, CV, %
25 0,864 3.1 5,2
662 1,840 6,7 4,8
274 2,394 8,7 41

AHanutn4yeckas cneyupnIHOCTb

Ha pesynbrat aHanmMsa He BnMsieT Hanuuue B obpasue OunupybuHa B
KoHueHTpauumn go 0,21 mg/ml (361,8 uymol/l), remornobuHa B KOHLUEHTpauuun o
10 mg/ml n TpurnuuepmaoB B koHueHTpauum go 10 mg/mil (11,3 mmol/ 1).

B pesynbraTe nNpoBeAeHHbIX MCCMNEeOOBaHWMA HE BbIABMEHO MEPEKPECTHbIX
peakuui c aHTutenamm knacca IgG k Chlamydia pneumoniae, Helicobacter pylori,
Toxoplasma gondii, Bupycam KpacHyxu, dnwTternHy-bapp, npoctomy repnecy
1 1 2 TMna n uutomeranoBupyca. Takxe He BbISIBIIEHO BAUSHUA Ha pe3ynbraTt
aHanusa peBmaTouaHoro daktopa B obpasuyax Ao koHueHTpauumn 1390 1U/mn
(ME/mMn). PesynbTaT aHanvaa, NoflyYeHHbI Ans Kaxgoro obpasua, cpaBHMBanm
C pes3ynbraTtoM, MONyYEHHbIM B KOMMep4yeckom Habope, umetowem CE-
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MapKMpPOBKY, N pacCuYnTbIBann OTHOCUTENbHYO cneundunyHocts OA-Habopos
«EQUI Chlamydia trachomatis 1gG».

11.2. uarHocTuyeckme xapakTepucTuku

[Ona onpepeneHnst KIMHUYECKOW YYBCTBUTENBbHOCTM U CNEUUPUYHOCTM
NPA-HabopoB «EQUI Chlamydia trachomatis IgG» ncnons3osanu 38 obpasuos
CbIBOPOTOK, TMOJSTYyYEHHbLIX OT MNAUMEHTOB C KIMHUYECKAMW CUMMTOMaMWU,
XapakTePHbIMU AN ypPOreHnTanbHoro xnammaunosa, u 55 o6pasuoB CbIBOPOTOK
KITMHUYECKN 300pPOBbIX NauMeHToB. Takxke Obinyv npoBepeHbl CTaHZapTHble
naHenu cbiIBOPOTOK, COAEPXKaLLNe 1 He codepxalyme Bugocneundgpuyeckme 1gG k
Chlamydia trachomatis «CtaHpapt AT-G(+/-) C.trachomatis (OCQO 42-28-313-00)»
cepun 006 n 1216/3 (npomnssogctea 3A0 «MBC») — no 16 nonoxuTtensHbix n 20
oTpuLaTeNbHbIX CEIBOPOTOK B kKakaoM Habope. KnnHnyeckas 4yBCTBUTENbHOCTb
NPA-HabopoB «EQUI Chlamydia trachomatis 1gG» coctaBnsna 92,9%,
KNnHnyeckas cneundunyHocTtb — 96,8%.

NccnepoBaHve xapakTepuCTMK MeToga MO CPaBHEHWUKO C  aHarlormyHom
KOMMepPYeCKOW TeCT-CUCTEMON NPOBOAMMOCH Ha LeneBon rpynne 6epemMeHHbIX
XeHwmH (202 obpasua) n Bbibopke AoHopoB (270 obpasuos). [Ons BbiGOpKK
GepeMeHHbIXOTHOCUTENBbHaAYyBCTBUTENBHOCTL NPA-Habopos «EQUIChlamydia
trachomatis 1gG» coctaBnsana 96,77%, oOTHocuTenbHas cneunpUyHOCTb
— 93,98%, a npoueHT coBnageHns — 94,42%. [Ona BbIOOpkM [OHOPOB
OTHOCUTENbHas 4YyBCTBUTENbHOCTL HabopoB «EQUI Chlamydia trachomatis
IgG» coctaBuna 94,74%, oTHOcuTenbHasa cneununyHocTb — 95,74%, npoueHT
coBnageHna — 95,67%. PacnpocTpaHeHHOCTb [AaHHOro CeporlorM4yeckoro
Mapkepa xnaMuannHom nHdekumm B nonynsaumm coctasuna 15,74% ons Beloopku
6epeMeHHbIX U 7,48% pnsa BbIOOPKM OOHOPOB, YTO MOMHOCTBI COOTBETCTBYET
nuTepaTypHbIM AaHHbIM.

Mo3utnBHas nporHocTnyeckas LeHHocTb (PPV) MdA-Habopa EQUI Chlamydia
trachomatis IgG coctaBnsieT 95,6%, HeratMBHasg NPOrHOCTMYECKas LEHHOCTb
(NPV) — 94,8%.

12. OrPAHNYEHUE AHAJIN3A

MonoxuTtenbHbin pesynstat B NPA-Habope «EQUI Chlamydia trachomatis
IgG» aBnsieTca CBMOETENLCTBOM HanuuMs y naumeHTa aHtuten knacca lgG,
cneundudeckmx k Chlamydia trachomatis, koTopble npoayUMpyrOTCS OPraHn3Mom
npv MHUUMPOBaHMM BO3byauTenem yporeHuTanbHoOro xnaMmmanosa.

CrniegyetT 3aMeTUTb, YTO B CIlyvae paHHen xnaMmMannHonm nHpekunm pesynsrat
MDA moxeT ObiTb OTpULATENBbHBLIM M3-32 OTCYTCTBUS QHTUTEN Ha HadallbHON
ctagum 6GonesHn. [py HanMMuMn KIMHUYECKMX MposiBrieHun 3aboneBaHus
pekoMeHayeTCs NMpOBEeCcTV NMOBTOPHOE TECTUPOBaHME He MeHee YeM vepes ABe
Hegenu, a Takxe nccnegosartb obpasel naumeHTa Ha cneunduyeckne aHTuTena
knaccoB IgA wn IgM (Hanpumep, ¢ ucnonb3loBaHunem VIOA-Habopos «EQUI
Chlamydia trachomatis IgA» n «kEQUI Chlamydia trachomatis IgM»).
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[na KOppekTHOM AMarHoCTMKM XnamMuamosa Takxke criegyeT Onpeaenvtb
ypoBeHb cneundudecknx kK Chlamydia trachomatis aHTUTEN B NapHbIX
CbIBOPOTKax, MOMyYeHHbIX C WHTEpBanoMm 3abopa KpOBM He MeHee [ABYX
Hegenb. [ByX-TpexkpaTHOe MOBbILEHNE YPOBHSA aHTUTEN CBMAeTenbCcTByeT 06
aKTUBHOCTU MHAEKUMOHHOrO npouecca. Kpome Toro, pekomeHgyeTcs NpoBecTy
nccnefoBaHue Mo BbISBIIEHUIO XNaMUOUN KynbTypanbHbiM MeTogoM (noces), C
nomouybto MUP, PU® nnm mukpockonuyeckoro aHanvsa maska/cockpeba. [Ans
MOCTAHOBKM AuarHo3a cnefyeTr yuuTbiBaTb Kak pesynbraThl nabopaTopHbIX
nccnefoBaHUn, Tak n KNMHUYeCKMe NposBneHns 3abonesaHus.

13. TPYAHOCTU, KOTOPbIE MOI'YT BO3HUKHYTb MNMPU
NMPOBEAOEHUN NDA

Bbicokull ¢hoH 8 JIyHKax ecezo rjiaHwema Moxem 803HUKHyMb U3-3a:
— 3arpsiI3HEHHOro0 NPOMbIBATENS;
— HM3KOrO Ka4yecTBa WU 3arpsi3HeHnst BOAb;
— MCMOMb30BaHUSA MIIOX0 NOMbITOW MNOCYAb;
— MCMNOMb30BaHUA Ae3nHPULMPYOLNX CPEACTB, CogepKaLLnX Xmop;
— MCMNOMNb30BaHUA 3arpsA3HEHHbIX HAKOHEYHMKOB;
— yBENU4YeHUst BPEMEHM WHKybauunm unM WU3MEHEeHUs TemnepaTypHoro
pexuma.
Bbicokuli poH 8 omOesibHbix psidax Moxkem 6bIMb c8513aH C:
— NOBTOPHbIM BHEceHneM pacteopa TMb;
—3arpsi3HeHneM KOHyca aBTOMaTU4YeCKON NMMETKN pacTBOPOM KOHbIOraTa;
— 3arpsi3HeHNEeM OOHOTO M3 KaHanoB NPOMbIBATENS.
lMonyyeHHoe 3Ha4YeHue OI1 nonoXumesibHO20 KOHMPOJSA HUXe
ycmaHoeJsieHHOoU epaHuybl, ecu:
— HEnpaBWIIbHO NMPUrOTOBIEH MMM HE BHECEH OOUH U3 peareHToB (pacTBop
KoHblorata unm pactesop TMB);
— COKpaLleHo BpeMsi MHKyOaLmm Ha 04HOM U3 3TanoB..
NHmeHcusHOCMBb OKpawugaHUsI JIYHOK He coomeemcmeyem roJsly4eHHoU
onmu4Yeckol miomHocmu. 3TO MOXET CBMAETENbCTBOBAaTb O CMELLEHHOM
ONTUYECKOM Nyye.
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[NpounsBoguTensb

MeauumHckoe nsgenne Ana ANarHoOCTUKK in vitro

Homep no kaTtanory

[Jata nsrotoBneHus
Wcnonb3oBaTth A0

Kog naptum

TemnepaTypHOe orpaHu4yeHmne

Copepxut goctaTovHo Ans (n-) UCnbITaHUN

MpenoctepexeHne, O3HAKOMUTLCH C COMPOBOAUTENbHLIMU
AOKYMeHTamu

O3HaKkoMIeHne C MHCTPYKLME Mo NPUMEHEHNIO

Bepeyb OT NPAMbIX COMHEYHbIX NyYen

@%EP d=[ExREFE

3HaK COOTBETCTBUSI TEXHUYECKUM pernaMmeHTam
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CXEMA NPOBEOEHNA AHATTU3A

Boigepxatb peareHtsl 30 min npu temnepartype 18-25°C

B nyHku nnaHweTta BHecTn no 80 ul [DIL[SAMPLE

(KOopU4HeBLIN LBET)

BHecTu no 40 ul KoHTponen n nccrnegyembix 06pasLoB B MyHKK:

A1 —[CONTROL[IgA[+], B1, C1, D1 — [CONTROL[ -],
E1 1 B ocTanbHble NyHKK - uccnegyemble obpasLbl
(NponcxoanT n3sMeHeHue LBeTa C KOPUYHEBOroO Ha CUHWI)

3aknenTb CTPUMbI MIEHKOW, MHKyO6mpoBaTtb 30 min npu Temnepatype 37°C

[MpombITh NyHKM 5 pa3 npurotoBrieHHbIM 1:20 (1+19) NpOMbIBHBIM pacTBOPOM
TRITON (300 pl B nyHKy)

B nyHkn ctpunos BHecTr no 100 pl [SOLN]CONJ[IgG]

(3eneHbIn uBeT)
3aknenTb CTPUMbI MIEHKOW, MHKY6MpoBaTb 30 min npu Temnepatype 37°C

[MpombITh NyHKM 5 pa3 npurotoBreHHbIM 1:20 (1+19) NpOMbIBHBIM PacTBOPOM
TRITON (300 pl B nyHKy)

B nyHku cTpunos BHecTy no 100 pl [SOLN

MHkybupoBaTtb Ha npoTsxkeHun 30 min B TeMHOTE npu
Temnepartype 18-25°C

B nyHkn ctpmunos BHecTn no 100 pl [SOLN]STOP

(nponcxoouT M3MeHeHue LiBeTa € ronyboro Ha XXenThbI)

M3ameputb onTuyeckyto nnotHocTb (Ol) Ha cnekTpodoToMeTpe npu
450/620-695 nm

YYET PE3YJIbTATOB AHAJIU3A

Nc = (Nc1 + Nc2 + Ne3)/3;

CO = Nc + 0,25;
IP. =0D_ /CO

sample sample

Nc - CpegHee 3HaveHune Ol 3-x [CONTROL[ -]
CO - YpoBeHb rpaHu4Horo 3HayeHus (Cut off)
IP - MHpekc no3ntnBHOCTU obpasua

sample

MHTEPMNPETALUA PE3YJIbTATOB
P, > 11 MONOXMUTENbHbI
09<IP__ <11 | HEOMPEJENEHHbIN

IP <09 OTPULATEJIbHbIN

sample
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NDA-Habop ANA Ka4eCTBEHHOro N NOoNyKosIM4eCTBEHHOro
obHapyxeHus aHtuten knacca IgA k Chlamydia trachomatis

NHCTPYKUMSA NO NPUMEHEHIO

IVD ﬁvaugnésos U"gg-om







EQUI Chlamydia trachomatis IgA

NDA-Habop onsa Ka4eCTBEHHOIO U MOMYKONMYECTBEHHOIO
oOHapyxeHus aHTuTen knacca IgA k Chlamydia trachomatis

1. HASBHAYEHUE

NPA-Habop «EQUI Chlamydia trachomatis IgA» npegHasHayeH Ans
Ka4eCTBEHHOro W MONYKONMYECTBEHHOrO OBHapyeHus aHTuTen knacca IgA
k Chlamydia trachomatis B CbIBOPOTKE UNK Nrasme KpoBU YerioBeKka METOAOM
nMMyHoepmeHTHOro aHanusa (M®A) ¢ uenbio AnarHoCTUKN YPOreHUTanbHoro
xnamugmosa. lNpoueagypa aHanm3a paccymtaHa kKak ANA pPyYHOW MOCTaHOBKMU
C aBTOMaTU4YeCKMMU NunetTkamu 1 cTaHdapTHbiM obopydoBaHueMm, Tak M Ans
aBTOMAaTUYECKOro UMMYHO(EPMEHTHOrO aHanm3aTopa «OTKPbITOro» Tuna.

LleneBas rpynna: XeHLWWHbl WU MYX4YMHbl PENPOAYKTUBHONO BO3pacTa,
BGecnnoHble napbl, NALUUEHTLI C 3a60NeBaHNAMN MOYENONOBON CUCTEMBI.

MpumeHeHune: VIOA-Habop NpuMeHAeTCa B KMMHUYECKUX ONAarHOCTUYECKUX
nabopatopusix U ApYyrux yuypexaeHusx, pabortawowmx B obnactu in vitro
ONAarHOCTUKMN.

2. KNMMHUNYECKOE 3HAYEHMUE

Cpeoun 6GaktepuanbHbix 3aboneBaHui, nepefarolmMxcs MOMOBbIM MyTEM,
Hanbonee pacnpocTpaHeHHbIM B MUPE Ha3bIBaKT YpOreHnTarnbHbIA XNaMmuamos.
OTNONOrMYECKNM areHTOM YpOoreHMTanbHoOro xnamuamnosa ssnsawtca Chlamydia
trachomatis — wmenkue (250-300 nm) rpamoTpuUaTeNbHbIE KOKOBUAHbLIE
GakTepun, napasuTupylowme BHYTPU KrneTok. OcoBeHHOCTb  Xnamugun
SABMSETCS MX XU3HEHHbIN LMK, 3aKITYaloLWminca B NooYepegHOM N3MEHEHUN
HEVHMEKLMOHHBIX BHYTPUKITETOYHBIX (hOPM (BOMbLUMX PETUKYMASPHBLIX Teneuy) u
NH(PEKLMOHHbIX BHEKNETOYHbIX (MENTKMX 3NIeMEeHTapHbIX TeneL).

N3-3a ocobeHHoCTeN >XM3HEHHoro uwukna Chlamydia trachomatis pns
nabopaTtopHOM AMArHOCTUKM XJlaMMAMO3a Yalle BCEero WUCMonb3ylT MeToa
MUP (ana npsamoro obHapyxeHusi BO30OyAMUTENs)) M CEpPONIorMYEcKUiA MeToq
(ocobeHHO NDA ana BbIABNEHUS CNeuudUYecknx aHTUTen K XramMuansm).
Opyrve wmetodbl umelT 6onee HU3KYHO MHGPOPMATUBHOCTL (Hanpumep,
YYBCTBUTENBHOCTb MMKPOCKOMUYECKOrOo aHanu3a maska/cockpeba n peakumu
nMMyHodpnopecueHuun oueHnBaroT B 15-50%) mnm Gonbluyo TpygoeMKoCTb
(kak  KynbTypanbHbIi  MeTod, [OOMOSMIHUTENbHO NO3BONSAET  OMpeaenuTb
YYBCTBUTENBHOCTb DakTepuin K aHTMBMoTuKam). Hanbonee 4yBCTBUTENBHBLIN U
cneundudeckun (oo 100%) npu o6HapyxeHumn nHdekuun, BeiaBaHHon Chlamydia
trachomatis, metoq TLP, HO ero pesynbTaT 3aBUCUT OT criocoba 3abopa u
XpaHeHust maTepuana Ans aHanusa. bnarogapsi BeisBNeHU cneungumnyeckmx
nMmmyHorno6bynmHoe IgM, IgA n IgG mMoxHO guddepeHunpoBaTb NEPBUYHLIN,
OCTpPbIf, XPOHUYECKUIA U NepeHeceHHbI xnamuanold. OgHako cnegyeT UMeTh B
BMAY, YTO HEKOTOPblE METOAbl HE MOTYT UCKMYaTb NepekpecTHble peakunn c
aHTUTENamu K opyruMm Braam xnamuani, CnocoBbHbIM MHULMPOBATL YenoBeKa
(Chlamydia psittaci n Chlamydia pneumoniae).
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Ha nepBon-BTOpor  Hegene  nocre  UHPUUMPOBAHUS  HayMHalT
CUHTe3npoBaTbCs U BbiSBNATLCA IgM 1 IgA aHTUTEna K aHTUreHam xnamugumn
B KpOBM unuM cekpetax opraHuama. OHu cBMAeTenbCTBYOT 006 OCTpoMm
3aboneBaHuM nNpu nNepBuUYHON MHGEKUMU, a IgA Takxke OoOHapy>XMBaTCA Mpu
penHdekuMm nnn peaktMBaumm xnamumaumosa. Ewe yepes Hegento HavvMHaloT
nposBnATbCs aHTUTena IgG, cneunduyHble kK Chlamydia trachomatis; BbicOKMe
TUTPbI 3TUX @HTUTEN MOTyT SABNATbCHA NMPU3HAKOM XPOHWUYECKOW XITaMUANNHOW
nHdekumn. CHUXeHne ypoBHs cneumnduyecknx IgA B ABa-Tpu pasa cumtaeTcs
CBMOETENbCTBOM 3(EKTUBHON Tepanun. AHTUTENa K xnammguiHomy hsp60
MOTyT SBMATbCA MNPU3HAKOM HanNuuus AOSMTENbHOW WHMEeKUMM n pasBuTuS
aBTOMMMYHHbIX npoueccoB. Cneundunyeckne «k Chlamydia trachomatis
nMMyHornobynuHel 1gG gaxe nocne neyYeHnss COXPaHSTCS B KPOBU M MOTyT
NPOSIBMATLCS B HEBLICOKUX TUTPaX rogamu, MO3TOMY MX HEMNb3si paccMmaTpuBaTth
Kak mokasaHusa xnaMmmanmnHon nHdekumnmn 6e3 oueHkn gpyrnx mapkepos. BmecTte
C TeM Hamuyue crneumuyeckmx aHTUTen He obecrneymBaeT 3alMTbl NPOTUB
NOBTOPHOro nHdunumpoBanHnsa Chlamydia trachomatis.

