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Concentration: 10 U/pL
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Supplied with: 1 mL of 10X Buffer Tango
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RECOMMENDATIONS
1X Thermo Scientific Tango Buffer (for 100% Lwel
digestion)
33 mM Tris-acetate (pH 7.9), 10 mM magnesium acetate,
66 mM potassium acetate, 0.1 mg/mL BSA.
Incubation temperature
37°C.
Unit Definition
One unit is defined as the amount of Lwel required to
digest 1 pg of lambda DNA in 1 hour at 37°C in 50 pL of
recommended reaction buffer.
Dilution
Dilute with Dilution Buffer #B19): 10 mM Tris-HCI
(pH 7.4 at 25°C), 100 mM KCI, 1 mM EDTA, 1 mM DTT,
0.2 mg/mL BSA and 50% glycerol.

Double Digests
Tango~ Buffer provided simplifies buffer selection for
double digests. 98% of Thermo Scientific restriction
enzymes are active in a 1X or 2X concentration
of Tango Buffer. Please go to
www.thermoscientific.com/doubledigest to choose the
best buffer for your experiments.

Storage Buffer
Lwel is supplied in: 10 mM Tris-HCI (pH 7.5 at 25°C),
100 mM KCI, 0.1 mM EDTA, 1 mM DTT, 0.2 mg/mL BSA
and 50% glycerol.
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Recommended Protocol for Digestion

e Add:
nuclease-free water 16 pL
10X Buffer Tango 2 L
DNA (0.5-1 pg/ul) 1L
Lwel 0.5-2 L

e Mix gently and spin down for a few seconds.

e Incubate at 37°C for 1-2 hours.
The digestion reaction may be scaled either up or down.

Recommended Protocol for Digestion of PCR Products
Directly after Amplification
e Add:
PCR reaction mixture 10 pL (~0.1-0.5 ug of DNA)
nuclease-free water 18 pL
10X Buffer Tango 2 UL
Lwel 1-2 L

e Mix gently and spin down for a few seconds.
e [ncubate at 37°C for 1-16 hours.

Thermal Inactivation
Lwel is inactivated by incubation at 65°C for 20 min.

ENZYME PROPERTIES
Enzyme Activity in Thermo Scientific REase Buffers, %
B G 0 R Tango 2X Tango
0-20 0-20 0-20 20-50 100 20-50

Methylation Effects on Digestion
Dam: never overlaps — no effect.
Dcm: never overlaps — no effect.
CpG: may overlap — cleavage impaired.
EcoKl: never overlaps — no effect.
EcoBl: may overlap — effect not determined.

Stability during Prolonged Incubation
A minimum of 0.2 units of the enzyme is required for
complete digestion of 1 g of lambda DNA in 16 hours
at 37°C.

Number of Recognition Sites in DNA
A ®X174 pBR322 pUC57 pUC18/19 pTZ19R/U M13mp18/19

169 12 22 9 8 4 7
Note

o At least two copies of Lwel recognition site are required for
efficient cleavage.

e [ wel may remain associated with the cleaved DNA. This may
cause DNA band shifting during electrophoresis. To avoid
atypical DNA band patterns, use the 6X DNA Loading
Dye&SDS Solution (#R1151) for sample preparation or heat
the digested DNA in the presence of SDS prior to

electrophoresis.
For GERTIFICATE OF ANALYSIS see back page



CERTIFICATE OF ANALYSIS

Overdigestion Assay
No detectable change in the specific fragmentation
pattern is observed after a 160-fold overdigestion with
Lwel (10 U/pg lambda DNA x 16 hours).

Ligation and Recleavage (L/R) Assay

The ligation and recleavage assay was replaced with LO
test after validating experiments showed LO test ability to
trace nuclease and phosphatase activities with sensitivity
that is higher than L/R by a factor of 100.

Labeled Oligonucleotide (LO) Assay
No detectable degradation of single-stranded or double-
stranded labeled oligonucleotides occurred during
incubation with 10 units of Lwel for 4 hours.

Quality authorized by: %{ Jurgita Zilinskiene

PRODUCT USE LIMITATION

This product is developed, designed and sold exclusively for research purposes and
in vitro use only. The product was not tested for use in diagnostics or for drug
development, nor is it suitable for administration to humans or animals.

Please refer to www.thermoscientific.com/onebio for Material Safety Data Sheet of
the product.

© 2012 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the
property of Thermo Fisher Scientific Inc. and its subsidiaries.
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CERTIFICATE OF ANALYSIS

ER1621 Lwel (SfaNl)

Packaging Lot: 2808217

Expiry Date: 31.10.2025 (DD.MM.YYYY)
Storage: at -20+£5°C

Filling lots for components in package:

Lot Quantity  Description
2808217 0.1kU Lwel (SfaNl)
2782304 1mL 10x Buffer Tango
QUALITY CONTROL
Parameter Method Requirement | Result
Concentration One unit is defined as the amount of 10-12 U/uL | Conforms

enzyme required to digest 1 ug of lambda
DNA in 1 hour at 37 °C in 50 L of the
assay buffer.