3. IPUHUMN AHATTU3A

BbisgsBneHne aHTtuten knacca IgA, cneumdudHbix kK Chlamydia trachomatis, B UDA-
Habope «EQUI Chlamydia trachomatis IgA» ocHOBaHO Ha MpuUHUUMNE «HEMPSIMOro»
TBEepaodasHoro DA B AByxaTanHow UHkybauun. B nyHkax nnaHweTa 3acopbupoBaHbl
pekoMbuHaHTHble aHTureHbl Chlamydia trachomatis. Bo Bpemsi nepBoro atana nHkybauum
uccnenyembix 06pasuoB B NyHkax nnaHweta NOA cneunduynel k Chlamydia trachomatis
aHTUTena, ecriv OHM NPUCYTCTBYIOT B 06pasLax, CBA3bIBAOTCS C aHTUreHaMu Ha TBepaon
dase. JlyHKM OTMbIBAKOTCA ONS yOaneHUsi HecBs3aHHbIX aHTUTEN, OCTalTCs TOJbKO
cneundunyeckne KoMnnekcbl aHTUreH-aHTuTeno. Mocne atoro gobaBnsieTcs KoHblorat
aHTUBMAOBLIX aHTU-IgA MOHOKMNOHAmNbHbLIX aHTUTEN C NEPOKCUAA30M XpeHa, KoTopble
CBSI3bIBAOTCH C UMMYHHbIMY KOMMNIEKCAMU Ha TBepaoi hase. HecBA3aHHbIE KOMMOHEHTbI
yaansawTcss  nNpu oTMbiBaHMM. Komnnekcbl aHTureH-aHtuteno obHapyxuBatoTcs
nytem pobaBneHusi pactBopa xpomoreHa 3,3',5,5-teTpameTuntbensngnHa (TMB) c
nepekucbio Bogopoga. lMocne 30-MUMHYTHOW WHKYGauuW peakuusi ocTaHaBnMBaeTCH
pobaeneHmem cton-pactBopa. Ontuyeckass nnotHocTb (Of1) B nyHkax onpegensieTcs
Ha cnekTpodoTomeTpe npu gnuHe BonHbl 450/620-695 nm. VHTEHCMBHOCTL KenTon
OKpacku nNponopLroHanbHa KONMYecTBy aHTUTenN B ob6pasLe.

4. MATEPUAIIbI N OBOPYONOBAHUE

4.1. CoctaB Habopa

MnaHweTt UPA

B kaxpgoW nyHKke nnaHweTta 3acopbupoBaHbl
1x96 pekoMOuHaHTHble aHTureHbl Chlamydia trachomatis.
nyHok  JlyHKM MOXHO oTAensaTtb. [locrne nepBoro OTKPbITUSA

XpaHWTe HEeUcCnornb30BaHHbIE CTPUMbI B yNakoBKe Mpu

TemnepaTtype 2-8°C He 6onee 6 mecsaueB

STRIPS
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Mo3nTuBHLIN KOHTPONL IgA

CONTROLIGAIE]  1x 0,8 ml PacTtBop KOHBIOrMPOBaHHbIX cneumdpuyeckmnx

MOHOKITOHarbHbIX aHTUTEN C KOHCEPBaAHTOM (PO30BbIN).
XpaHuTb npu Temnepartype 2-8°C

HeraTuBHbIN KOHTPOINb

HeraTmBHaa  cbiBOpOTKa  KPOBM  4YenoBeka C
[CONTROL] , .
-] 1x1.9ml KOHCEPBAHTOM (kenTbl). XpaHUTb Npu Temneparype
2-8°C
PacTBOp AnA pa3BeAeHUs CbIBOPOTOK
DILISAMPLE 1% 11 ml BydepHbii  pacTtBOp C  3KCTPAKTOM  MOJIOKa,

OEeTEepPreHTOM 1 KOHCEPBaHTOM (KOPUYHEBBIN).
XpaHutb npu Temnepatype 2-8°C

Pactsop KOHblOraTta aHTHn-IgA (rotoB K
MCNOJIb30BaHUIO)

BydepHbIn pacTBOpP MOHOKMOHambHbLIX aHTuTen K IgA
YenoBeka, KOHbIOMMPOBAaHHbLIN C MEPOKCUAA30M XpeHa,
co ctabunmsaTopamu U KOHCEPBAHTOM (OpaHXeBbIi).
XpaHuTb npu Temnepartype 2-8°C

PactBop TMB (roToB k MCnosib30BaHuIo)
1x13ml Pacteop TMB, H,0, cTabunusatop, KoHCepBaHT
(6becuBeTHbIN). XpaHuTb Npu Temnepartype 2-8°C

1x13 ml

PactBop ans npombiBkn TRITON (20x KoHUeHTpaT)
20-kpaTHbI  KOHLUeHTpaT d¢ocdaTHoro 6Oydepa ¢
TputoHom X-100 (6ecuBeTHbIn). PasBectn pacTtsop
ansa npombiBkn TRITON (20x) 1:20 guctmnnupoBaHHOM
UM  OEeNOHU3MPOBAHHOM Bopow (Hanpumep, 5 ml
KoHUeHTpaTta + 95 ml Bogbl Ana 8 nyHok) nepes
ucnonb3oBaHuem. PasbaBneHHbIn pacTBOp XpaHUTb
npu Temnepatype 2-8°C He Gonee 7 cyToK

[TRITON[WASH[20x] 1 x 50 ml

Cron-pacTBoOp (rOTOB K UCNOJIb30BaHUIO)
SOLN|STOP 1x13ml  Pacteop 0,5 mol H,SO, (6ecuseTHblt). XpaHuTb npu
TemnepaTtype 2-8°C
B coctaB Habopa BxoaAT: knevkas nrneHka (2 wr.), cxema BHeceHus obpasLoB
(1 WT.), MUCT KOHTPOJTbHbLIX UCMBITAHUIA Y MHCTPYKLMS MO MPUMEHEHMIO.

4.2. lononHuTenbHbIe peakTUBbI, MaTepuanbl 1 060pyaoBaHue

ABTOMaTmyeckue nuneTkn nepeMmeHHoro ob6vema Ha 10—1000 pl n HakoOHEeYHUKK
K HuM, MepHasa nabopartopHas nocyga (10-1000 ml), gevoHn3snpoBaHHas
unu guCcTUNnupoBaHHas Boda, Tepmolwerikep Ha 37°C wunu TepmocTaT Ha
42°C, aBTOMATMYECKMA WX MNOSlyaBTOMATMYECKUA MPOMbIBATENb MNAHLIETOB
(Bowep), cnekTpodoTomeTp (pugep) ANsS MukponnaHweToB Ha 450/620-695
Nm, COOTBETCTBYIOLLME KOHTENHEPbI ANA OTXOA0B MOTEHUMANbHO 3apaXXeHHOoro
mMaTepuana, Tanmep, unbTpoBanbHaa Bymara, ogqHOpa3oBble HeonyApeHHble
nepyaTku, gesvHduumpyowme cpeacTaa.
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5. MIPEAOCTEPEXEHUE U TEXHUKA BE3OIMNACHOCTHU

5.1. MpepocTtepexeHune

lNeped nposedeHuem aHau3a 8HUMameIbHO 03HaKOMbMmeCh C UHCMpyKyuel
no npumeHeHur. [JocmosepHocmb pesynbmama 3agucum om 4YemkKozao
cnedosaHus npoyedype aHanu3sa.

—He wucnonb3ynte KomnoHeHTbl VIPA-Habopa nocne OKOH4YaHus cpoka
ro4HOCTH;

— He ncnonb3ynTe BO BpeMS aHanusa v He CMeLLMBanNTe KOMMNOHEHTbI pa3HblX
cepuii, KOMMOHEHTbI N3 HabOPOB pa3HbIX HO30MOMUIN UMM peareHTbl ApYrnx
npounssoauTenen B codetaHmm ¢ Habopom «EQUI Chlamydia trachomatis
IgA»;

— He 3amopaxuBaite NPA-Habop UM ero KOMMNOHEHTbI;

—nocne UWCnorib30BaHUS peareHTa 3akpbiBalTe KaxAbli nakoH CBOeW
KPbILLKOW;

— BO BPeMS MPOMbIBAHUSA KOHTPOMNMPYMTE HANOSTHEHME U NOSTHYI0 acnupaLmio
pacTBopa 13 NyHOK;

— KaxAbl pa3 MCMNoMb3yNTe HOBbIN HAKOHEYHUK MUMETKU ONA BHECEeHUs
00pasLoB NN peareHTos.;

—un3berante nonagaHusa NpPsMbIX COMHEYHbIX fyyYen Ha peareHTbl VIOA-
Habopa;

—[SOLN[TMB] gomkeH ObITb GeclLBeTHbIM nepen ucrnonb3oBaHuem. Ecnu
pacTBOp OKpalleH B CMHUI UMW XENTbIN UBET, ero Herb3s UCnonb3oBaTb.
M3beranTe KOHTaKTa C MeTannamu UM moHamm MeTassnos.
Ona paboTbl UCMOMb3yNTE TOSMbKO YMCTYH, TLATENbHO BbIMNOMOCKAHHYHO
OVNCTUNNNPOBAHHOW BOOOW Nocyay;

— He UCMONb3yNTe peareHThl, LBeT KOTOPbIX HE COOTBETCTBYET yKazaHHOMY B
nyHkTe 4.1;

— 1 B KOEM Criyyae He UCMNOoNb3yrnTe OOHY U Ty Xe nocyay ANns [SOLN]CONJ[IgA |n
[SOLN[TMB];

— He NpoBOAUTE BU3yaribHbIV yYeT pe3ynbTaTtoB aHanm3a (6e3 ncnonb3oBaHus
puaepa);

— JononHuTensHoe obopyaoBaHMe, Haxogslleecss B HENOCPeaCTBEHHOM
KOHTakTe Cc OMOoMnorm4yeckum martepuanom WM KOMMOHeHTamu Habopa,
CUMTaeTCs 3arpsi3HEHHBIM U HYXKAAETCs B O4ULLIEHMM 1 0be33apaXKmBaHuy;

— VI®A-Habop npegHasHadeH Ansa 96 aHanm3oB. KOMMNOHeHTbI nocne
NCMNONb30BaHUA M OCTaTKM HEUCMNONb30BaHHbLIX KOMMOHEHTOB [OJSIXHbI
ObITb YTUNN3NPOBAHDI.

5.2. TexHuka 6e3onacHocTH

—BCe peareHTbl Habopa npegHasHayeHbl TONbKO Ans nabopaTopHOro
npodeccrMoHanbHOro MNpUMEHeHUa B in  Vitro AuarHocTuke u MOryT
NCNOoNb30BaTbCs TONbKO KBannguunpoBaHHbIM MEPCOHANoM;

— MOCTaHOBKY aHanuM3a NpoBOAUTb TOMIbKO B OOHOPA30BbIX HEOMyOpeHbIX
nepyaTKkax u 3aWMTHbIX OYKaXx;

—He pJonyckaeTtcs MpVMHMMaTtb MWWy, MWUTb, KypUTb WM MNOMb30BaTbCA
KOCMETUKOW B KOMHaTe NpoBeAEeHNs TECTa;
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— He MMNeTUpoBaThb PacTBOPbI PTOM;

— koHTponu NNPA-Habopa «kEQUI Chlamydia trachomatis IgA» npoTecTupoBaHbl
N Npu3HaHbl HeratuBHbIMKU Ha HBsAg 1 aHTutena k BUY1/2, BI'C, Treponema
pallidum, ogHako obpallaTbCs C KOHTPONbaMU U UCCrieayemMbIMU obpasLamm
cnepyeT Kak ¢ NoTeHUManbHO onacHbIM MHEKLMOHHBIM MaTeprarnom;

— HEKOTOpble KOMMOHEHTbl Habopa cogepXaT HU3KMEe KOHLeHTpauum
BpeaHbIX BELLECTB M MOTyT Bbi3BaTb pa3gpa)keHWE KOXW WU CIU3UCTbIX.
MNpun nonagaHunm [SOLN[TMB |, [SOLNISTOP] 1 [SOLN]CONJ[IQA | Ha cnuancTble unm
KOXXy HeobXxoouMMO HEMEANIEHHO MPOMbITb MOpa)KeHHOE MeCTO GonbLIUM
KOnmM4ecTBOM BOAbI;

— B crnyyae pasbpbl3rBaHus pacTBOPOB, HE COAEPXKALLNX KUCMOTY, HAanpuvep
CbIBOPOTOK, 0bpaboTaTb NOBEPXHOCTb AE3MHPULUMPYIOLUM CPeaCcTBOM,
3aTeM BbITEPETb Aocyxa punbTpoBansHonm bymaron. B npoTuBHOM cny4vae
KMCMOTY CHavana HyXHO HenTpanu3oBaTb pacTBopoM OukapboHaTa
HaTpus, a 3aTeM BbITEPETb MOBEPXHOCTb, KaK OMMCAHO BbILLE.

5.3. MlHakTUBaUMA U yTunusaums oTxogoB

—XnaKue oTxoabl HeoOGXO0AMMO MHaAKTUBMPOBATb, Hanpumep, pPacTBOPOM
nepeknucn BoAopoAa B KOHEYHOW KOHUeHTpauun 6% B TeyeHue 3 yacoB
Npu KOMHATHOW TemnepaTtype WM rMNoXSIOPUTOM HaTpuUsa B KOHEYHOW
KoHueHTpauun 5% B TedeHne 30 MUHYT vnu Opyrumy paspelueHHbIMU
Oe3MHPMUMpYIOLUMK CpeacTBamMuy;

— TBepAble OTX0Abl CrieayeT MHAKTMBMPOBATb MyTEM aBTOKABUPOBaHUS Npu
TemnepaType ctepunusaunm He meHbLie 132°C;

— He aBTOKaBUPYMTE pacTBOpPbI, COAepXKaLlne asng HaTpus Unu runoxsopuT
HaTpus;

— YTUNM3aUni0 MHaKTUBMPOBAHHbLIX OTXOA0B MPOBOAUTbL B COOTBETCTBUMU C
OENCTBYOLWNM HauMOHarbHbIM 3aKOHOL4ATENbCTBOM.

6. XPAHEHVE U TPAHCIMOPTUPOBKA

N®A-Habop cTabuneH B TeYeHUe cpoka rofHOCTU, yKasaHHOro Ha 3TUKETKe,
€cnn ero xpaHutb npu Temnepatype 2-8°C. TpaHcrnopTupoBaTb HaGop npu
Temnepatype 2-8°C. [lonyckaeTcss ofHopas3oBasi TpaHCMNOPTUPOBKa Mpwu
Temnepatype He Bbilwe 23°C B TeYEHUE ABYX CYTOK.

7. PEKOMEHOALIUU 1O OTBOPY, TPAHCITOPTUPOBKE U
XPAHEHUIO OBPA3LIOB

KpoBb Heobxoammo oTbupaTtb U3 BeHbl B CTepuribHyto npobupky. MNMpobupka
JomkHa  ObiTb  nNpoMapkupoBaHa C  yKasaHuem  MAEHTUUKALNOHHbIX
OaHHbIX nauueHTa u gatbl oT6opa obpasua. LlenbHylo KpoBb 0O OTAeneHus
CbIBOPOTKM MOXHO XpaHuTb 40 24 4YacoB npu Temnepatype 2-8°C, He gonyckas
3aMopaxunBaHus.

CbIBOPOTKY MW MNnasmy KpOBU MOXHO XpaHWTb npu Temnepatype 2-8°C He
bonee 3 cyTok. [JonyckaeTcs bonee npoAomIKNTENBHOE XPaHEHNE 3aMOPOXXEHHON
cbiBOpOoTkM npu Temnepatype -20°C wnu -70°C. 33amopoxeHHble obpa3sLbl
nepen MCNonb30BaHNEM criedyeT pa3smopo3uTb U BblAepXaTb MPU KOMHaTHOM
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TemnepaTtype B TedeHme 30 MuHyT. [locrne pasmopaxmBaHuss oOpasubl
crnegyeT nepemMeluatb Ans JOCTUXKEHUS oAHOpOoAHOCTU. 36eraTtb NOBTOPHOroO
3aMopaXKuBaHUsA-oTTanBaHUs nuccregyemMbix obpasuoB. B crniyyae nomyTHeHuUs
CbIBOPOTKM (MNM nria3mbl) 0CBOGOXAAKTCSA OT HEPACTBOPEHHbIX BKITHOYEHUN
ueHTpudyrnposanHnem npu 3000 o6/mMunH B TedeHne 10-15 muHyT. He cnepyet
ncnonb3oBaTtb 00pasLbl CbIBOPOTOK C BbIPaXXEHHOW NUNUAeMUENR, reMosin3om, a
Takxe 6akTepmanbHbIM MPOPOCTOM.

O6Gpa3subl  CbIBOPOTOK  TpaHCMOPTMPOBATb B TEPMOU3OMALNOHHBIX
KOHTelHepax. [1ns aToro 3akpbiTble MPOMapKUpPOBaHHbIE NPOOMPKN HEOBXOAMMO
NMOMECTUTb B MNONIMSTUIEHOBbIV NaKeT, NIIOTHO 3aneyvaTtaTthb U NOSIOXUTb B LLEHTPe
TEPMOKOHTelHepa. 3aMOpPOXeHHble XnafdareHTbl MOMOXWTb Ha AHO BAOIb
BGOKOBbIX CTEHOK TEPMOKOHTENHEPA U HaKpbITb UMK 06pasubl CbIBOPOTOK.

8. NOAIrOTOBKA PEANEHTOB
lNMpumeyaHue: lNeped ucnonb3o8aHuem 8bidepXxume ece KOMnoHeHmMbI MDA-
Habopa npu kKoMmHamHou memnepamype 18-25°C 8 me4yeHue 30 mMuHym!

8.1. NMNoproroBka nnaHweta UPA

Ona npegynpexgeHus KOHAEHCauun BOAbl B JyHKax OTKpbiBanTe
TONbKO nocre BbigepxusaHms 30 MUHYT NpU KOMHATHOW TeMnepaType.
PackponTe BakyyMHYyK ynakoBKY, OTAenuTe HeobXoaMMoe KONMMYEeCTBO JTYHOK,
a ocTanbHOe cpasy e TWaTeNbHO YNakyuTe C BNaronorfnoTUTenem n xpaHute
NMOTHO 3akKpbITbIMM Ha 3amok zip-lock npu Temnepatype 2-8°C. XpaHeHue
yNakoBaHHOro Takmm obpasom nnaHweTta obecneynBaeT ero cTtabunbHOCTb B
TeyeHue 6 mecaueB:

8.2. MpuroTtoBneHne NPoOoMbLIBOYHOIo pacTteBopa

[na npurotoBneHms npoMbIBOYHOrO pacTeBopa pasBeamuTe [TRITONJWASH][20x]
1:20 (1+19) [UCTUNNUPOBAHHON UMW OEVOHU3UPOBAHHOW BOAOW, MOTOM
nepemewante. Hanpumep, 5 ml koHueHTpaTta + 95 ml Bogbl, 4ero 4ocTaTouHO ANs
8 nyHok. Npn HanMuMM KPUCTanoB B KOHLIEHTpaTe pacTBopa AM NPOMbIBaHUSA
nporpente dhnakoH npu temnepatype 37°C 4O NONHOro pacTBOPEHNSA KPUCTANNOB
(15—20 muHyT). PasBefeHHbIN pacTBOP MOXHO XpaHUTb Npu Temnepatype 2-8°C
He Bonee 7 CyTOK.

9. MPOLUEAOQYPA AHATIU3A
9.1. NMoaroToBbTE HEOOXOAMMOE KONTMYECTBO NYHOK A5l aHanu3a (YeTbipe NyHKK
OJ151 KOHTPOJen 1 HeobXoaMMOe KONMMYECTBO AN1sl uccriefyembix 06pasLoB),
BCTaBbTE MX B pamMmKy nnaHweta NPA. JlyHkn ¢ KoHTponamn obasaTenbHO
BKJIHOYaMTE B KAXOY NOCTaHOBKY aHanmaa.

9.2.3anonHunTe cxeMy BHeceHus obpasLoB.

9.3.MMpurotoBbTE PpacTBOp ANsi NPOMbIBaHUSI B COOTBETCTBUN C MYHKTOM 8.2.
9.4.BHecuTe BO BCe NyHKM nnaHweTta no 80 pl SAMPLE],
9.5.BHecuTe B nyHkM no 40 pl koHTponen n nccnegyemMbix 06pasyos:
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[CONTROL[IgA[ +] — B nyHKy A,

[CONTROL[ -] — B nyHku B1, C1, D1,

B OCTaslbHble NYHKU — Uccrneayemble obpasLbl.

MNpy BHeCEHUW NPOUCXOOWUT U3MEHEHME LiBeTa pacTBopa C KOPWYHEBOrO
Ha cuHuA. OCTOPOXHO NUMNETMPYNTE CMecb B IyHKaX, He Jonyckas
neHoobpa3oBaHus.

9.6.3aknenTe CTpUMbl KNEWNKOW MIEHKON N UHKYOupynte B TedyeHne 30 MUHYT
npu Temnepatype 37°C.

9.7. o okoHYaHWM MHKYBaLUM akKkypaTHO CHUMMUTE KIENKYI0 MAEHKY U MpOMOnTe
NYHKM NATb pa3 C MCMONb30BaHWEM aBTOMAaTMYECKOro NMpoMbiBaTens unm
8-kaHanbHOWM NMNETKM crieayowmm obpasom:

— yoanuTe CoAepXMMOe NYHOK B KOHTENHEP ANS XKUOKUX OTXOAOB;

— HanomHWTe INyHKM CcTpunoB He MeHee yem no 300 pl pactBopom gns
NPOMbIBaHM1s, OCTaBbTE HE MeHee, YeM Ha 30 CeKyHp;

— acnupupymnTte pacTBop u3 nyHok. OcTaToyHbIi 06bem pacTBopa nocrne
KaXkJoro atana acnupauumn JOSMKeH coCcTaBnsaTb He Bonblie 5 p;

— NOBTOPUTE NpoLeaypy NPOMbIBaHUSA eLle NATb pas;

— nocne nocnegHen acnupauny n3basbTecb OT NULLHEN BNaru, NocTyknBas
nnaHweTom no unsTpoBanbHon Bymare.

9.8.BHecute B nyHku no 100 pl [SOLNJCONJ[igA]. CTpunbl HakponuTe HOBOW
Krenkon nneHkon n nHkybupynte B TedeHme 30 muHyT npu 37°C.

9.9.To okoOHYaHUN NHKYDaL MM akKypaTHO CHUMWTE KIeNKyo NEHKY U NPOMOoKTe
NYHKN NATb pas, Kak onvcaHo B NyHKTe 9.7.

9.10.BHecute B nyHkn no 100 pl [SOLN[TMB], HE KacasdCb OHa WU CTEHOK NYHOK
nnaHwerTa.

9.11. NHkyBupynTe cTpunbl B TeyeHne 30 MUHYT B TEMHOM MeCTe Npu KOMHaTHOMN
TemnepaTtype 18-25°C. He ncnonb3ynTe KNenky nNieHKy Ha JaHHOM 3Tane.

9.12.BHecute B nyHkm cTtpunoe no 100 ul ONna  OCTaHOBKMU
depMeHTaTMBHOW peakLmn, NpnaepXKmBasach TON Xe nocneaoBaTenbHOCTH,
YTO U NPV BHECEHMU [SOLN]TMB]. Bo BpeMsi BHECEHUS MPOUCXOAUT USMEHEHUNE
LBeTa pacTBopa € ronyboro Ha XXenTblin, B MyHKax ¢ Npo3padHbiM pacTBOPOM
He3HaYMTEeNbHO MEHSETCS OTTEHOK.

9.13. amepbTe Ha pupepe Ol1 B kaxgown nyHke npwu anuvHe BonHbl 450/620-
695 nm B TeyeHue 5 MUHYT Nocne OCTaHOBKW peakuuwn. [lo npoBeaeHUs
namepeHus ybeautecb B YMCTOTE BHELUHEW MNOBEPXHOCTU OHA MNYyHOK U
OTCYTCTBUM My3bIPbKOB.

Yyem pesyrnbmamos aHaru3a MOXHO rpo8odums 8 0OHOB0STHO8OM pexume
rpu dnuHe 80os1HbI 450 nm, 8 3momM cry4ae ocmagbme s1iyHKYy 01151 ycmaHO81eHUs
6r1aHKa (8 makyo JIyHKY Hecume moJibKO [SOLN[TMB] U [SOLN[STOP )).

10. YYET PE3YJIbTATOB U UX MHTEPMPETALUA

10.1. YueT pe3ynbTaToB aHanu3a
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Paccuntath cpeaHee 3HadeHue Ol HeraTusHoOro koHtpons (Nc), yposeHb
rpaHnyHoro 3HadeHus (Cut off - CO) n uHgekc nosntneHoctn obpasua (IP

Nc = (Nc1 + Nc2 + Nc3)/3; CO=Nc + 0,25
P =0D /CO, roe OD

sample sample

10.2. KOHTpONb AOCTOBEPHOCTU pe3ynbTaToOB aHanu3a
[aHHble TecTa cunTatoTCs JOCTOBEPHbLIMU, €CNIN OHU OTBEYAKT CIeayLmMm
TpeboBaHUAM:

onz1,5
[CONTROL] -] OMn < 0,150

[CONTROLJ -] Nc x 0,5 <Ncn < Nc x 2,0

sample)'

— OIl obpasua

sample

rae Ncn — Ol kaxgoro
nosTopa Nc
Ecnn ogHo n3 3HayeHuit Ol HeraTUBHOrO KOHTPOMS BbIXOAUT 3a Npeaensl
yKasaHHOro Bbllle WHTepBana, ero oTbpacbiBaloT U paccunTbiBaloT Nc no
ocTanbHbiM 3HaveHussm OI1 HeraTMBHOro koHTponsi. Ecnu Gonee ogHoro
3HadeHust Ol HeraTMBHOrO KOHTPOSS HE OTBEYAET yKasdaHHbIM TpeboBaHuAM, TO
TECT CUMTaEeTCs HEKOPPEKTHLIM 1 TpebyeT NOBTOPHOro NPOBEAEHNS.

10.3. UHTepnpeTauunsa pe3ynbTaTtoB

P, 0> 11 MONOXWUTENbHbIN
09<IP_ <11 HEOMPEAENEHHLIN*
P, <09 OTPULATEbHbI

sample

*

HeonpepeneHHble o06pasubl pekoMeHAyeTCd uccregoBaTb MOBTOPHO
B OByX nyHkax Habopa W®A. Ecnn pesynbtaThl cHOBa OyayT B npepenax
HeonpedeneHHblX, criegyeT NPoBecTM OTOOP M aHanu3 HoBoro obpasua yepes
2-4 Hepgenu. B cnyyae NOBTOPHOrO MOMy4YeHUsi HEONPEeAEeneHHbIX pe3ynbraToB
Takue obpasubl cumTaTh OTPULATENBHBIMN.

Wcnonb3oBaHne nHOekca NO3NTUBHOCTU nossonset nNpoBOANTb
MONYyKONMYECTBEHHbIN CPaBHUTENbHbIN aHann3 ypoBHs Cneunduyecknx aHtuTten
B AMHaMuKe B napHbix obpasuax, nonyyYyeHHbIX OT MauMeHTOB C MHTepBanom
B 2-4 Hepgenwu. [pn 3aTOM cnegyeT yyuTbiBaTb, YTO IPsampIe B npegenax 1,1 —
7,0 nponopuuoHaneH cogepxaHuio cneunduyecknx aHTuten. Ecnu IPSample
coctaBnget Bbiwe 7,0, ANs KOPPEKTHON OLEHKU coaepXaHusi cneumpuyeckmnx
aHTUTEeNn pekoMeHayeTCs NPOBECTUNOBTOPHbIV aHanu3obpasuanpeaBapuTtensHo
pasbasneHHoro B 10 pa3 [DIL[SAMPLE]. [pn onpeaeneHny KOHEYHOro pesynbTaTa
B TaKOM cny4ae crieqyet YMHOXWUTb NOfly4YeHHoe 3HavyeHue IPsampIe Ha cTeneHb
passegeHus (x10).
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MHTepnpeTauus pe3ynbTaToB OGHapYXeHUA
aHTuten Kk Chlamydia trachomatis

Hanunune cneunduyeckux aHTUTenN K
Chlamydia trachomatis WHTepnpeTtauus pesynsraTta
IgG IgA IgM
Ob6paseL He cogepxuT cneumnduriecknx
OtcytctBytoT | OTCyTCTBYHOT OTCyTCTBYIOT | @HTWUTEN UMK UX KOHLEHTPaLWs HWxe npeaena
YyBCTBUTENBHOCTY aHanunsa
OtcytctBytoT | Onpegenstorcsa | OnpegenstoTcs BeposiTHa paHHAs cTagmsa nHdekumnm
Onpepgenstotcst | OTCyTCTBYIOT OTcyTCTBYIOT BeposiTHas nepeHeceHHas UHdeKUMs
Onpepenstotcs | Onpepenstotesa | OnpegenstoTcs OcTpas nHdekuns
Onpepgenstotcst | Onpegenstotcs | OTCyTCTBYIOT OcTpas Unn xpoHnyeckasa MHgekums

11. XAPAKTEPUCTUKU TECTA

11.1. AHanUTUYeCcKne xapakTepucTukun

MpeunsnoHHOCTb
Bocnpoussodumocms pe3yrnbmamos 8 ripedesiax 00HOU MocmaHOo8KU aHasu3a
(Intra assay repeatability)

KoadpduuneHnt Bapuaumm (CV) ons OBYX CbIBOPOTOK C Pa3HbIM YPOBHEM
cneunduryecknx aHTUTeN M pasHbIM MHAEKCOM MO3UTBHOCTM oueHuBanu B 16
nosTopax ogHon cepun NPA-Habopos.

Ne cbipoBOTKM OI'ICp IPCp CV, %
283 0,848 2,7 4,4
262 1,380 4,5 4,8

Bocnpoussodumocms pe3ynbmamosg Mex0y pa3HbIMU 1ocmaHo8KaMu aHasnu3a
(Inter assay reproducibility)

KoadbdpmumnenTt Bapuaumm (CV) ana ABYX CbIBOPOTOK C pasHbiM YPOBHEM
cneumuyeckux aHTUTen M pasHbIM MHOEKCOM MO3UTMBHOCTM OLEeHMBanu B
TeyeHve 4 gHen B 4 NOCTaHOBKax aHanunsa, no 8 NoOBTOPOB B KaX4OM aHanuse.

Ne cbipoBOTKM on_ P, CV, %
283 0,854 2,8 5,4
262 1,416 4,6 54

AHanuTtu4yeckasa cneyndPuyYHOCTb

Ha pesynbrat aHanu3a He Bnusetr Hanuuve B obpasue 6GunupybuHa B
KoHueHTpauum go 0,21 mg/ml (361,8 pmol/l), remornobuHa B KOHUEHTpauum 4o
10 mg/ml v TpurnnuepmaoB B koHueHTpauun go 10 mg/ml (11,3 mmol/ ).

B pesynbrate NpoBEeAEHHbIX WUCCIEAOBAHWA HE BbISBIIEHO MNEPEKPECTHbIX
peakuui ¢ aHTutenamum knacca IgG k Chlamydia pneumoniae, Helicobacter pylori,
Toxoplasma gondii, Bupycam KpacHyxu, InwTtenHy-bapp, npoctomy repnecy
1 1 2 Tuna n yMTomeranosupyca. Takxe He BbISBNIEHO BMUSAHUA Ha pesynbrart
aHanusa peBmaTougHoro dgaktopa B obpasuyax Ao koHueHTpauumn 1390 1U/mn
(ME/mn). Pe3ynbtaT aHanuaa, nonyyYeHHbIn ns kaxgoro obpasua, cpaBHMBanm
C pesynbratoM, MOMyYEeHHbIM B KOMMepyeckom Habope, wumetowem CE-
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MapKMpPOBKY, N pacCuYnTbIBann OTHOCUTENbHYO cneundunyHocts OA-Habopos
«EQUI Chlamydia trachomatis 1gG».

11.2. uarHocTuyeckme xapakTepucTuku

[Ona onpepeneHnst KIMHUYECKOW YYBCTBUTENBbHOCTM U CNEUUPUYHOCTM
N®A-HabopoB «EQUI Chlamydia trachomatis IgA» ncnonb3oBanu 37 obpasuoB
CbIBOPOTOK, TMOJSTYyYEHHbLIX OT MNAUMEHTOB C KIMHUYECKAMW CUMMTOMaMWU,
XapakTepPHbIMU AN YPOreHMTanbHOro xnammamosa, n 43 obpasua CbIBOPOTOK
KITMHUYECKN 300pPOBbIX NauMeHToB. Takxke Obinyv npoBepeHbl CTaHZapTHble
naHenu CbIBOPOTOK, COAepKaLlme 1 He copgepxaliune Bmgocneunduyeckme IgA k
Chlamydia trachomatis «CtangapTt AT-A(+/-) C.trachomatis (OCO 42-28-344-01)»
cepun 005 n 1216/1 (npomnssoactea 3A0 «MBC») — no 12 nonoxmtensHbix 1 18
oTpuLaTeNbHbIX CEIBOPOTOK B kKakaoM Habope. KnnHnyeckas 4yBCTBUTENbHOCTb
NPA-HabopoB «EQUI Chlamydia trachomatis IgA» coctaBnsna 90,2%,
KNnHn4eckas cneunduyHocTtb — 98,7%.

NccnepoBaHve xapakTepuCTMK MeToga MO CPaBHEHWUKO C  aHarlormyHom
KOMMepPYeCKOW TeCT-CUCTEMON NPOBOAMMOCH Ha LeneBon rpynne 6epemMeHHbIX
XeHwmH (202 obpasua) n Bbibopke AoHopoB (270 obpasuos). [Ons BbiGOpKK
6epeMeHHbIX oTHocuTenbHas crneuymdpudHocTb MPA-Habopor «EQUI Chlamydia
trachomatis IgA» coctasnana 97,42%, a npoueHT coBnageHus — 97,5%. Onsa
BbIOOPKM AOHOPOB 3TK Nokasatenu coctaBmnu 98,4% un 97,68% coOTBETCTBEHHO.
PacnpocTpaHeHHOCTb B MOMyNnsuMM [AHHOTO CEepPOSIOrMYeckoro Mapkepa
XnamMuanmHon nHopekumm coctasuna 3% Anst Bblbopkn GepeMeHHbix n 3,47%
455 BbIGOPKM JOHOPOB, YTO MOSIHOCTLIO COOTBETCTBYET NUTEPATYPHBLIM LaHHbIM.

Mo3utMBHas nporHocTuyeckas uUeHHocTb (PPV) W®A-Habopa «EQUI
Chlamydia trachomatis IgA» coctaBnseT 98,2%, HeraTuBHas NporHocTU4ecKas
ueHHocTb (NPV) — 92,9%.

12. OrPAHNYEHUE AHAJIN3A

MonoxuTtenbHbin pesynstat B NPA-Habope «EQUI Chlamydia trachomatis
IgA» aBngeTca CBMAETENbCTBOM Hanuuusa y nauuMeHTa aHTuTen knacca IgA,
cneundudHbix k Chlamydia trachomatis, npogoyuupyemMbiXx OpraHu3mom npu
NMHMUMpOoBaHUM BO3OyaANTENEM YPOreHNTanbHOro xnammamosa.

CrnieagyeT 3aMeTUTb, YTO B CIlyvae paHHen xnaMmMannHon nHpekumnm pesynstat
MDA moxeT ObiTb OTpULATENBbHBLIM M3-32 OTCYTCTBUS QHTUTEN Ha HadallbHON
ctagum 6GonesHn. [lpy HanMMuMM KIMHUYECKMX MposiBrieHun 3aboneBaHus
pekoMeHayeTCs NMPOBEeCTM NMOBTOPHOE TECTUPOBaHME He MeHee YeM vepes ABe
Hegenu, a Takxe nccnegosartb obpasel naumeHTa Ha cneunduyeckne aHTuTena
knacca IgM (Hanpumep, ¢ ucnonb3oBaHneM Habopa NPA «EQUI Chlamydia
trachomatis IgM»).

[na KOppekTHOM AMarHoCTMKM XnamMuMamosa Takxke cregyeT Onpeaenvtb
ypoBeHb cneundudecknx Kk Chlamydia trachomatis aHTMTEN B nNapHbIX
CbIBOPOTKax, MOMyYeHHbIX C WHTEpBanoMm 3abopa KpOBM He MeHee [OBYX
Hegenb. [Byx-TpexkpaTHOEe MOBbILWEHWE YPOBHS aHTUTENn CBUAETENbCTBYyET
00 aKTMBHOCTM WH(EKUMOHHOro npouecca. Kpome TOro, pekomeHpyetcs
NPOBECTWN NCCnenoBaHns MO BbISBIIEHUIO XNaMUAWA KynbTypanbHbIM METOO0M
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(noces), ¢ nomowbto TMUP, PUD mnn mumkpockonuyeckoro aHanusa Mmaska/
cockpuba. [ns NOCTaHOBKM AuarHo3a crefyeT yuuTbliBaTb Kak pesynbraThbl
nabopaTopHbIX UCCNesoBaHUN, Tak U KNMHUYECKME NPosBIeHMs 3aboneBaHusl.

13. TPYAHOCTU, KOTOPbIE MOI''YT BO3HUKHYTb MNMPU
NMPOBEOEHN NDA

Bbicokuli ¢hoH 8 JIyHKax ecezo rnjiaHwema Mo)em 803HUKHYMb U3-3a:
— 3arpsi3HEHHOro NPOMbIBATENS;
— HM3KOrO Ka4yecTBa WUnu 3arpsi3HeHNst BOAb;
— MCMNOMb30BaHUSA MIOX0 NOMbITOW MNOCYAb;
— MCMNOMb30BaHUA Ae3nHPULMPYOLWNX CPEACTB, CogepXKaLLnX Xop;
— MCMNOMb30BaHUA 3arpsA3HEHHbIX HAKOHEYHMWKOB;
— YBENM4YEeHWst BPEMEHU WHKybauunm unM U3MEHEeHUs TemnepaTypHoro
pexuma.
Bbicokuli poH 8 omOesibHbix psidax Moxem 6bIMb c8513aH C:
— NOBTOPHbIM BHECeHMeM pacTBopa TMb;
—3arpsi3HeHneM KOHyca aBTOMaTU4YeCKON NUMETKN pacTBOPOM KOHbIOraTa;
— 3arpsi3HeHNEM OOHOTO M3 KaHanoB NPOMbIBaTENS.
lMonyyeHHoe 3Ha4YeHue OI1 nonoXumesibHO20 KOHMPONS HUXe
ycmaHoeJlIeHHOU epaHuybl, eCcJu:
— HENpaBWIIbHO NMPUrOTOBIEH MM HE BHECEH OOUH U3 peareHToB (pacTBop
KoHbloraTa unm pactesop TMB);
— COKpaLleHo BpeMsi MHKyOaumm Ha 04HOM U3 3TanoB..
NHmeHcusHOCMb OKpawueaHUsI JIYHOK He coomeemcmeyem rosly4eHHoU
onmu4Yeckol miomHocmu. OTO MOXET CBWAETENbCTBOBAaTb O CMELLEHHOM
ONTUYECKOM fyYe.
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CXEMA NPOBEOEHNA AHATTU3A

Bbigepxatb peareHTel 30 min npu Temnepatype 18-25°C

B nyHku nnaHweTta BHecTn no 80 ul [DIL[SAMPLE

(Kopu4HeBbIN LBET)

BHecTtu no 40 pl KoOHTpomnen n nccregyembix 06pasLoB B MYyHKK:
A1 —[CONTROL[IgA[ +], B1, C1, D1 — [CONTROL[ -],

E1 n B ocTanbHble NyHKM - uccrnepnyemMble obpasubl
(nponcxoouT N3MEHEHME LiBETA C KOPUYHEBOIO Ha CUHMI)

3aknenTb CTpUMbI MNEHKOW, MHKYGMpoBaTb 30 min npu Temnepatype 37°C

MpombITh NyHKM 5 pa3 npurotoBreHHbIM 1:20 (1+19) NPOMbIBHBIM PacTBOPOM
TRITON (300 pl B nyHKy)

B nyHku cTpunoB BHecT no 100 ul [SOLN[CONJ[IgA |

(opaH>xeBbIl LBET)
3aknenTb CTPUMbI MIEHKOW, MHKY6MpoBaTb 30 min npu Temnepatype 37°C

MpombITe NyHKM 5 pa3 npurotoBreHHbIM 1:20 (1+19) NpOMbIBHBIM PacTBOPOM
TRITON (300 pl B nyHKy)

B nyHku cTpunos BHecTn no 100 ul [SOLN

MHkybnpoBaTb Ha npoTsxeHun 30 min B TeMHOTE Npu
Temnepartype 18-25°C

B nyHkn ctpunoB BHecTy no 100 pl

(NpovcxoauT N3MeHeHve LiBeTa C roflyboro Ha >XenTbii)

M3mepuTb ontrnyeckyto nnotHocTh (Ol1) Ha cnekTpodoToMeTpe npu
450/620-695 nm

YYET PE3YJIbTATOB AHAJIN3A
Nc = (Nc1 + Nc2 + Ne3)/3;

CO = Nc + 0,25;
IP. =0OD__ _/CO

sample sample

Nc - CpegHee 3HaveHne Ol 3-x [CONTROL[ -]
CO - YpoBeHb rpaHu4Horo 3HadeHus (Cut off)
IP - MHpekc nosntnBHocTn obpasua

sample

MHTEPNPETAUWNA PE3YJIbTATOB
P, o> 11 MONOXMUTENbHBI
09<IP_ . <11 | HEONPEJENEHHbI

IP <0,9 OTPULATENbHbIN

sample
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EQUI Helicobacter IgG

ELISA kit for the qualitative and semiquantitative detection
of IgG antibodies to CagA protein of Helicobacter pylori

1. INTENDED USE

The «EQUI Helicobacter IgG» is ELISA kit intended to qualitatively and semi-
quantitatively detect anti-CagA protein Helicobacter pylori IgG in human serum
or plasma by enzyme-linked immunosorbent assay (ELISA) in order to diagnose
helicobacteriosis. Using a set «EQUI Helicobacter 1gG Calibrators» with «EQUI
Helicobacter IgG» kit allows quantification of anti-CagA Helicobacter pylori 19G.