Endo-exodeoxyribonucleases and | Incubation of single stranded and double Not detectable | Conforms
phosphatases stranded labeled oligonucleotides with
appropriate amount of enzyme for 4 hour at
37 °C in assay buffer.

Star Activity After 160-fold overdigestion (10 U/ug Not detectable | Conforms
lambda DNA for 16 hours at 37 °C in assay
buffer) with enzyme the fragmentation
pattern is analysed. No detectable changes
compared to the theoretical fragmentation
pattern are considered as absence of star
activity.

ISO CERTIFICATION
Manufactured by Thermo Fisher Scientific Baltics UAB, in compliance with ISO 9001 and ISO 13485 certified quality management system.

Quality authorized by QC: J.Zllinskiené /-

Rev. 3 Code: ZQQVEQ Page 1 of 1



applied |
bz?esystems Certificate of

Capillary Array 50cm

3500 Dx
REF
SN
Capillary Leak Test
Each array is tested to assure absence of leaks.
Leak Test ' No Leaks

Capillary Plug Test
Each array is tested to assure absence of plugged capillaries.

Plug Test No Plugged Capillaries

Fluorescence Background Test
Each array is tested to assure background fluorescence is within specification.

Fluorescence Background Test - Conforms to Specification

Capillary Mapping Test
Each array is tested to verify that capillary inlet and outlet spatial positioning correspond.

Mapping Test: Conforms to Specification

Analysis

4404684

L512JA309

2013-10-05

PASS

PASS

PASS

PASS

When used with the 3500 Dx series systems, this device meets the requirements of Directive

98/79/EC on In Vitro Diagnostic Medical Devices and complies with QSR

21CFR820.

15013485:2003 [SUNNNNN
REGISTERED 9ap %

IVD Quality Assurance Manager

‘ Life Technologies Holdings Pte Ltd, Block 33, Marsiling Industrial Estate Road 3, #07-06,

Singapore 739256 Tel: (65) 6362 9300

For more information go to www.lifetechnologies.com or email us at cofarequest@lifetech.com.

Doc P/N 4442857 Rev B
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SPECIFICATION SHEET

3500 Dx and 3500xL Dx Series

3500 Dx and 3500xL Dx

Genetic Analyzers

Flexibility for clinical research applications with the Research Use Only (RUO) Mode

Key features supporting RUO applications
e Advanced thermal system design improves temperature
control for demanding DNA fragment analysis applications

e Superior signal uniformity in fragment sizing applications from
instrument to instrument, run to run, and capillary to capillary

e Exceptional application flexibility —one array and one polymer
are used for most applications

e No consumable-based instrument hard stops, giving you
control of how much and how long consumables are utilized

3500 Dx Series system specifications for RUO applications
Applied Biosystems™ 3500 Dx and 3500xL Dx Genetic
Analyzers can perform a number of sequencing and high-
resolution fragment sizing applications for research use,
including but not limited to STR/microsatellite analysis, loss of
heterozygosity (LOH), and SNP confirmation and screening,
as well as de novo sequencing and resequencing (mutation
profiling).

A full range of applications may be run using a single polymer
(Applied Biosystems™ POP-7™ Polymer) and the 50 cm
capillary array. For even greater application versatility, Applied
Biosystems™ POP-4™ and POP-6™ Polymers and the 36 cm
capillary array are also available.

Secondary analysis software for RUO applications

™

e Applied Biosystems™ Sequencing Analysis Software with
KB™ Basecaller for sequence basecalling, editing, re-
basecalling, reporting, and printing

™ ™

e Applied Biosystems™ Variant Reporter™ Software for
mutation detection, SNP discovery, comparative sequencing,
resequencing, validation, and sequence confirmation

™

e Applied Biosystems™ SeqScape™ Software for resequencing
applications with library identification