Target group: patients with involvement of upper digestive tract, children, young
people.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Helicobacter pylori is the most important bacteria which colonises gastric
mucosa in human. Helicobacteriosis is associated with the development of gastric
and duodenal ulcers, duodenitis, gastritis, as well as gastric malignancies.

Helicobacter pylori is a mobile helicoid Gram-negative bacterium, 3 um in
length, which may have 4 to 8 filaments. In addition to lytic enzymes, which lyse
mucus and damage the cells of gastric mucosa, Helicobacter pylori may produce
exotoxins (e.g., VacA, which results in vacuolization, damage and death of the host
cells). Although, the most important are effector proteins CagA, which are secreted
directly in the mucosal cell and may induce inflammation, overgrowth of cells
and impairment of their apoptosis. Namely this protein is associated with gastric
lymphoma and carcinoma. Helicobacter pylori strains are very heterogeneous, the
degree of their virulence and aggressive effect on the human body are associated
with the ability to secret VacA and CagA.

Helicobacter pylori colonization may last for long without clinical manifestations
and without detection of parasite with the immune system. However, aggravation
of Helicobacter infection may be accompanied by typical signs of gastroduodenitis:
abdominal discomfort and pain, indigestion, heartburn, etc. Development of
gastritis, duodenitis, gastric and duodenal ulcers, as well as gastric MALT
lymphoma and adenocarcinoma is associated with Helicobacter pylori. These
diseases may develop decades away after infection: the risk of peptic ulcer in
Helicobacter-positive patients reached 20 %, gastric cancer — 1-2 %. At the same
time, severity of digestive tract involvement correlates with spread and virulence
of Helicobacter pylori strains. For example, strains that express VacA exotoxins
are isolated in gastritis patients more commonly that in asymptomatic carriers.
Helicobacter pylori strains, which secret CagA are more biochemically aggressive.
They are isolated in the vast majority of patients with gastric and duodenal ulcer
and in patients with gastric cancer. Those strains that do not express VacA and
CagA are not associated with severe involvement of hepatobiliary system.
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Timely detection and treatment of helicobacteriosis simultaneously results in
elimination of inflammatory processes in the stomach, reduces the possibility of
re-occurrence of duodenal ulcers and malignancies. Histological detection of the
causative agent in patient tissues is considered as the gold standard in diagnosis of
Helicobacter infection, and alternative variant is its isolation in the culture. Among
non-invasive methods, breathing urease test and detection of anti-Helicobacter
pylori antibodies are the most essential. CagA antigen is the most immunogenic.
Anti-CagA antibodies are detected in the vast majority (up to 100 %) of patients
with peptic ulcer and in 95 % patients with gastric cancer.

IgM antibodies are considered the sign of acute infection and are detected in
10 % of patients with clinical manifestations of helicobacteriosis or in 1-2 % of
asymptomatic carriers. Specific IgA antibodies may serve as the marker of active
and chronic infection: they are detected in about 5 % of patients at the background
of the lack of other antibodies and in up to 70 % of IgG seropositive patients.
Detection of anti-Helicobacter pylori 1gG is commonly used for screening of
asymptomatic carriers and for evaluation of treatment efficacy. Decrease in the
titre of specific IgG antibodies by 40 to 50 % is reported in half a year after the
successful treatment and eradication of Helicobacter pylori.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-CagA Helicobacter pylori 19G in «EQUI
Helicobacter IgG» ELISA kit is based on «indirect» solid-phase ELISA with a two-
stage incubation. CagA Helicobacter pylori recombinant antigen is entrapped in
the wells. During the first step of incubation of ELISA plate wells with test samples,
specific anti-Helicobacter pylori antibodies (if present in the samples) bind to the
solid-phase antigens. The wells are washed to remove unbound antibodies and
have only specific antigen-antibody complexes left. Then, a conjugate of anti-
species IgG monoclonal antibodies with horseradish peroxidase is added, which
binds to solid-phase immune complexes. Unbound components are removed
by washing. Antigen-antibody complexes are detected by adding a solution of
chromogen 3,3’,5,5-tetramethylbenzidine (TMB) with hydrogen peroxide. After
30-minute incubation, the reaction is stopped by adding the stop solution. The
optical density (OD) in the wells is determined using a spectrophotometer at
450/620-695 nm. The intensity of the yellow colour is proportional to the level of
antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with CagA Helicobacter pylori
recombinant antigen. The wells are detachable. After
the first opening, store unused strips in the package at
2-8 °C for a maximum of 6 months

1x96
wells

STRIPS
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Positive control
1x 0,25 ml  Solution of conjugate specific monoclonal antibodies
with preservative (pink). Store at 2-8 °C

Negative control
[CONTROL] - | 1x0,6 ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution
DIL[SAMPLE 1x13 ml Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C

Conjugate solution (ready to use)
Buffer solution of monoclonal antibodies to human

Tx A3 ml IgG, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C
TMB solution (ready to use)

1x13ml TMB solution, H,0,, a stabilizer, a preservative

(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEEN[WASH[20x] 1 x 50 ml

Stop Solution (ready to use)

1x13ml 5 5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10—1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at 450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefully beforethetest. The validity ofthe test
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI Helicobacter IgG» ELISA kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;
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— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for [SOLNJCONJ]
and [SOLN[TMB]:

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

—do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls from the «kEQUI Helicobacter IgG» ELISA kit have been tested and
found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies

and HBsAg negative; however, controls and test samples should be handled as
potentially hazardous infectious materials;

—some ofthe kitcomponents containlow concentrations ofharmful substancesand
can damage skin or mucoga. In case of contact of [SOLN|[TMB| [SOLN|STOP] and
with mucous membranes or skin, immediately wash the affected
area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

— the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

—the solidwaste mustbeinactivated by autoclavingatatemperature notless
than 132°C;
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— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

—disposal of inactivated waste must be conducted due to national laws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEEN[WASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.
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9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.

9.2.Fill in the sample application plan.
9.3.Prepare the detergent as per para. 8.2.
9.4.Add 90 pL of [DILISAMPLE] into each plate well.

9.5.Add 10 pL of controls and test samples into the wells:
— into well A1,
— into wells B1, C1 and DA,
and test samples into the remaining wells.
At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 yl;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of [SOLN]CONJ] into each well. Cover the strips with a new piece of
adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubatethestripsfor30minutesinadarkplaceataroomtemperatureof18-25°C.
Do not use adhesive film at this stage.

9.12. Add 100 pL of [SOLNISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measuretheopticaldensity (OD)ofthewellsat450/620-695nmwavelengthusing
an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles

in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave onewellforblank (onlylSOLN[TMB|gnd[SOLNISTOP|mustbe added
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in blank well).
10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc + 0,25
IP =0D /CO, where OD

sample sample

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:

OD=1,2
OD < 0,150

No x05<Nen<Ncx20 noreNen s ihe ODforeach

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

is the OD sample

sample

10.3. Interpretation of results

Children Adults Interpretation
IP oo > 0,9 IP e > 11 POSITIVE
0,8=<IP <0,9 09<IP <11 BORDERLINE*

sample sample

IP <0,8 P <09 NEGATIVE

sample sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

Use of the positivity index allows for a semi-quantitative comparative analysis
of the level of specific antibodies in the dynamics of paired samples obtained from
patients with an interval of 2-4 weeks. It should be borne in mind that IPSample within
1,1 — 7,0 proportional to the content of specific antibodies. If IP.mpie IS higher 7,0,
to correctly assess the content of specific antibodies, it is recommended to re-
analyze the sample previously diluted 10 times [DIL[SAMPLE|. When determining the
final result in this case, multiply the value obtained IP on the degree of dilution
(x10).

To quantify IgG antibodies specific for the CagA Helicobacter pylori protein, it
is recommended to test samples for specific antibodies in the «kEQUI Helicobacter
IgG» ELISA kit together with the «kEQUI Helicobacter IgG Calibrators» kit according
to the instructions in the calibrator Kkit.

sample
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Interpretation of antibody detection results to
CagA protein Helicobacter pylori

The presence of specific
antibodies to CagA protein
Helicobacter pylori

Interpretation of the result

IgG IgA igM
Sample does not contain specific antibodies
Missing Missing Missing or their concentration is below the
sensitivity limit of the analysis
Missing | It turns out | It turns out Probable early stage of infection, it is
It turns out | It turns out| Missing recommended to repeat the study in 2-3
Missing Missing | It turns out weeks
It turns out| Missing Missing Probable acute or transferred infection, it
It turns out | It turns out | It turns out| is recommended to carry out a complex
. of additional inspections: bacteriological,
It turns out | It turns out| Missing

endoscopic, urease test

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. OD,, P, CV, %
719 2,196 79 6,8
225 1,074 3,9 7,8

Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 3 days in 3 sets of analysis, 8 replicates in each
analysis.

Sample No. OoD,, P, CV, %
719 2,229 8,1 8,1
225 1,025 3,7 10,0

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To measure sensitivity and specificity of «EQUI Helicobacter IgG» ELISA Kkits
in comparison with analogous commercial ELISA kit, 99 serum samples from
pregnant females and 284 serum samples from donors (383 samples in total) were
used. The results of detection of anti-CagA Helicobacter pylori IgG with «EQUI
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Helicobacter IgG» ELISA kits are comparable with the results using analogous
commercial CE labelled ELISA kits. A relative sensitivity of «EQUI Helicobacter
IgG» ELISA kits was 99.1 %, relative specificity — 95.9 %, percent agreement —
97.96 %. Total prevalence in the population was 64.13 % that is completely in line
with literature data.

12. LIMITATIONS OF ASSAY

Positive result in «kEQUI Helicobacter IgG» ELISA kit supports presence of anti-
CagA Helicobacter pylori specific IgG antibodies. These antibodies are produced
in the body when a man is infected with Helicobacter pylori strains which express
CagA.

Negative result of «kEQUI Helicobacter IgG» ELISA kit suggests the absence
of anti-CagA Helicobacter pylori specific 1gG in the serum. These antibodies are
also not detected in patients infected with Helicobacter pylori strains which do not
express CagA. It should be noted that in case of early Helicobacter pylori infection,
ELISA results may be negative due to the lack of antibodies. If clinical signs of the
disease appears, re-test is recommended in at least two weeks.

For comprehensive serological diagnosis of Helicobacter pylori, it is also
recommended to test for specific anti-CagA IgA and IgM using «EQUI Helicobacter
IgA» and «EQUI Helicobacter IgM» ELISA kits, respectively.

The results of serological test only are not the basis for final diagnosis. When
establishing the diagnosis, the results of complex laboratory and instrumental
tests, as well as clinical manifestations should be considered.

To monitor the effectiveness of the therapy and eradication of the pathogen,
it is recommended to conduct a study for the presence of specific antibodies in
samples obtained 6-12 months after therapy.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution
High background in all wells

Clean the washer head and rinse
according to the instructions for use

Contaminated washer

Use purified water with specific

Poor quality or contaminated water resistance = 10 MQ - cm

Use of poorly washed glassware Use chemically clean utensils
Use of chlorinated disinfectants Do not use chlorine disinfectants
Use of contaminated tips Use new tips
Increased incubation times or change Adhere to the incubation regime
in the temperature conditions according to the instructions for use

High background in a row of wells
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Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.

Edition 7, 23.06.2022

12/16



REFERENCES

1. Alem M., Alem N. et al. Diagnostic value of detection of IgM antibodies to Helicobacter
pylori Il Experimental and Molecular Pathology. - 2002. - Vol. 72. - P. 77-83.

2. Andersen L. P., Rosenstock S. J. et al. Seroprevalence of Immunoglobulin G, M, and
A Antibodies to Helicobacter pylori in an Unselected Danish Population // American
Journal of Epidemiology. — 1996. - Vol. 143, No. 11. - P. 1157-1164.

3. Bauer B. and Meyer T. F. The Human Gastric Pathogen Helicobacter pylori and lts
Association with Gastric Cancer and Ulcer Disease // Ulcers. - 2011. - Article ID
340157.- 23 p.

4. Blaser M. J. and Atherton J. C. Helicobacter pylori persistence: biology and disease //
Journal of Clinical Investigation. - 2004. - Vol. 113(3). - P. 321-333.

5. Chaput C., Ecobichon C. et al. Role of AmiA in the Morphological Transition of
Helicobacter pylori and in Immune Escape // PLoS Pathogens. — 2006. — Vol. 2, No.
9, e97. — P.0844-0852.

6. Hunt R.H., Xiao S. D. et al. Helicobacter Pylori in developing countries. World
Gastroenterology Organisation Global Guideline. // Journal of Gastrointestinal and
Liver Diseases. - 2011. - Vol. 20, No 3. - P. 299-304.

7. Hussein N. R., Mohammadi M. et al. Differences in Virulence Markers between
Helicobacter pylori Strains from Iraqg and Those from Iran: Potential Importance
of Regional Differences in H. pylori-Associated Disease // Journal of Clinical
Microbiology. — 2008. — Vol. 46, No. 5. — P. 1774-1779.

8. Kusters J. G., Van Vliet A. H. M. and Kuipers E. J. Pathogenesis of Helicobacter pylori
Infection // Clinical Microbiology Reviews. — 2006. — Vol. 19 (3). - P. 449-490.

9. Lépez-Vidal Y., Ponce-de-Ledn S. et al. High Diversity of vacA and cagA Helicobacter
pylori Genotypes in Patients with and without Gastric Cancer // PLoS ONE. — 2008. —
Vol. 3, No. 12. — P. e3849.

10. Regulation (EU) 2017/746 of the European Parliament and of the Council of 5 April
2017 on in vitro diagnostic medical devices and repealing Directive 98/79/EC and
Commission Decision 2010/227/EU.

11. 3akoH Ykpainu «[po Bigxoaun» // BinomocTi BepxoHoi Pagu Ykpainu. - 1998. - Ne36-
37.

12. Hakaz MO3 Ykpainn Ne325 Big 08.06.2015 «[lpo 3aTtBepaxeHHsA [OepxaBHux ca-
HiTapHO-NpoTUENigeMiYHUX NpaBuIl i HOPM LWOAO NOBOLXKEHHS 3 MegUYHUMU Bifg-
XoAamm».

13. NocTtaHoBa KMY Big 02 »xoBTHs 2013p. Ne754 «[MNpo 3aTBepaKeHHS TEXHIYHOro pe-
rmaMeHTy LWoao MeANYHUX BUPOOIB ANA AiarHOCTUKM in vitroy.

14. Hanna Tolonen, Kari Kuulasmaa, Tiina Laatikainen, Hermann Wolf and the European
Health Risk Monitoring Project. Recommendation for indicators, international
collaboration, protocol and manual of operations for chronic disease risk factor
surveys Part 4.Storage and transfer of serum/plasma samples// Finnish National
Public Health Institute 2002// https://thl.fi/publications/ehrm/product2/part_iii4.htm

15. Surveillance Guidelines for Measles, Rubella and Congenital Rubella Syndrome in the
WHO European Region. Annex 3.Collection, storage and shipment of specimens for
laboratory diagnosis and interpretation of results/Geneva: World Health Organization;
2012 Dec.

Edition 7, 23.06.2022 1316



Manufacturer

Authorized Representative in the European Community
In vitro diagnostic medical device
Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests
Caution

Non-Sterile

Consult instructions for use

Keep away from sunlight

Keep dry

ArNHERD d-EwERERHE

Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:

Obelis s.a.

Bd Général Wahis 53
1030 Brussels
Belgium

Tel: +(32)2 732-59-54
Fax: +(32)2 732-60-03
mail@obelis.net

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 pl into the wells

(brown)

Add to 10 ul of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN]CONJ] into all wells
(green)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN]STOP] into all wells
(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS

Nc = (Nc1 + Nc2 + Ne3)/3;

CO = Nc+0,3;

IPselmple = ODsample/CO

Nc - the average value of OD 3-x [CONTROL][]
CO - Cut off

P - sample positivity index

sample

INTERPRETATION OF RESULTS

Children Adults Interpretation
lPsampIe > 0’9 |PSamp|e > 111 POS'TIVE
0,8< IPM <09 0,9=< |PM <11 BORDERLINE
IPsample < 0’8 IPsample < 0:9 NEGAT'VE
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EQUI Helicobacter IgA

ELISA kit for the qualitative and semiquantitative detection
of IgA antibodies to CagA protein of Helicobacter pylori

1. INTENDED USE

The «EQUI Helicobacter IgA» is ELISA kit intended to qualitatively and semi-
quantitatively detect anti-CagA protein Helicobacter pylori IgA in human serum
or plasma by enzyme-linked immunosorbent assay (ELISA) in order to diagnose
helicobacteriosis. The testing procedure is designed for both manual arrangement
with automatic pipettes and standard equipment, and for automated «open»
immunoassay analysers.

Target group: patients with involvement of upper digestive tract, children, young
people.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Helicobacter pylori is the most important bacteria which colonises gastric
mucosa in human. Helicobacteriosis is associated with the development of gastric
and duodenal ulcers, duodenitis, gastritis, as well as gastric malignancies.

Helicobacter pylori is a mobile helicoid Gram-negative bacterium, 3 um in
length, which may have 4 to 8 filaments. In addition to lytic enzymes, which lyse
mucus and damage the cells of gastric mucosa, Helicobacter pylori may produce
exotoxins (e.g., VacA, which results in vacuolization, damage and death of the host
cells). Although, the most important are effector proteins CagA, which are secreted
directly in the mucosal cell and may induce inflammation, overgrowth of cells
and impairment of their apoptosis. Namely this protein is associated with gastric
lymphoma and carcinoma. Helicobacter pylori strains are very heterogeneous, the
degree of their virulence and aggressive effect on the human body are associated
with the ability to secret VacA and CagA.

Helicobacter pylori colonization may last for long without clinical manifestations
and without detection of parasite with the immune system. However, aggravation
of Helicobacter infection may be accompanied by typical signs of gastroduodenitis:
abdominal discomfort and pain, indigestion, heartburn, etc. Development of
gastritis, duodenitis, gastric and duodenal ulcers, as well as gastric MALT
lymphoma and adenocarcinoma is associated with Helicobacter pylori. These
diseases may develop decades away after infection: the risk of peptic ulcer in
Helicobacter-positive patients reached 20 %, gastric cancer — 1-2 %. At the same
time, severity of digestive tract involvement correlates with spread and virulence
of Helicobacter pylori strains. For example, strains that express VacA exotoxins
are isolated in gastritis patients more commonly that in asymptomatic carriers.
Helicobacter pylori strains, which secret CagA are more biochemically aggressive.
They are isolated in the vast majority of patients with gastric and duodenal ulcer
and in patients with gastric cancer. Those strains that do not express VacA and
CagA are not associated with severe involvement of hepatobiliary system.
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Timely detection and treatment of helicobacteriosis simultaneously results in
elimination of inflammatory processes in the stomach, reduces the possibility of
re-occurrence of duodenal ulcers and malignancies. Histological detection of the
causative agent in patient tissues is considered as the gold standard in diagnosis of
Helicobacter infection, and alternative variant is its isolation in the culture. Among
non-invasive methods, breathing urease test and detection of anti-Helicobacter
pylori antibodies are the most essential. CagA antigen is the most immunogenic.
Anti-CagA antibodies are detected in the vast majority (up to 100 %) of patients
with peptic ulcer and in 95 % patients with gastric cancer.

IgM antibodies are considered the sign of acute infection and are detected in
10 % of patients with clinical manifestations of helicobacteriosis or in 1-2 % of
asymptomatic carriers. Specific IgA antibodies may serve as the marker of active
and chronic infection: they are detected in about 5 % of patients at the background
of the lack of other antibodies and in up to 70 % of IgG seropositive patients.
Detection of anti-Helicobacter pylori 1gG is commonly used for screening of
asymptomatic carriers and for evaluation of treatment efficacy. Decrease in the
titre of specific IgG antibodies by 40 to 50 % is reported in half a year after the
successful treatment and eradication of Helicobacter pylori.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-CagA Helicobacter pylori IgA in «EQUI
Helicobacter IgA» ELISA kit is based on «indirect» solid-phase ELISA with a two-
stage incubation. CagA Helicobacter pylori recombinant antigen is entrapped in
the wells. During the first step of incubation of ELISA plate wells with test samples,
specific anti-Helicobacter pylori antibodies (if present in the samples) bind to the
solid-phase antigens. The wells are washed to remove unbound antibodies and
have only specific antigen-antibody complexes left. Then, a conjugate of anti-
species IgA monoclonal antibodies with horseradish peroxidase is added, which
binds to solid-phase immune complexes. Unbound components are removed
by washing. Antigen-antibody complexes are detected by adding a solution of
chromogen 3,3’,5,5-tetramethylbenzidine (TMB) with hydrogen peroxide. After
30-minute incubation, the reaction is stopped by adding the stop solution. The
optical density (OD) in the wells is determined using a spectrophotometer at
450/620-695 nm. The intensity of the yellow colour is proportional to the level of
antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with CagA Helicobacter pylori
recombinant antigen. The wells are detachable. After
the first opening, store unused strips in the package at
2-8 °C for a maximum of 6 months

1x96
wells

STRIPS
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1x0,25 ml

CONTROLJ - | 1x0,6 ml

DIL[SAMPLE 1x13 ml
SOLN[CONJ 1x13 ml
SOLN[TMB] 1x 13 ml

[TWEEN[WASH[20x] 1 x 50 ml

SOLN|STOP 1x13 ml

Positive control
Solution of conjugate specific monoclonal antibodies
with preservative (pink). Store at 2-8 °C

Negative control

Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution
Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C

Conjugate solution (ready to use)

Buffer solution of monoclonal antibodies to human IgA,
conjugated with horseradish peroxidase, with stabilizers
and preservative (orange). Store at 2-8 °C

TMB solution (ready to use)

TMB solution, H,O,, a stabilizer, a preservative

(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

Stop Solution (ready to use)
0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions

Besuretoreadtheinstructionsforuse carefully beforethetest. The validity ofthetest
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI Helicobacter IgA» ELISA kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;
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— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements

— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

—do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls from the «kEQUI Helicobacter IgA» ELISA kit have been tested and
found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies
and HBsAg negative; however, controls and test samples should be handled as
potentially hazardous infectious materials;

—some ofthe kitcomponents containlow concentrations ofharmful substancesand
can damage skin or mucoga. In case of contact of [SOLN[TMB|, [SOLN[STOP| and
with mucous membranes or skin, immediately wash the affected
area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

— the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

— thesolidwaste mustbeinactivatedbyautoclavingatatemperaturenotless
than 132°C;
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— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal ofinactivated waste must be conducted due to national laws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEEN[WASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.
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9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.

9.2.Fill in the sample application plan.
9.3.Prepare the detergent as per para. 8.2.
9.4.Add 90 pL of [DIL[SAMPLE] into each plate well.
9.5.Add 10 pL of controls and test samples into the wells:
— into well A1,
— into wells B1, C1 and D1,
and test samples into the remaining wells.

At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 yl;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of [SOLN]CONJ] into each well. Cover the strips with a new piece of
adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of [SOLNISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measuretheopticaldensity (OD)ofthewellsat450/620-695nmwavelengthusing
an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles

in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave onewellforblank (onlylSOLN[TMB|gnd[SOLNISTOP|mustbe added
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in blank well).
10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results B
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3; CO= Nc + 0,25
IP =0D /CO, where OD

sample sample

is the OD sample

sample

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:

0D 21,0
0D <0,150

_ _ where Ncn is the OD for each
Nc x 0,5 < Nen < Nc x 2,0 NG run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

Children Adults Interpretation
IP ampie > 0,9 IP oo > 11 POSITIVE
08=<IP_ .<09 09=IP_ <11 BORDERLINE*
IP <0,8 IP <0,9 NEGATIVE

sample sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

Use of the positivity index allows for a semi-quantitative comparative analysis
of the level of specific antibodies in the dynamics of paired samples obtained from
patients with an interval of 2-4 weeks. It should be borne in mind that IPsample within
1,1 — 7,0 proportional to the content of specific antibodies. If IP.mpic IS higher 7,0,
to correctly assess the content of specific antibodies, it is recommended to re-
analyze the sample previously diluted 10 times [DIL[SAMPLE|. When determining the
final result in this case, multiply the value obtained IP on the degree of dilution
(x10).

sample

Interpretation of antibody detection results to
CagA protein Helicobacter pylori
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The presence of specific
antibodies to CagA protein
Helicobacter pylori

Interpretation of the result

IgG IgA igM
Sample does not contain specific antibodies
Missing Missing Missing or their concentration is below the
sensitivity limit of the analysis
Missing | It turns out | It turns out Probable early stage of infection, it is
It turns out | It turns out| Missing recommended to repeat the study in 2-3
Missing Missing | It turns out weeks
It turns out| Missing Missing Probable acute or transferred infection, it
It turns out | It turns out | It turns out |  is recommended to carry out a complex
. of additional inspections: bacteriological,
It turns out | It turns out| Missing

endoscopic, urease test

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. OD,, P, CV, %
680 0,458 1,6 11,3
696 1,776 6,4 9,2

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for 3 days in 3 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, IP,, CV, %
680 0,470 1,7 15,4
696 1,779 6,4 74

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To measure sensitivity and specificity of «kEQUI Helicobacter IgA» ELISA Kkits,
serum samples from donors and pregnant females (383 samples in total) were
used. The «kEQUI Helicobacter IgA» kits have found that is a random set of serum
samples, 23 % of samples contained anti-CagA Helicobacter pylori IgA. In 93.2 %
IgA positive samples, anti-Helicobacter pylori IgG were also found. Alternatively,
among all anti-Helicobacter pylori 1gG positive donors, 31.0 % had specific anti-
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Helicobacter IgA. Prevalence of the marker in the population calculated from the
results of «kEQUI Helicobacter IgA» ELISA kit is comparable with the study results
from scientific literature.

When studying comparative characteristics of the method, the results of detection
of anti-CagA Helicobacter pylori IgA with «kEQUI Helicobacter IgA» ELISA kits are
comparable with the results using analogous commercial CE labelled ELISA kit. A
relative specificity of «kEQUI Helicobacter IgA» ELISA kit was 92.0 %.

12. LIMITATIONS OF ASSAY

Positive result in «kEQUI Helicobacter IgA» ELISA kit supports presence of anti-
CagA Helicobacter pylori specific IgA antibodies. These antibodies are produced
in the body when a man is infected with Helicobacter pylori strains which express
CagA.

Negative result of «kEQUI Helicobacter IgA» ELISA kit suggests the absence
of anti-CagA Helicobacter pylori specific IgA in the serum. These antibodies are
also not detected in patients infected with Helicobacter pylori strains which do not
express CagA. It should be noted that in case of early Helicobacter pylori infection,
ELISA results may be negative due to the lack of antibodies. If clinical signs of the
disease appears, re-test is recommended in at least two weeks.

For comprehensive serological diagnosis of Helicobacter pylori, it is also
recommended to test for specific anti-CagA IgG and IgM using «kEQUI Helicobacter
IgG» and «EQUI Helicobacter IgM» ELISA kits, respectively.

The results of serological test only are not the basis for final diagnosis. When
establishing the diagnosis, the results of complex laboratory and instrumental
tests, as well as clinical manifestations should be considered.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution
High background in all wells

Clean the washer head and rinse
according to the instructions for use

Contaminated washer

Use purified water with specific

Poor quality or contaminated water resistance = 10 MQ - cm

Use of poorly washed glassware Use chemically clean utensils
Use of chlorinated disinfectants Do not use chlorine disinfectants
Use of contaminated tips Use new tips
Increased incubation times or change Adhere to the incubation regime
in the temperature conditions according to the instructions for use

High background in a row of wells

TMB solution should be applied

Repeat application of TMB solution
once
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Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.

Edition 6, 12.10.2021

1216



REFERENCES

1. Alem M., Alem N. et al. Diagnostic value of detection of IgM antibodies to Helicobacter
pylori Il Experimental and Molecular Pathology. - 2002. - Vol. 72. - P. 77-83.

2. Andersen L. P., Rosenstock S. J. et al. Seroprevalence of Immunoglobulin G, M, and
A Antibodies to Helicobacter pylori in an Unselected Danish Population // American
Journal of Epidemiology. — 1996. - Vol. 143, No. 11. - P. 1157-1164.

3. Bauer B. and Meyer T. F. The Human Gastric Pathogen Helicobacter pylori and lts
Association with Gastric Cancer and Ulcer Disease // Ulcers. - 2011. - Article 1D
340157.- 23 p.

4. Blaser M. J. and Atherton J. C. Helicobacter pylori persistence: biology and disease //
Journal of Clinical Investigation. - 2004. - Vol. 113(3). - P. 321-333.

5. Chaput C., Ecobichon C. et al. Role of AmiA in the Morphological Transition of
Helicobacter pylori and in Immune Escape // PLoS Pathogens. — 2006. — Vol. 2, No.
9, e97. — P.0844-0852.

6. Hunt R.H., Xiao S. D. et al. Helicobacter Pylori in developing countries. World
Gastroenterology Organisation Global Guideline. // Journal of Gastrointestinal and
Liver Diseases. - 2011. - Vol. 20, No 3. - P. 299-304.

7. Hussein N. R., Mohammadi M. et al. Differences in Virulence Markers between
Helicobacter pylori Strains from Iraqg and Those from Iran: Potential Importance
of Regional Differences in H. pylori-Associated Disease // Journal of Clinical
Microbiology. — 2008. — Vol. 46, No. 5. — P. 1774-1779.

8. Kusters J. G., Van Vliet A. H. M. and Kuipers E. J. Pathogenesis of Helicobacter pylori
Infection // Clinical Microbiology Reviews. — 2006. — Vol. 19 (3). - P. 449-490.

9. Lépez-Vidal Y., Ponce-de-Ledn S. et al. High Diversity of vacA and cagA Helicobacter
pylori Genotypes in Patients with and without Gastric Cancer // PLoS ONE. — 2008. —
Vol. 3, No. 12. — P. e3849.

10. Regulation (EU) 2017/746 of the European Parliament and of the Council of 5 April
2017 on in vitro diagnostic medical devices and repealing Directive 98/79/EC and
Commission Decision 2010/227/EU.

11. 3akoH Ykpainu «[po Bigxoaun» // BinomocTi BepxoHoi Pagu Ykpainu. - 1998. - Ne36-
37.

12. Hakaz MO3 Ykpainn Ne325 Big 08.06.2015 «[lpo 3aTtBepaxeHHsA [OepxaBHux ca-
HiTapHO-NpoTUENigeMiYHUX NpaBuIl i HOPM LWOAO NOBOLXKEHHS 3 MegUYHUMU Bifg-
XoAamm».

13. NocTtaHoBa KMY Big 02 »xoBTHs 2013p. Ne754 «[MNpo 3aTBepaKeHHS TEXHIYHOro pe-
rmaMeHTy LWoao MeANYHUX BUPOOIB ANA AiarHOCTUKM in vitroy.

14. Hanna Tolonen, Kari Kuulasmaa, Tiina Laatikainen, Hermann Wolf and the European
Health Risk Monitoring Project. Recommendation for indicators, international
collaboration, protocol and manual of operations for chronic disease risk factor
surveys Part 4.Storage and transfer of serum/plasma samples// Finnish National
Public Health Institute 2002// https://thl.fi/publications/ehrm/product2/part_iii4.htm

15. Surveillance Guidelines for Measles, Rubella and Congenital Rubella Syndrome in the
WHO European Region. Annex 3.Collection, storage and shipment of specimens for
laboratory diagnosis and interpretation of results/Geneva: World Health Organization;
2012 Dec.

Edition 6, 12.10.2021 13116



HE> <d=<ErREEFE

L
o

\/
2

)

For questions and suggestions regarding the ELISA kit contact:

Manufacturer

In vitro diagnostic medical device

Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution
Consult instructions for use

Keep away from sunlight

Mark of compliance with technical regulations
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Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua

Edition 6, 12.10.2021

14/16






ASSAY PROCEDURE SCHEME
Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 pl [DIL[SAMPLE] into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN]CONJ] into all wells

(orange)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc+0,3;

IPsample = ODsample/CO

Im; - the average value of OD 3-x [CONTROL[ -]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

Children Adults Interpretation
1P ompie > 0.9 1P mpe > 11 POSITIVE
08=<IP_ .09 09=IP_ s BORDERLINE
1P mpe < 0.8 IPmpie < 0.9 NEGATIVE
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ELISA kit for the qualitative detection of IgG
antibodies to Ascaris lumbricoides
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EQUI Ascaris lumbricoides IgG

ELISA kit for the qualitative detection of
IgG antibodies to Ascaris lumbricoides

1. INTENDED USE

The «EQUI Ascaris lumbricoides IgG» is ELISA kit intended to qualitatively
detect anti-Ascaris lumbricoides IgG in human serum or plasma by enzyme-
linked immunosorbent assay (ELISA) in order to diagnose lumbricosis. The testing
procedure is designed for both manual arrangement with automatic pipettes and
standard equipment, and for automated «open» immunoassay analysers.

Target group: children, rural people, summer visitors.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Ascaris lumbricoides is a human parasite resulting in lumbricosis — one
of the most common helminthiases in the world. By some estimates, over a
milliard of people infested with acaricides are on earth.

Human ascaris belongs to Nematoda roundworms infesting the small
intestine of a man who is its exclusive host. Ascaris lumbricoides eggs are
excreted in the environment with faeces of the infested man. In a warm,
wet soil, ascaris larvae develops in the eggs, therefore eggs become
invasive only after a maturation period (2 to 3 weeks at 25-30 °C, lower
temperatures require longer term). After infestation, larvae leave eggs in
the human intestine, penetrates blood circulation and migrate to the liver
and lungs with blood flow. The larvae move to the pharynx from the lungs,
and here they are re-ingested and further enter the small intestine. In 2 to
3 months, adult ascaris able to propagate develops from larvae in the small
intestine.

The helminths are transferred by faecal-oral route upon injection of mature
eggs of Ascaris lumbricoides with soil-contaminated vegetables, fruits,
water, as well as through dirty hands after contact with soil. Lumbricosis
is conditionally divided into the early stage (migration of larvae) and late
stage (parasitism of adults in the intestine). Invasion is asymptomatic in
most cases. Primary feeling of being unwell occurs as early as several
days after infestation and is accompanied by weakness, abdominal pain,
nausea. Migration of larvae to the lungs may manifest as rales and cough.
In some cases, intense invasion may result in pneumonia and liver damage.
However, the most common symptom of early lumbricosis are allergic
reactions due to hypersensitivity to metabolic products of larvae.

Late stage manifests as decreases appetite, abdominal pain, vomiting,
diarrhoea, constipation. Massive ascaris invasion may result in the intestinal
obstruction with a lump of helminths or rupture of the walls with peritonitis.
When ascarides penetrate other organs, complications may develop such as
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hepatitis, cholangitis, pancreatitis and even asphyxia. Cases of neurological
disorders sometimes develop in lumbricosis, namely: headache, irritability,
sleep impairment, inattention, etc. If no timely treatment is started for
intense invasion, it may lead to death, especially in younger children.

Strong immune response to Ascaris lumbricoides invasion develops as
early as atthe early stage. Itincludes cellularand humoralimmunity. Antigens
of ascaris larvae stimulate secretion of all-class specific immunoglobulins,
however, the level of specific and total IgE antibodies is the highest. The
intensity of the immune response (including increased IgG titres) correlates
with the massiveness of the invasion.

For diagnosis of lumbricosis, parasitologic stool test for presence of
ascaris larvae and eggs is the most common. X-ray imaging of the lungs
is additionally applied at the early stage of invasion. Complete blood count
(eosinophilia develops in lumbricosis) and detection of serum anti-Ascaris
lumbricoides antibodies also is included in the set of exams. The presence
of specific anti-ascaris antibodies may suggest asymptomatic invasion, and
allows initiation of treatment before complications develop in conjunction
with other diagnostic instruments.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Ascaris lumbricoides 1gG in «EQUI
Ascaris lumbricoides IgG» ELISA kit is based on «indirect» solid-phase
ELISA with a two-stage incubation. Antigens of Ascaris lumbricoides
larvae are entrapped in the wells. During the first step of incubation of
ELISA plate wells with test samples, specific anti-Ascaris lumbricoides
antibodies (if present in the samples) bind to the solid-phase antigens. The
wells are washed to remove unbound antibodies and have only specific
antigen-antibody complexes left. Then, a conjugate of anti-species I1gG
monoclonal antibodies with horseradish peroxidase is added, which binds
to solid-phase immune complexes. Unbound components are removed by
washing. Antigen-antibody complexes are detected by adding a solution of
chromogen 3,3’,5,5-tetramethylbenzidine (TMB) with hydrogen peroxide.
After 30-minute incubation, the reaction is stopped by adding the stop
solution. The optical density (OD) in the wells is determined using a
spectrophotometer at 450/620-695 nm. The intensity of the yellow colour is
proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with Ascaris lumbricoides
antigen. The wells are detachable. After the first
opening, store unused strips in the package at 2-8 °C
for a maximum of 6 months

1x96
wells
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Positive control
1x 0,25 ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C
Negative control
[CONTROL] - | 1x0,6 ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C
Serum dilution solution
DIL|SAMPLE 1x13 ml  Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C
Conjugate solution (ready to use)
Buffer solution of monoclonal antibodies to human

Tx A3 ml IgG, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C
TMB solution (ready to use)

1x13ml TMB solution, H,0,, a stabilizer, a preservative

(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEEN[WASH[20x] 1 x 50 ml

Stop Solution (ready to use)
Tx13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI Ascaris lumbricoides IgG» ELISA Kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;
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— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;
—do not eat, drink, smoke, or apply make-up in the test room;
— do not mouth-pipette the solutions;

— controls from the «kEQUI Ascaris lumbricoides IgG» ELISA kit have been
tested and found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum
antibodies and HBsAg negative; however, controls and test samples should be
handled as potentially hazardous infectious materials;

— someofthekitcomponentscontainlowconcentrationsofharmfulsubstancesand
can damage skin or mucoga. In case of contact of [SOLN[TMB], [SOLN|STOP] and
with mucous membranes or skin, immediately wash the affected
area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

—the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

—the solidwaste mustbeinactivated by autoclavingatatemperature notless
than 132°C;
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— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal ofinactivated waste must be conducted due to national laws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute [TWEEN]WASH[20x]| at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.
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9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.
9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.
9.4.Add 90 pL of [DIL[SAMPLE] into each plate well.

9.5.Add 10 uL of controls and test samples into the wells:
— into well A1,
[CONTROL[ - | — into wells B1, C1 and D1,
and test samples into the remaining wells.
At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 p;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of into each well. Cover the strips with a new piece
of adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13.Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles

in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave one wellforblank (only|SOLN[TMB]and[SOLNISTOP|mustbe added
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in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results B
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Ne1 + Nc2 + Nc3)/3;  CO=Nc+0,3
IP =0D /CO, where OD

sample sample

is the OD sample.

sample
10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
OD=1,0
OD < 0,150

Ncx 0,5<Ncn<Ncx20 where Ncn is the OD for each
Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P> 11 POSITIVE
09<IP, . <11 BORDERLINE*
P, <09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated in 24 replicates on one series of ELISA kits.

Sample No. OD,, IP,, CV, %
547 0,504 1,43 2,9
671 0,753 213 3,6
413 1,165 3,30 3,1
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Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, P, CV, %
547 0,534 1,55 5,0
671 0,750 217 4.6
413 1,159 3,36 3,6

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 ymol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To evaluate clinical sensitivity and specificity of «kEQUI Ascaris lumbricoides
IgG» ELISA Kkits, 55 serum samples from patients with clinical symptoms typical
for lumbricosis and 60 serum samples from patients without clinical manifestations
(seronegative in terms of Ascaris lumbricoides) were used. Clinical sensitivity
of «EQUI Ascaris lumbricoides IgG» ELISA kits was 94.55 % and clinical
specificity — 93.3 %.

Method characteristics in comparison with equal commercial ELISA kit was
studied in target paediatric population (160 samples) and population of donors (346
samples). For paediatric population serum, relative specificity of «EQUI Ascaris
lumbricoides IgG» ELISA kits was established at the level of 97.92 % and percent
agreement was 95.51 %. For donor population serum, relative specificity of was
89.74 %, relative specificity — 96.30 % and percent agreement was 95.47 %.

12. LIMITATIONS OF ASSAY

Positive result in «kEQUI Ascaris lumbricoides IgG» ELISA kit supports presence
of anti-Ascaris lumbricoides specific IgG antibodies. Presence of this class
antibodies in newborns is not an evidence of Ascaris lumbricoides invasion.

Inconclusive results may suggest a history of Ascaris lumbricoides invasion.

Negative result of «<EQUI Ascaris lumbricoides IgG» ELISA kit supports the
absence of anti- Ascaris lumbricoides 1gG specific antibodies in the test sample or
concentration of specific antibodies is below the sensitivity limit of the assay.

The results of serological test only are not the basis for final diagnosis. When
establishing the diagnosis, the results of complex laboratory and instrumental
tests, as well as clinical manifestations should be considered. Cross-reactions with
antibodies to antigens of other helminths cannot be fully ruled out.
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13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY

PROCEDURE

Possible reasons

Solution

High background in all wells

Contaminated washer

Clean the washer head and rinse
according to the instructions for use

Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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Manufacturer

Authorized Representative in the European Community
In vitro diagnostic medical device

Catalogue number

Date of manufacture

LEEHE

Use by date

-
3

) Batch code

Temperature limit

Contains sufficient for <n> tests
Caution

Non-Sterile

Consult instructions for use

Keep away from sunlight

Keep dry

m A EEPD s

Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:

Obelis s.a.

Bd Général Wahis 53
1030 Brussels
Belgium

Tel: +(32)2 732-59-54
Fax: +(32)2 732-60-03
mail@obelis.net

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)
Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm
CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc+0,3;

lPsampIe = ODsampIe/CO

Nc - the average value of OD 3-x [CONTROL]]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS
P, > 11 POSITIVE
09<IP_ . <11 | BORDERLINE

P <0,9 NEGATIVE

sample




Toxocara canis IgG

ELISA kit for the qualitative detection of IgG
antibodies to Toxocara canis
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EQUI Toxocara canis IgG
ELISA kit for the qualitative detection of
IgG antibodies to Toxocara canis

1. INTENDED USE

The «EQUI Toxocara canis IgG» is ELISA kit intended to qualitatively detect anti-
Toxocara canis IgG in human serum or plasma by enzyme-linked immunosorbent
assay (ELISA) in order to diagnose toxocariasis. The testing procedure is designed
for both manual arrangement with automatic pipettes and standard equipment, and
for automated «open» immunoassay analysers.

Target group: children, pet owners, rural people, summer visitors, forest guards,
veterinarians.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Toxocariasis is a common disease induced by Toxocara helminth which
is transmitted from animals to human. Toxocariasis is spread throughout the
world, however, it is more common in depressed areas with poor hygienic
conditions. In some regions, up to 90 % of puppies and up to 10 % of
adult domesticated dogs are infested with toxocara. The risk of infestation
is higher for owners of cats and dogs and for children due to playing in the
sandpits and on the playgrounds contaminated with animal faeces.

Toxocara are threadworms belonging to Nematoda. Human conditions
are mostly caused by Toxocara canis, which infested canids, rare - Toxocara
cati, which is more common in felids. Adult toxocara in the body of infested
animals reaches 5-15 cm in length; their propagation takes place here.
Female helminths lay about 200 thous eggs daily, which are excreted in
the environment with faeces. If conditions are favourable, following several
weeks of maturation in the soil they become invasive — a larva is developed
in the eggs. In the paratenic host (mice, poultry, cows, pigs, etc.). larva
develops without propagation. If the conditions are unfavourable, larvae
are encapsulated and may maintain viability for a long time (up to 10 years).
They may also be the source of invasion.

People are infested through faecal-oral route when ingesting Toxocara
canis mature eggs with soil-contaminated vegetables, fruits, berries, via dirty
hands or when consuming meat of paratenic hosts. In the small intestine,
larvae leave their cover and penetrates blood circulation through the
intestinal walls. The larvae migrate to other organs and tissues with blood,
namely: liver, lungs, muscles, eyes, CNS, etc. In the most of the infested,
toxocariasis is asymptomatic. Clinical manifestations of this disease are
associated with the site of larvae migration and depend on the intensity of
invasion and age of the host. Visceral syndrome larva migrans is typical
after infestation of the internal organs with Toxocara canis and occular
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toxocariasis, when eye and optic nerve are involved. Symptoms of visceral
toxocariasis: fever, fatigue, abdominal pain, anorexia, hepatomegaly, cough
and others. Heart and respiratory failure may develop in severe cases. Due
to a strong immune response to larvae antigens, immediate and delayed
hypersensitivity reactions develop. Granulomatosis in occular toxocariasis
may result in retinal detachment and loss of vision.

Diagnosis of toxocariasis is complicated due to the lack of specific
manifestations of the disease, even upon intense invasion. Furthermore,
a man is an intermediate host of Toxocara canis and does not excrete
parasites in the environment, whereas it is difficult to localise larvae in
certain organs via non-invasive methods. Eosinophilia may appear in blood
tests, however, serological tests are more common to detect toxocariasis
(immunofluorescence reaction, ELISA and immunoblotting). Detection of
specific anti-Toxocara canis 1gG to larvae antigens may suggest current
or previous invasion. High titter of IgE antibodies is also typical for active
invasion. However, the combination of clinical manifestations and laboratory
findings are necessary for diagnosis.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Toxocara canis 1gG in «kEQUI Toxocara
canis IgG» ELISA kit is based on «indirect» solid-phase ELISA with a two-
stage incubation. Antigens of Toxocara canis larvae are entrapped in the
wells. During the first step ofincubation of ELISA plate wells with testsamples,
specific anti-Toxocara canis antibodies (if present in the samples) bind to the
solid-phase antigens. The wells are washed to remove unbound antibodies
and have only specific antigen-antibody complexes left. Then, a conjugate
of anti-species IgG monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound
components are removed by washing. Antigen-antibody complexes are
detected by adding a solution of chromogen 3,3',5,5'-tetramethylbenzidine
(TMB) with hydrogen peroxide. After 30-minute incubation, the reaction is
stopped by adding the stop solution. The optical density (OD) in the wells
is determined using a spectrophotometer at 450/620-695 nm. The intensity
of the yellow colour is proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT
4.1. Contents of the ELISA kit

Microplate
Each plate well is coated with Toxocara canis larval
STRIPS 1x96 wells antigens. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C
for a maximum of 6 months
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Positive control

1x025ml Conjugated specific monoclonal antibody solution with
’ preservative (pink). Store at 2-8 °C

Negative control

[CONTROL] - | 1x0,6ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution
[DIL[SAMPLE 1x13ml  Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C

Conjugate solution (ready to use)

1% 13 ml Buffer sqlutlon of monoclonal .antlbodles. to humgn
IgG, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C

TMB solution (ready to use)
SOLN|TMB 1x13ml TMB solution, H,O,, a stabilizer, a preservative

272
(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEEN[WASH[20x]| 1 x 50 ml

Stop Solution (ready to use)
1x13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10—1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at 450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybefore thetest. The validity ofthetest
results depends on strict following of the test procedure.
— do not use the ELISA kit components after the expiry date;
— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI Toxocara canis IgG» ELISA kit;
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— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA Kkit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;
— do not eat, drink, smoke, or apply make-up in the test room;
— do not mouth-pipette the solutions;

— controls from the «kEQUI Toxocara canis IgG» ELISA kit have been tested
and found to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum
antibodies and HBsAg negative; however, controls and test samples should
be handled as potentially hazardous infectious materials;

—some of the kit components contain low concentrations of harmful substances
and can damage skin or mucoga. In case of contact of [SOLN[TMB] [SOLN[STOP]
and with mucous membranes or skin, immediately wash the
affected area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

— the liquid waste must be inactivated, for example, with hydrogen
peroxide solution at the final concentration of 6% for 3 hours at room
temperature, or with sodium hypochlorite at the final concentration of
5% for 30 minutes, or with other approved disinfectants;
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— the solid waste must be inactivated by autoclaving at a temperature not
less than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal of inactivated waste must be conducted due to national laws
and regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute [TWEEN]WASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.
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9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.
9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.
9.4.Add 90 pL of [DILISAMPLE] into each plate well.
9.5.Add 10 uL of controls and test samples into the wells:
—into well A1,
[CONTROL[ - | — into wells B1, C1 and D1,
and test samples into the remaining wells.

At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 p;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of into each well. Cover the strips with a new piece
of adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of [SOINISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB] At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles

in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave one wellforblank (only|SOLN[TMB]and[SOLNISTOP|mustbe added
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in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results .
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3; CO =Nc +0,3
IP =0D /CO, where: OD_,

sample sample

. is the OD sample.

mpl

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:

oD =1,0
0D £0,150
where Ncn is the OD for each

Nc x 0,5 < Ncn < N x 2,0 NG run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P> 11 POSITIVE
09<IP_ <11 BORDERLINE®
P .<09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated in 24 replicates on one series of ELISA kits.

Sample No. OD,, IP,, CV, %
669 0,927 2,81 4,8
544 1,503 4,56 1,4
666 1,694 514 4,5
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Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, P, CV, %
669 1,016 3,04 4,7
544 1,516 4,54 1,9
666 1,683 5,04 41

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To evaluate diagnostic characteristics of «EQUI Toxocara canis IgG»
ELISA kits, 78 serum samples from patients with clinical symptoms typical
for toxocariasis and 60 serum samples from patients without clinical
manifestations (seronegative in terms of Toxocara canis) were used.
Clinical sensitivity of «kEQUI Toxocara canis IgG» ELISA kits was 98.7 %,
clinical specificity — 96.7 %.

Method characteristics in comparison with equal commercial ELISA kit
was studied in target paediatric population (160 samples) and population of
donors (298 samples). For paediatric population serum, relative specificity
of «kEQUI Toxocara canis IgG» ELISA kits was established at the level
of 99.28 % and percent agreement was 97.45 %. For donor population
serum, relative specificity of was 89.19 %, relative specificity — 93.55 %
and percent agreement was 91.73 %.

12. LIMITATIONS OF ASSAY

Positive result in «EQUI Toxocara canis IgG» ELISA kit supports
presence of anti-Toxocara canis specific IgG antibodies. Presence of this
class antibodies in newborns is not an evidence of Toxocara canis invasion.

Inconclusive results may suggest a history of Toxocara canis invasion.

Negative result of «kEQUI Toxocara canis IgG» ELISA kit supports the
absence of anti-Toxocara canis specific IgG antibodies in the test sample
or concentration of specific antibodies is below the sensitivity limit of the
assay.

The results of serological test only are not the basis for final diagnosis.
When establishing the diagnosis, the results of complex laboratory and
instrumental tests, as well as clinical manifestations should be considered.
Cross-reactions with antibodies to antigens of other helminths cannot be
fully ruled out.
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13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY

PROCEDURE

Possible reasons

Solution

High background in all wells

Contaminated washer

Clean the washer head and rinse
according to the instructions for use

Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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Manufacturer

Authorized Representative in the European Community
In vitro diagnostic medical device

Catalogue number

Date of manufacture

LA E

Use by date

LO

3

Batch code

Temperature limit

Contains sufficient for <n> tests
Caution

Non-Sterile
Consult instructions for use

Keep away from sunlight

Keep dry

A S R=1 >k

Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:

Obelis s.a.

Bd Général Wahis 53
1030 Brussels

Belgium

Tel: +(32)2 732-59-54
Fax: +(32)2 732-60-03
mail@obelis.net

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150
Tel: 0(800)31-89-87, +38 (044)334-89-87,

e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 pl [DIL[SAMPLE] into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)
Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc+0,3;

IPsampIe = ODsampIe/CO

Nc - the average value of OD 3-x
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P> 1.1 POSITIVE
09<IP, <11 | BORDERLINE

P <0,9 NEGATIVE

sample
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EQUI anti-Lamblia

ELISA kit for the qualitative detection of antibodies to
no Giardia lamblia (intestinalis)

1. INTENDED USE

The «EQUI anti-Lamblia» is ELISA kit intended to qualitatively detect antibodies
to Giardia lamblia (intestinalis) in human serum or plasma by enzyme-linked
immunosorbent assay (ELISA) to diagnose giardiasis. The testing procedure is
designed for both manual arrangement with automatic pipettes and standard
equipment, and for automated «open» immunoassay analysers.

Target group: children, pet owners, citizens of rural areas, summer house
owners.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Giardiasis is considered one of the most common parasitic diseases of the small
intestine in the world. This infection is a major cause of acute and chronic diarrhea,
especially in children. The etiological agent of giardiasis is Giardia lamblia, which
is also called Giardia intestinalis or Giardia duodenalis.

Giardia lamblia are unicellular flagellate protozoa that parasitize in the intestines
of humans and some other mammals. During the life cycle of these parasites, two
stages alternate: cysts, resistant to external conditions, and a vegetative form -
trophozoites. Infection occurs when cysts enter the human gastrointestinal tract.
After experiencing the effects of gastric acid, cysts in the duodenum turn into
trophozoites, which parasitize in the upper parts of the small intestine. They absorb
nutrients from the intestinal lumen, block parietal digestion and disrupt the maotility
of the intestine.

Humans get infected via fecal-oral routes through cyst-contaminated food,
water, unwashed hands, and so on. Giardia can also be transmitted to humans
from infected cats, dogs, and livestock. Giardiasis is especially common in regions
with poor sanitation. In addition, human-to-human transmission is common in
preschools.

In many cases, the invasion of Giardia occurs without clinical manifestations. In
other cases, the first symptoms of giardiasis appear in 1-3 weeks after infection.
They are most often manifested by spasms, bloating, nausea and diarrhea,
which leads to dehydration and weight loss. The acute form of the disease can
last up to two weeks and end in recovery without additional treatment or become
chronic. Chronic giardiasis develops when the duration of the invasion is longer
than 2 month and the exacerbation of clinical manifestations (diarrhea) is cyclical.
Giardia lamblia parasitism can lead to malabsorption syndrome, which disrupts the
absorption of carbohydrates and fats, as well as the metabolism of vitamins B12,
A and C.

Immune response to invasion and non-immune factors are important to control
the development of the disease and the severity of clinical manifestations. Both

Edition 7, 18.02.2022 3/16



humoral and cellular immunity play the part in the eradication of the pathogen, the
role of which is still subjected to scientific research. In addition, partial resistance
to re-infection is formed due to protective mechanisms of the body.

Typically, to diagnose giardiasis, the duodenal contents and feces are examined
for trophozoites and cysts of giardiasis. In case of the chronic course of the disease,
cysts get excreted periodically, and, considering this, the additional tests should be
performed regularly for several weeks. Another method of diagnosing giardiasis
is to detect Giardia lamblia antigens in the feces. However, serodiagnosis with
the detection of specific antibodies to Giardia antigens is an important step in
assessing the immune response of patients. Detection of specific IgM antibodies
suggests an acute stage of giardiasis. However, the detection of specific IgG and
IgA antibodies should be interpreted with caution: in some regions they persist for
a long time after infection, while in others their level decreases after eradication of
the pathogen.

3. ANALYSIS PRINCIPLE

The procedure of testing for Giardia lamblia specific antibodies in «EQUI
anti-Lamblia» ELISA kit is based on «indirect» solid-phase ELISA with a two-stage
incubation. Recombinant Giardia lamblia antigens are entrapped in the wells.
During the first step of incubation of the test samples in the wells of the ELISA plate,
Giardia lamblia-specific antibodies, if present in the samples, bind to the solid phase
antigens. The wells are washed to remove unbound antibodies and have only
specific antigen-antibody complexes left. Then, a conjugate of anti-species
(anti-lgG and anti-lgA) monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound
components are removed by washing. Antigen-antibody complexes are
detected by adding a solution of chromogen 3,3’,5,5'-tetramethylbenzidine
(TMB) with hydrogen peroxide. After 30-minute incubation, the reaction is
stopped by adding the stop solution. The optical density (OD) in the wells
is determined using a spectrophotometer at 450/620-695 nm. The intensity
of the yellow colour is proportional to the level of antibodies in the sample.

4. MATERIALS AND EQUIPMENT
4.1. Contents of the ELISA kit

Microplate
Each plate well is coated with Giardia lamblia purified
1x 96 wells antigens. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C
for a maximum of 6 months
Positive control

1x0,35ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C
Negative control

[CONTROL| - | 1x1,2ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C
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Serum dilution solution
DIL|SAMPLE 1x 11 mi Buffer solution with a milk extract, a detergent and a
preservative (purple). Store at 2-8 °C
Conjugate solution (ready to use)
Buffer solution of monoclonal antibodies to human IgG

Tx 13 ml and IgA, conjugated with horseradish peroxidase, with
stabilizers and preservative (green). Store at 2-8 °C
TMB solution (ready to use)

SOLN|TMB Tx13ml TMB solution, H,0, a stabilizer, a preservative

(colourless). Store at 2-8 °C

Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

Stop Solution (ready to use)

Tx13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

[TWEEN[WASH[20x] 1 x 50 ml

The ELISA kit also includes adhesive films (2 items), sample application plan (1
item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10—1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at 450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefully beforethetest. The validity ofthetest
results depends on strict following of the test procedure.

— do not use the ELISA kit components after the expiry date;

— do not use for analysis or mix components of different batches, components
of kits for different nosologies, or reagents from other manufacturers with the
«EQUI anti-Lamblia» ELISA kit;

— do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA kit;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;
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— do not use reagents with colour not in line with para. 4.1;

— under no circumstances should the same glassware be used for
and [SOLN[TMB];

— do not evaluate the test results visually (without a reader);

— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements
— all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;
— do not eat, drink, smoke, or apply make-up in the test room;
— do not mouth-pipette the solutions;

— controls from the «EQUI anti-Lamblia» ELISA kit have been tested and found
to be for anti-HIV1/2, anti-HCV and anti-Treponema pallidum antibodies and
HBsAg negative; however, controls and test samples should be handled as
potentially hazardous infectious materials;

— some of the kit components contain low concentrations of harmful substances
and can damage skin or mucoga. In case of contact of [SOLN[TMB] [SOLN[STOP]
and with mucous membranes or skin, immediately wash the
affected area with plenty of water;

— in case of spillage of acid-free solutions, e. g. sera, treat the surface with
a disinfectant solution and then wipe dry with filter paper. Otherwise first
neutralize acid with sodium bicarbonate solution and then wipe the surface
dry as described above.

5.3. Waste inactivation and disposal

— the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

— the solid waste must be inactivated by autoclaving at a temperature not
less than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal of inactivated waste must be conducted due to national laws
and regulations.

6. STORAGE AND STABILITY
ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
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temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES

Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min at room
temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a room
temperature before opening. Open the vacuum pack, detach the appropriate number of
wells, and carefully pack the remaining wells with a desiccant and store tightly zip-locked at
2-8 °C. Storing the packed plate this way ensures its stability for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEENIWASHI[20x] gt 1:20 (1+19) with distilled or deionized
water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is enough for 8 wells. If there
are crystals present in the detergent concentrate, heat the vial at 37 °C until the crystals
dissolve completely (15-20 minutes). Store the diluted solution at 2-8 °C for a maximum of 7
days.

9. ASSAY PROCEDURE
9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.
9.2.Fill in the sample application plan.
9.3.Prepare the detergent as per para. 8.2.
9.4.Add 80 pL of [DILISAMPLE] into each plate well.
9.5.Add 20 yL of controls and test samples into the wells:
— into well A1,
[CONTROL[ -] — into wells B1, C1 and D1,
and test samples into the remaining wells.
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At the time of adding, the solution changes its colour from brown to blue.
Pipette the mix in the wells carefully to avoid foaming.

9.6.Cover the strips up with adhesive film and incubate for 30 minutes at 37 °C.

9.7.Remove and discard the adhesive film and wash all wells 5 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 pl;
— repeat the washing step 4 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100 pL of [SOLN]CONJ] into each well. Cover the strips with a new piece of
adhesive film and incubate for 30 minutes at 37 °C.

9.9.Following incubation, remove the film carefully and wash the wells five times as
described in para. 9.7.

9.10. Add 100 pL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11. Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C. Do not use adhesive film at this stage.

9.12. Add 100 pL of into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding, the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measure the optical density (OD) of the wells at 450/620-695 nm wavelength
using an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible,inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|gand[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results .
Calculate the average OD for the negative control (Nc), Cut off (CO) and a
sample positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc + 0,25
IP =0D /CO, where OD_,

sample sample

is the OD sample.

mple
10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
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OD 21,0
0D <0,150

e 0.5 < Nen < N x 20 where Ncn is the OD for each

Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P, 0> 11 POSITIVE
09<IP_ <11 BORDERLINE®
P <09 NEGATIVE

sample

* Uncertain samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristic

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. OD,, P, CV, %
14L 0,679 2,47 6,5
16L 0,490 1,79 6,6

Inter assay reproducibility

The coefficient of variation (CV) for three sera with different levels of specific
antibodies was evaluated for 3 days in 3 sets of analysis, 8 replicates in each
analysis.

Sample No. OD,, P, CV, %
14L 0,670 2,39 5,55
16L 0,463 1,65 7,06

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.
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11.2. Diagnostic characteristics

Studies of the characteristics of the method in comparison with a similar
commercial ELISA kit were performed on a sample of characterized sera, the
target group of children and a group of donors. The relative sensitivity of «EQUI
anti-Lamblia» ELISA kits was determined from a group of 23 serum samples that
were tested for antibodies to Giardia lamblia and characterized as positive in a
commercial ELISA kit. All sera were also determined to be positive in «kEQUI anti-
Lamblia» kits, so the relative sensitivity equals 100%. For 148 serum samples of
children that were tested and characterized in commercial analogues, the relative
specificity of «EQUI anti-Lamblia» ELISA kits was 92.86%, the percentage of
coincidence - 93.24%. According to a similar principle, for 238 serum samples of
donor blood, the relative specificity was 97% and the percentage of coincidence
was 96.64%.

12. LIMITATIONS OF ASSAY

The final diagnosis cannot be made solely on the basis of serological test
results, sunce clinical manifestations of the disease and laboratory data (such
as the detection of cysts in faecal samples or trophozoites in duodenal contents;
the results of detection of Giardia lamblia antigen in faeces) should be taken into
account as well.

Addionally, cross-reactions with antibodies to antigens of other parasites cannot
be completely ruled out.

Giardia lamblia-specific antibodies may not be detected in case of children with
persistent and prolonged giardiasis.

It should be noted that IgG antibodies to Giardia lamblia can be detected via
ELISA for a long time, even after successful treatment.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution

High background in all wells

Clean the washer head and rinse
according to the instructions for use

Contaminated washer

Use purified water with specific

Poor quality or contaminated water resistance = 10 MQ - cm

Use of poorly washed glassware Use chemically clean utensils
Use of chlorinated disinfectants Do not use chlorine disinfectants
Use of contaminated tips Use new tips
Increased incubation times or change Adhere to the incubation regime
in the temperature conditions according to the instructions for use

High background in a row of wells
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Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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Manufacturer

Authorized Representative in the European Community
In vitro diagnostic medical device

Catalogue number

Date of manufacture

LEFNHE

Use by date

LOT Batch code

Temperature limit

Contains sufficient for <n> tests
Caution

Non-Sterile

Consult instructions for use

Keep away from sunlight

Keep dry

~EUEPD> A=

Compliance with EU safety requirements
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For questions and suggestions regarding the ELISA kit contact:

Obelis s.a.

Bd Général Wahis 53
1030 Brussels
Belgium

Tel: +(32)2 732-59-54
Fax: +(32)2 732-60-03
mail@obelis.net

Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 80 pl into the wells
(purple)

Add to 20 pl of controls and samples into the wells:
A1 - [CONTROL[ +], B1, C1, D1 — [CONTROL[-],

other wells — examined samples
(change of colour from purple to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
NG = (Nc1 + Nc2 + Nc3)/3;

CO = Nc + 0,25;

IPsample = ODsample/CO

Nc - the average value of OD 3-x [CONTROL[ -]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P> 1.1 POSITIVE
09<IP, <11 | BORDERLINE

P <0,9 NEGATIVE

sample
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EQUI Borrelia burgdorferi IgG

ELISA kit for the qualitative and semiquantitative
detection of IgG antibodies to Borrelia burgdorferi

1. INTENDED USE

The «EQUI Borrelia burgdorferi IgG» ELISA is a kit intended to qualitatively
and semi-quantitatively detect anti-Borrelia burgdorferi sensu lato IgG in human
serum or plasma by enzyme-linked immunosorbent assay (ELISA) in order
to diagnose lyme disease. The testing procedure is designed for both manual
arrangement with automatic pipettes and standard equipment, and for automated
open immunoassay analysers.

Target group: patients with non-specific infectious symptoms, people who
spend lots of time outdoors in wooded, grassy areas or tick bites, inhabitants of
endemic areas.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Lyme disease, or Lyme borreliosis, is the most common bacterial infection
in the northern hemisphere that is transmitted through the bite of Ixodes mites.
Spirochetes of the genus Borrelia cause this disease. Lyme disease causes
polysystemic affections and without proper treatment in the chronic form causes a
number of complications.

Lyme borreliosis is caused by several species and serotypes of bacteria in North
America, Europe and Asia, which are grouped into the group Borrelia burgdorferi
sensu lato. The most common are Borrelia burgdorferi sensu stricto, Borrelia
afzelii, Borrelia garinii. These are mobile gram-negative spiral spirochetes 10-25
pm long and about 0.2 ym thick.

After infection with Borrelia, an inflammatory reaction occurs in response to
surface antigens of Borrelia burgdorferi. The development of primary migratory
erythema is associated with the interaction of mast cells with lipoproteins of the
pathogen. During the first stage of the disease, 1-3 weeks after infection, specific
IgM antibodies to Borrelia burgdorferi antigens begin to be produced. They are
found in the vast majority of people with a history of primary migratory erythema
and tick bites. Specific IgG antibodies begin to be synthesized about a month after
infection and are detected in high titers in the second stage of Lyme disease, as
well as in chronic borreliosis in the absence of proper treatment. After successful
therapy, the titer of IgG antibodies decreases after a few months, but they may
continue to be low for a long time. The presence of specific antibodies to Borrelia
burgdorferi antigens does not provide immunity to re-infection.

Asymptomatic course of the disease in the early stages, as well as nonspecific
manifestations of tick-borne borreliosis complicate its timely detection. The
detection of specific antibodies plays a special role to Borrelia antigens in serum or
cerebrospinal fluid by ELISA and immunoblotting. However, false-positive results
of serodiagnosis can be observed in the presence of other spirohert infections
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(syphilis, leptospirosis, etc.). Bacteriological methods of detection of the pathogen
and its genetic material by polymerase chain reaction are used to verify the
diagnosis. In addition, there is a seronegative course of the disease. Therefore,
when diagnosing Lyme borreliosis, both the data of the epidemiological anamnesis
and the clinical picture of the infection are taken into account.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Borrelia burgdorferi specific IgG in «EQUI
Borrelia burgdorferi IgG» ELISA kit is based on «indirect» solid-phase ELISA
with a two-stage incubation. Recombinant antigens of Borrelia burgdorferi sensu
lato are entrapped in the wells. During the first step of incubation of ELISA plate
wells with test samples, specific anti-Borrelia burgdorferi antibodies (if present in
the samples) bind to the solid-phase antigens. The wells are washed to remove
unbound antibodies and have only specific antigen-antibody complexes left. Then,
a conjugate of anti-species IgG monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound components
are removed by washing. Antigen-antibody complexes are detected by adding a
solution of chromogen 3,3’,5,5'-tetramethylbenzidine (TMB) with hydrogen peroxide.
After 30-minute incubation, the reaction is stopped by adding the stop solution.
The optical density (OD) in the wells is determined using a spectrophotometer at
450/620-695 nm. The intensity of the yellow colour is proportional to the level of
antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with anti-Borrelia burgdorferi
1x96 sensu lato: B.burgdorferi sensu stricto, B.afzelii,
wells B.garinii. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C

for a maximum of 6 months

STRIPS

Positive control
1x0,25ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C

Negative control

[CONTROL] - | 1x0,6 ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C
Serum dilution solution

[DIL[SAMPLE 1%x13 ml Buffer solution with a milk extract, a detergent and a
preservative (violet). Store at 2-8 °C

Conjugate solution (ready to use)

Buffer solution of monoclonal antibodies to human IgG,
1Tx13 ml conjugated with horseradish peroxidase, with stabilizers

and preservative (green). Store at 2-8 °C
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TMB solution (ready to use)
1x13ml  TMB solution, H,0,, a stabilizer, a preservative
(colourless). Store at 2-8 °C
Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEENIWASH[20x] 1 x 50 ml

Stop Solution (ready to use)

SOLNISTOP 1x13ml 6 5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan
(1 item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

—do not use the ELISA kit components after the expiry date;

—do not use reagents from different lots of the ELISA kit during the assay; do
not mix reagents from different lots of the ELISA kit; do not mix reagents from
ELISA kits of different nosology; do not use reagents of other manufacturers
along with «kEQUI Borrelia burgdorferi IgG» kits;

—do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA ki;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

—under no circumstances should the same glassware be used for
[SOLN[CONJ] and [SOLN[TMB;

—do not evaluate the test results visually (without a reader);
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— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements

—all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

— do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls of ELISA kit «kEQUI Borrelia burgdorferi |lgG» were tested and found
to be negative for anti-HIV1/2, anti-HCV, anti-T.pallidum antibodies and
HBsAg. Nevertheless, all controls and patient samples should be regarded
and handled as potentially infectious;

— some components of the ELISA kit contain low concentrations of harmful
agents and could cause irritation of the skin and the mucosa. In the case of
contact with [SOLN]TMB ], [SOLN]STOP] and [SOLN[CONJ] with skin or mucosa the
place of contact should be immediately rinsed with large amounts of water;

—in case of spilling solutions that do not contain acid, e.g. sera, disinfect the
surface thoroughly, then dry it with absorbent paper. If the spilling fluid is an
acid, it must be initially neutralized with sodium bicarbonate and then use the
mechanism described above.

5.3. Waste inactivation and disposal

—the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

— thesolidwastemustbeinactivatedbyautoclavingatatemperaturenotless
than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal ofinactivated waste mustbe conducted due to nationallaws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES
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Collect blood from the vein into the sterile test tube. Test tube must be marked with
patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEENIWASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

9. ASSAY PROCEDURE

9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.

9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.

9.4.Dispense 90 pl of [DIL[SAMPLE] into each well.

9.5.Add 10 pl of controls and test samples into the wells:
— into well A1,

[CONTROL[ -] — into wells B1, C1, D1,
and test samples into the remaining wells.
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At the time of adding, colour of the sample diluent changes from violet to blue.
Pipette mixture in the wells gently, avoiding foaming.

9.6.Cover strips with an adhesive film and incubate for 30 min at 37°C.

9.7.Remove and discard the adhesive film and wash all wells 6 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 pl;
— repeat the washing step 5 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100! of [SOLN]CONJ] into all wells. Cover strips with a new adhesive film
and incubate for 30 min at 37°C.

9.9.Remove and discard the adhesive film and wash all wells 5 times as described
above in 9.7.

9.10.Add 100 pL of [SOLNITMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11.Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C.Do not use adhesive film at this stage.

9.12.Add 100 pL of [SOLNISTOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding,the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measuretheopticaldensity (OD)ofthewellsat450/620-695nmwavelengthusing
an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible, inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|and[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results o
Calculate the average OD of the negative control (Nc), Cut off (CO) and a sample
positivity index (IP

sample)'

Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc +0,3
IP =0D /CO, where OD

sample sample

is the OD sample

sample

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:
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OD=1,5
OD <0,150

Nc x 0,5<Ncn < x 2,0 where Ncn is the OD
[CONTROL] - | for each Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P, 0> 11 POSITIVE
09<IP_ . <11  BORDERLINE*
P, <09 NEGATIVE

sample

* Borderline samples are recommended to be re-examined in two wells of the
ELISA kit. If the results are again uncertain, a new sample should be selected and
analyzed in 2-4 weeks. In case of repeated indeterminate results, such samples
shall be considered negative.

Use of the positivity index allows for a semi-quantitative comparative analysis
of the level of specific antibodies in the dynamics of paired samples obtained from
patients with an interval of 2-4 weeks. It should be borne in mind that IPSarnple within
1,1 — 7,0 proportional to the content of specific antibodies. If IP___ is higher 7,0,
to correctly assess the content of specific antibodies, it is recommended to re-
analyze the sample previously diluted 10 times. When determining the final result
in this case, multiply the value obtained IP on the degree of dilution (x10).

sample

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 32 replicates on one series of ELISA kits.

Sample No. OoD,, IP,, CV, %
2 0,449 1,3 7,2
13 0,675 2,0 7.1

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.
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Sample No. oD IP CV, %

2 0,414 1,2 7.8
13 0,714 21 6,9

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 pmol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.

11.2. Diagnostic characteristics

To determine the sensitivity and specificity of the «EQUI Borrelia burgdorferi
IgG» ELISA kit in comparison with a similar commercial ELISA kit, 122 samples
of donor blood sera (random sampling) and 212 samples of children’s blood sera
(a total of 334 samples), as well as samples of a commercial panel of sera, were
used «Lyme Disease (Anti-Borrelia burgdorferi) Mixed Titer Performance Panel
PTL202» (SeraCare Life Sciences, USA). The results of determination of antibodies
of the 1gG class to Borrelia burgdorferi, obtained in the «kEQUI Borrelia burgdorferi
IgG» ELISA kit, were compared with the results obtained in similar commercial
tests. The relative sensitivity of the «kEQUI Borrelia burgdorferi IgG» ELISA kit was
99.5%, the relative specificity was 98.8%.

12. LIMITATIONS OF ASSAY

A positive result in the «EQUI Borrelia burgdorferi IgG» ELISA kit is evidence of
the presence of IgG class antibodies in the patient, specific to Borrelia burgdorferi
sensu lato, which are produced by the body when a person is infected with the
causative agent of Lyme borreliosis.

It should be noted that in the case of early infection, the ELISA result may be
negative due to the absence of antibodies at the initial stage of the disease. In the
presence of clinical manifestations of the disease, it is recommended to conduct
repeated testing after two to four weeks, as well as examine the patient’s sample for
specific antibodies of the IgM class (for example, in the «kEQUI Borrelia burgdorferi
IgM» ELISA Kkit).

It is not possible to completely exclude false-positive results, which may be
caused by the presence of specific antibodies in the blood in diseases caused by
spirochetes (syphilis, typhus, leptospirosis, etc.).

To confirm a positive ELISA result, it is recommended to conduct an additional
study of the sample for the presence of antibodies to individual Borrelia burgdorferi
proteins by immunoblotting. However, the final diagnosis cannot be established
only on the basis of serological test results. For the correct diagnosis of tick-borne
borreliosis, research should also be conducted to identify the causative agent,
for example, using PCR or cultural methods. When establishing a diagnosis, the
results of a complex of laboratory and instrumental studies, as well as clinical
manifestations of the disease, should be taken into account.
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13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY

PROCEDURE

Possible reasons

| Solution

High background in all wells

Contaminated washer

Clean the washer head and rinse
according to the instructions for use

Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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For questions and suggestions regarding the ELISA kit contact:

Manufacturer

In vitro diagnostic medical device

Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution
Consult instructions for use

Keep away from sunlight

Mark of compliance with technical regulations
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Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME
Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 pl into the wells

(violet)

Add to 10 pl of controls and samples into the wells:
A1 —[CONTROL[ +], B1, C1, D1 —[CONTROL[ -],

other wells — examined samples
(change of colour from violet to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO=Nc+0,3;

IPsample = ODsampIe/Co

Nc - the average value of OD 3-x [CONTROL] -]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P> 1.1 POSITIVE
09<IP_ . <11 | BORDERLINE

IP <09 NEGATIVE

sample
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EQUI Borrelia burgdorferi IgM

ELISA kit for the qualitative detection of IgM
antibodies to Borrelia burgdorferi

1. INTENDED USE

The «EQUI Borrelia burgdorferi IgM» ELISA kit is intended for the qualitative
detection of IgM antibodies to Borrelia burgdorferi sensu lato in human serum or
blood plasma by enzyme-linked immunosorbent assay (ELISA) for the purpose
of diagnosing acute Lyme borreliosis. The analysis procedure is designed both
for manual setup with automatic pipettes and standard equipment, and for an
automatic enzyme immunoassay of the «open» type.

Target group: patients with non-specific infectious symptoms, visits to the forest
or a history of tick bites, summer residents, residents of endemic areas.

Usage: ELISA kit is used in clinical diagnostic laboratories and other institutions
engaged in in vitro diagnostics.

2. CLINICAL SIGNIFICANCE

Lyme disease, or Lyme borreliosis, is the most common bacterial infection
in the northern hemisphere that is transmitted through the bite of Ixodes mites.
Spirochetes of the genus Borrelia cause this disease. Lyme disease causes
polysystemic affections and without proper treatment in the chronic form causes a
number of complications.

Lyme borreliosis is caused by several species and serotypes of bacteria in North
America, Europe and Asia, which are grouped into the group Borrelia burgdorferi
sensu lato. The most common are Borrelia burgdorferi sensu stricto, Borrelia
afzelii, Borrelia garinii. These are mobile gram-negative spiral spirochetes 10-25
pm long and about 0.2 ym thick.

After infection with Borrelia, an inflammatory reaction occurs in response to
surface antigens of Borrelia burgdorferi. The development of primary migratory
erythema is associated with the interaction of mast cells with lipoproteins of the
pathogen. During the first stage of the disease, 1-3 weeks after infection, specific
IgM antibodies to Borrelia burgdorferi antigens begin to be produced. They are
found in the vast majority of people with a history of primary migratory erythema
and tick bites. Specific IgG antibodies begin to be synthesized about a month after
infection and are detected in high titers in the second stage of Lyme disease, as
well as in chronic borreliosis in the absence of proper treatment. After successful
therapy, the titer of IgG antibodies decreases after a few months, but they may
continue to be low for a long time. The presence of specific antibodies to Borrelia
burgdorferi antigens does not provide immunity to re-infection.

Asymptomatic course of the disease in the early stages, as well as nonspecific
manifestations of tick-borne borreliosis complicate its timely detection. The
detection of specific antibodies plays a special role to Borrelia antigens in serum or
cerebrospinal fluid by ELISA and immunoblotting. However, false-positive results
of serodiagnosis can be observed in the presence of other spirohert infections
(syphilis, leptospirosis, etc.). Bacteriological methods of detection of the pathogen
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and its genetic material by polymerase chain reaction are used to verify the
diagnosis. In addition, there is a seronegative course of the disease. Therefore,
when diagnosing Lyme borreliosis, both the data of the epidemiological anamnesis
and the clinical picture of the infection are taken into account.

3. ANALYSIS PRINCIPLE

The procedure of testing for anti-Borrelia burgdorferi sensu lato specific IgM
in «kEQUI Borrelia burgdorferi IgM» ELISA kit is based on «indirect» solid-phase
ELISA with a two-stage incubation. Recombinant antigens of Borrelia burgdorferi
are entrapped in the wells. During the first step of incubation of ELISA plate wells
with test samples, specific anti-Borrelia burgdorferi antibodies (if present in the
samples) bind to the solid-phase antigens. The wells are washed to remove
unbound antibodies and have only specific antigen-antibody complexes left. Then,
a conjugate of anti-species IgM monoclonal antibodies with horseradish peroxidase
is added, which binds to solid-phase immune complexes. Unbound components
are removed by washing. Antigen-antibody complexes are detected by adding a
solution of chromogen 3,3’,5,5'-tetramethylbenzidine (TMB) with hydrogen peroxide.
After 30-minute incubation, the reaction is stopped by adding the stop solution.
The optical density (OD) in the wells is determined using a spectrophotometer at
450/620-695 nm. The intensity of the yellow colour is proportional to the level of
antibodies in the sample.

4. MATERIALS AND EQUIPMENT

4.1. Contents of the ELISA kit

Microplate

Each plate well is coated with anti-Borrelia burgdorferi
1x96 sensu lato: B.burgdorferi sensu stricto, B.afzelii,
wells B.garinii. The wells are detachable. After the first

opening, store unused strips in the package at 2-8 °C

for a maximum of 6 months

STRIPS

Positive control
1x0,25ml Conjugated specific monoclonal antibody solution with
preservative (pink). Store at 2-8 °C

Negative control

[CONTROL] - | 1x0,6 ml  Negative human serum with a preservative (yellow).
Store at 2-8 °C

Serum dilution solution
DIL|SAMPLE 1x13 ml Buffer solution with a milk extract, a detergent and a
preservative (brown). Store at 2-8 °C

Conjugate solution (ready to use)

Buffer solution of monoclonal antibodies to human IgM,
conjugated with horseradish peroxidase, with stabilizers
and preservative (green). Store at 2-8 °C

SOLN|CONJ 1x13 ml
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TMB solution (ready to use)
1x13ml  TMB solution, H,0,, a stabilizer, a preservative
(colourless). Store at 2-8 °C
Washing solution TWEEN (20x concentrated)
20-fold phosphate buffer concentrate with Tween-20
(colourless). Dilute TWEEN detergent (20x) at 1:20 with
distilled or deionized water (e. g., 5 mL of concentrate +
95 mL of water for 8 wells) before use. Store the diluted
solution at 2-8 °C for a maximum of 7 days

[TWEEN[WASH[20x] 1 x 50 ml

Stop Solution (ready to use)
1x13ml 0.5 mol H,SO, solution (colourless). Store at 2-8 °C

The ELISA kit also includes adhesive films (2 items), sample application plan
(1 item), checklist, and instruction for use.

4.2. Optional reagents, materials and equipment

Automatic single and multichannel pipettes 10-1000 pL, tips, volumetric
laboratory glassware (10-1,000 mL), deionized or distilled water, thermostat at
37 °C, automatic or semi-automatic plate washer, spectrophotometer (reader) for
microplates at450/620-695 nm, appropriate containers for potentially contaminated
waste, timer, filter paper, disposable powder-free gloves, disinfectants.

5. PRECAUTIONS AND SAFETY

5.1. Precautions
Besuretoreadtheinstructionsforuse carefullybeforethetest. The validity ofthe test
results depends on strict following of the test procedure.

—do not use the ELISA kit components after the expiry date;

—do not use reagents from different lots of the ELISA kit during the assay; do
not mix reagents from different lots of the ELISA kit; do not mix reagents from
ELISA kits of different nosology; do not use reagents of other manufacturers
along with «kEQUI Borrelia burgdorferi IgM» kits;

—do not freeze the ELISA kit or its contents;

— after using a reagent, close each vial with its cap;

— when washing, control filling and complete aspiration of solution from the
wells;

— use a new pipette tip each time you add samples or reagents;

— prevent direct sunlight from reaching the reagents from the ELISA ki;

- solution must be colourless before use. Do not use the solution if
its colour is blue or yellow. Avoid contact of with metals or metal
ions. Use only clean glassware thoroughly rinsed with distilled water;

— do not use reagents with colour not in line with para. 4.1;

—under no circumstances should the same glassware be used for
[SOLN[CONJ] and [SOLN[TMB;

—do not evaluate the test results visually (without a reader);
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— any optional equipment that is in direct contact with biological material or kit
components should be considered contaminated and requires cleaning and
decontamination;

—the ELISA kit includes materials for 96 tests. Dispose of the used components
as well as any remaining unused components.

5.2. Safety requirements

—all reagents in the ELISA kit are for laboratory professional use for in vitro
diagnosis only and may only be used by qualified personnel;

— conduct the tests in disposable powder-free gloves and goggles only;

— do not eat, drink, smoke, or apply make-up in the test room;

— do not mouth-pipette the solutions;

— controls of ELISA kit «kEQUI Borrelia burgdorferi IgM» were tested and found
to be negative for anti-HIV1/2, anti-HCV, anti-T.pallidum antibodies and
HBsAg. Nevertheless, all controls and patient samples should be regarded
and handled as potentially infectious;

— some components of the ELISA kit contain low concentrations of harmful
agents and could cause irritation of the skin and the mucosa. In the case of
contact with [SOLN]TMB ], [SOLN]STOP] and [SOLN[CONJ] with skin or mucosa the
place of contact should be immediately rinsed with large amounts of water;

—in case of spilling solutions that do not contain acid, e.g. sera, disinfect the
surface thoroughly, then dry it with absorbent paper. If the spilling fluid is an
acid, it must be initially neutralized with sodium bicarbonate and then use the
mechanism described above.

5.3. Waste inactivation and disposal

—the liquid waste must be inactivated, for example, with hydrogen peroxide
solution at the final concentration of 6% for 3 hours at room temperature,
or with sodium hypochlorite at the final concentration of 5% for 30
minutes, or with other approved disinfectants;

— thesolidwastemustbeinactivatedbyautoclavingatatemperaturenotless
than 132°C;

— do not autoclave the solutions that contain sodium azide or sodium
hypochlorite;

— disposal ofinactivated waste mustbe conducted due to nationallaws and
regulations.

6. STORAGE AND STABILITY

ELISA kit is stable up to the expiry date stated on the label when stored
at 2-8°C. The kit should be transported at 2-8°C. Single transportation at a
temperature up to 23°C for two days is possible.

7. SAMPLE COLLECTION, TRANSPORTATION AND
STORAGE GUIDELINES
Collect blood from the vein into the sterile test tube. Test tube must be marked with
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patient ID and date of sample collecting. Blood before serum separation can be
stored at 2-8 °C for 24 hours, avoiding freezing.

Serum or plasma can be stored at 2-8 °C for maximum 3 days. Frozen serum
can be stored for longer periods of time at -20 °C or -70 °C. Thaw frozen samples
and keep them at room temperature for 30 minutes before use. After thawing,
the stir samples to achieve homogeneity. Avoid repeated freezing-thawing cycles
for test samples. If serum (or plasma) is turbid, remove insoluble inclusions by
centrifugation at 3000 rpm for 10-15 minutes. Do not use serum samples with
hyperlipidemia, hemolysis, and bacterial growth.

Transport serum samples in insulated containers. To do that, put closed
labelled tubes in a plastic bag, tightly seal it and place in the centre of an
insulated container.Put the frozen cold packs on the bottom, along the side
walls of the insulated container and on top of the serum samples.

8. REAGENT PREPARATION

NOTE! It is very important to keep all ELISA kit components for at least 30 min
at room temperature 18-25 °C before the assay!

8.1. Microplate preparation

To prevent water condensation in the wells, keep the for 30 minutes at a
room temperature before opening. Open the vacuum pack, detach the appropriate
number of wells, and carefully pack the remaining wells with a desiccant and store
tightly zip-locked at 2-8 °C. Storing the packed plate this way ensures its stability
for 6 months.

8.2. Washing solution preparation

To prepare detergent, dilute TWEENIWASH[20x] at 1:20 (1+19) with distilled or
deionized water and stir. E. g., 5 mL of concentrate + 95 mL of water, which is
enough for 8 wells. If there are crystals present in the detergent concentrate, heat
the vial at 37 °C until the crystals dissolve completely (15-20 minutes). Store the
diluted solution at 2-8 °C for a maximum of 7 days.

9. ASSAY PROCEDURE

9.1. Prepare the necessary number of wells (four wells for controls and a necessary
number of wells for test samples) and insert them into the ELISA plate frame.
Be sure to add control wells in every test run.

9.2.Fill in the sample application plan.

9.3.Prepare the detergent as per para. 8.2.

9.4.Dispense 90 pl of [DIL[SAMPLE] into each well.

9.5.Add 10 pl of controls and test samples into the wells:
—into well A1,
[CONTROL[ - ] — into wells B1, C1, D1,
and test samples into the remaining wells.
At the time of adding, colour of the sample diluent changes from brown to
blue. Pipette mixture in the wells gently, avoiding foaming.
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9.6.Cover strips with an adhesive film and incubate for 30 min at 37°C.

9.7.Remove and discard the adhesive film and wash all wells 6 times with
automatic washer or 8-channel pipette as follows:

— aspirate the content of all wells into a liquid waste container;
— add a minimum of 300 pl of diluted washing solution to each well, soak
each well for 30 seconds;
— aspirate the content of all wells again. The residual volume after every
aspiration should be less than 5 yl;
— repeat the washing step 5 more times;
— after the final aspiration, eliminate extra moisture by tapping the plate
against a piece of filter paper.

9.8.Add 100pl of [SOLN[CONJ] into all wells. Cover strips with a new adhesive film
and incubate for 30 min at 37°C.

9.9.Remove and discard the adhesive film and wash all wells 5 times as described
above in 9.7.

9.10.Add 100 uL of [SOLN[TMB] into the wells; do not touch the bottom and the walls
of the plate wells.

9.11.Incubate the strips for 30 minutes in a dark place at a room temperature of
18-25 °C.Do not use adhesive film at this stage.

9.12. Add 100 pL of [SOLN[STOP] into each strip well to stop the enzymatic reaction;
adhere to the same sequence of actions as when adding [SOLN[TMB]. At the
time of adding,the solution colour changes from blue to yellow, and clear
solution slightly changes its shade.

9.13. Measuretheopticaldensity (OD)ofthewellsat450/620-695nmwavelengthusing
an ELISA microplate reader within 5 minutes after stopping the reaction.
Pay attention to the cleanness of the plate bottom and the absence of bubbles
in the wells before reading.
Measurementatthe single wavelengthof450nmispossible, inthatcase, itis
neededtoleave one wellfor blank (onlySOLN[TMB|gand[SOLNISTOP| must be added
in blank well).

10. CALCULATION AND INTERPRETATION OF RESULTS

10.1. Calculation of results o
Calculate the average OD of the negative control (Nc), Cut off (CO) and a sample
positivity index (IP

).

sample
Nc = (Nc1 + Nc2 + Nc3)/3;  CO = Nc + 0,25

IP =0D /CO, where OD

sample sample

10.2. Quality control (assay validation)
The test results are considered valid if they meet the following requirements:

is the OD sample

sample
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oD=1,5
0D <0,150
where Ncn is the OD

I\E: X 0,5 <Ncn =< [\F) X 2,0 for each Nc run

If any of the OD values for the negative control is beyond the above interval, it
should be discarded, and Nc is calculated based on the remaining OD values for
the negative control. If several OD values for the negative control fail to meet the
above requirements, the test is considered invalid and requires a new run.

10.3. Interpretation of results

P> 11 POSITIVE
09<IP, .<11  BORDERLINE*
P, <09 NEGATIVE

sample

* Borderline samples are recommended to be tested again in two wells of the
ELISA kit. If the results are again indeterminate, a new sample should be collected
and analyzed after 7-14 days. In case of repeated reception of indeterminate
results, such samples should be considered negative.

11. PERFORMANCE CHARACTERISTICS

11.1. Analytical performance characteristics

Precision of measurement
Intra assay repeatability

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated in 44 replicates on one series of ELISA kits.

Sample No. OoD,, P, CV, %
269 2,186 7.7 5,6
809 0,387 1,4 8,6

Inter assay reproducibility

The coefficient of variation (CV) for two sera with different levels of specific
antibodies was evaluated for 4 days in 4 sets of analysis, 8 replicates in each
analysis.

Sample No. oD, IP,, CV, %
269 2,073 72 8,1
809 0,364 1,3 7,5

Analytical specificity

The test results are not affected by bilirubin at up to 0.21 mg/mL (361.8 ymol/L),
haemoglobin at up to 10 mg/mL and triglycerides at up to 10 mg/mL (11.3 mmol/l)
present in the sample.
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11.2. Diagnostic characteristics

To determine the sensitivity of the «kEQUI Borrelia burgdorferi IgM» ELISA kit, we
used serum samples that were characterized as positive by the Western blot method
(59 samples), as well as samples of the commercial serum panel «Lyme Disease
(Anti-Borrelia burgdorferi) Mixed Titer Performance Panel PTL202 (SeraCare
Life Sciences, USA). According to the results of the analysis, the sensitivity of the
ELISA kit was 96.9%. To assess the specificity, samples of donor blood sera (122
samples) and 212 samples of children’s blood sera (334 samples in total) were
used. The results of the determination of IgM antibodies to Borrelia burgdorferi
obtained in the «kEQUI Borrelia burgdorferi IgM» ELISA kit were compared with the
results obtained in similar commercial tests. The relative specificity of the «kEQUI
Borrelia burgdorferi IgM» ELISA kit was 100.0%.

12. LIMITATIONS OF ASSAY

A positive result in the «kEQUI Borrelia burgdorferi IgM» ELISA kit is evidence of
the presence of IgM class antibodies in the patient, specific to Borrelia burgdorferi
sensu lato, which are produced by the body when a person is infected with the
causative agent of Lyme borreliosis.

It should be noted that in the case of early infection, the ELISA result may be
negative due to the absence of antibodies at the initial stage of the disease. In the
presence of clinical manifestations of the disease, it is recommended to conduct
repeated testing after at least two weeks. A two- or three-fold increase in the level
of antibodies indicates the activity of the infectious process.

The results obtained in immunosuppressed individuals should be interpreted
with caution.

It is not possible to completely exclude false-positive results, which may be
caused by the presence of specific antibodies in the blood in diseases caused by
spirochetes (syphilis, typhus, leptospirosis, etc.).

To confirm a positive ELISA result, it is recommended to conduct an additional
study of the sample for the presence of antibodies to individual Borrelia burgdorferi
proteins by immunoblotting. However, the final diagnosis cannot be established
only on the basis of serological test results. For the correct diagnosis of tick-borne
borreliosis, research should also be conducted to identify the causative agent,
for example, using PCR or cultural methods. When establishing a diagnosis, the
results of a complex of laboratory and instrumental studies, as well as clinical
manifestations of the disease, should be taken into account.

13. DIFFICULTIES THAT CAN OCCUR DURING THE ASSAY
PROCEDURE

Possible reasons | Solution
High background in all wells

Clean the washer head and rinse
according to the instructions for use

Contaminated washer
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Poor quality or contaminated water

Use purified water with specific
resistance = 10 MQ - cm

Use of poorly washed glassware

Use chemically clean utensils

Use of chlorinated disinfectants

Do not use chlorine disinfectants

Use of contaminated tips

Use new tips

Increased incubation times or change
in the temperature conditions

Adhere to the incubation regime
according to the instructions for use

High background in a row of wells

Repeat application of TMB solution

TMB solution should be applied
once

Contamination of the automatic pipette

Clean the pipette and dial carefully

nozzle with conjugate solution liquid
Contamination of one of the Clean the flush channel, rinse
washer’s channel washer

Received OD of the positive control is below the border value

One of the reagents (conjugate
solution or TMB solution) was not
prepared in a correct way or was not

Re-conduct ELISA, pay attention to
the correctness of the introduction
of these reagents

added
Reduced incubation times at any Incubate according to
stage instructions for use

The colour density of the wells fails to meet the obtained optical
density value

This may suggest that the optical
beam has been displaced

Check the correct operation of the
reader

14. TECHNICAL ASSISTANCE AND CUSTOMER SERVICE
In case of technical problems, you can obtain assistance by contacting the

manufacturer.
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For questions and suggestions regarding the ELISA kit contact:

Manufacturer

In vitro diagnostic medical device

Catalogue number

Date of manufacture

Use by date

Batch code

Temperature limit

Contains sufficient for <n> tests

Caution
Consult instructions for use

Keep away from sunlight

Mark of compliance with technical regulations
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Ekvitestlab LLC
Velyka Vasylkivska St. 114, Kyiv, Ukraine, 03150

Tel: 0(800)31-89-87, +38 (044)334-89-87,
e-mail: info@equitest.com.ua, www.equitest.com.ua
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ASSAY PROCEDURE SCHEME

Keep all reagents for 30 min at temperature18-25°C before use

Dispense 90 into the wells

(brown)

Add to 10 pl of controls and samples into the wells:

A1 —[CONTROL[ +], B1, C1, D1 — [CONTROL[ -],
other wells — examined samples
(change of colour from brown to blue)

Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of into all wells

(green)
Cover strips with an adhesive film, incubate for 30 min at 37°C

Rinse the wells 5 times with prepared 1:20 (1+19) washing solution TWEEN
(300 pl per well)

Add 100 pl of [SOLN[TMB] into all wells
Incubate for 30 min in the dark at 18-25°C

Add 100 pl of [SOLN[STOP] into all wells

(change of colour from blue to yellow)

Measure the optical density (OD) with an ELISA microplate reader at
450/620-695 nm

CALCULATION OF RESULTS
Nc = (Nc1 + Nc2 + Nc3)/3;

CO = Nc + 0,25;

IPsample = ODsampIe/CO

Nc - the average value of OD 3-x [CONTROL][-]
CO - Cut off

IP - sample positivity index

sample

INTERPRETATION OF RESULTS

P> 1.1 POSITIVE
09<IP_ . <11 | BORDERLINE

IP <09 NEGATIVE

sample
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