™ ™

e Applied Biosystems™ GeneMapper™ Software for
microsatellite, LOH, SNP, and t-RFLP analyses

e Applied Biosystems™ GeneMapper™ ID-X Software for

™

analysis of human identification data using AmpF/STR™ kits

e Applied Biosystems™ MicroSEQ™ ID Analysis Software for

microbial sequence typing using MicroSEQ™ kits

Anode Buffer Container, CE-IVD 4393925
Capillary Array, 8-capillary, 36 cm, CE-IVD 4404682
Capillary Array, 24-capillary, 36 cm, CE-IVD 4404686
Capillary Array, 8-capillary, 50 cm, CE-IVD 4404684
Capillary Array, 24-capillary, 50 cm, CE-IVD 4404688
Cathode Buffer Container, CE-IVD 4408258
Conditioning Reagent, CE-IVD 4409543
POP-6 Polymer (960 samples), CE-IVD 4393711
POP-6 Polymer (384 samples), CE-IVD 4393716
POP-7 Polymer (960 samples), CE-IVD 4393713
POP-7 Polymer (384 samples), CE-IVD 4393709
POP-4 Polymer (960 samples) 4393710
POP-4 Polymer (384 samples) 4393715
Hi-Di Formamide (4 x 5 mL), CE-IVD 4404307
BigDye Terminator Sequencing Standard v1.1, CE-IVD 4462113
BigDye Terminator Sequencing Standard v3.1, CE-IVD 4404310
BigDye Terminator v3.1 Matrix Standards Kit, 3500/3500xL 4336974
BigDye Terminator vi1.1 Matrix Standards Kit, 31xx and 3500 4336824
DS-33 Matrix Standard Kit (5-dye), CE-IVD A25775

DS-33 GeneScan Install Standards, CE-IVD A25793

DS-02 Matrix Standard Kit (5-dye, E5 dye set) 4323014
DS-32 Matrix Standard Kit (4-dye) 4345831
DS-36 Matrix Standard Kit (6-dye) 4425042
GeneScan 120 LIZ Size Standard 4322362
GeneScan 500 ROX Size Standard 401734

GeneScan 600 LIZ Size Standard v2.0, CE-IVD A25794

GeneScan 1200 LIZ Size Standard 4379950

Research Use Only
(RUO) Mode

ThermoFisher
SCIENTIFIC
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Table 1. Sequencing modules for RUO applications.

Average Average Resolution 3
Run modules ?:::iargz throughput, throughput, Array separation Polymer range in Basizsggt:/lli(f:ted g\vfgoos»:/R;f
: 3500xL Dx 3500 Dx distance (cm) type >90% of . S
(minutes) samples samples
(samples/day) | (samples/day) samples
ShortReadSeg50_POP7° <380 >1,104 >368 50 POP-7 40-400 >325 >300
FastSeq50_POP7 <65 >504 >168 50 POP-7 40-600 >750 >700

BDxShortReadSeq50_POP7 >1,104 >368 50 POP-7 40-400 >325 >300

BDxFastSeq50_POP7 < >504 >168 50 POP-7 40-600 >750 >700
RapidSeq50_POP6 < >504 >168 50 POP-6 20-500 2450 2450
StdSeq50_POP6 >240 >80 50 POP-6 20-600 >700 >600
BDxFastSeq50_POP6 <90 >368 >122 50 POP-6 20-550 >600 >600
MicroSEQ ID 50_POP6 <135 >240 >80 50 POP-6 20-600 >700 =600

The specifications are reported using the BigDye Terminator v3.1 Sequencing Standard. BDx classified run modules are optimized with the 3500 Dx Series systems to obtain more usable data when
sequencing reactions are purified using the BigDye XTerminator Purification Kit.

1. Throughput (samples/day) is determined by the total number of samples that can be run in 23 hours (allows time for sample preparation, instrument maintenance, and warm-up).

2. QV20 CRL is defined as the longest uninterrupted segment of bases with an average of QV >20, calculated over a sliding window of 21 base pairs.

3. The fast ShortReadSeq module collects 300 bp in 30 minutes for operations requiring short verification of sequence content (e.g., clone QC verification).

Table 2. Fragment analysis modules for RUO applications.

Performance

JhicHobnnE Cautigiiation Sizing precision® of 100% of Multirun sizing * of 100% of
alleles in >90% of samples alleles in 290% of samples

Module name

Average run time
Average throughput,
Array length (cm)
Resolution range?
in 290% of samples
Largest fragment
collected in 290%
of samples

(minutes)

(samples/day)
(samples/day)

2
8
3

s}

% Polymer type
401-600 bp
401-600 bp

% 601-1,200 bp

s

7 60-400 >420 <0.15

z
>
pzd
>
A

jay
o
©

pd
>

FragmentAnalysis36_POP7 <30 >1,104 >368 36

FragAnalysis50_POP7 40 =840 >280 50 POP-7 40-520 >600 <0.15 <0.30 NA <1bp <2 bp NA

LongFragAnalysis50_POP7 125 2064 >88 50 POP-7 40-700 21,200 <015 <030 <045 <ibp <2bp  <3bp

SNaPshot50_POP7 30 >1,104 >376 50 POP-7 40-120 >120 <0.50 NA NA <1bp NA NA

NA = specification not applicable for this parameter.

. Throughput (samples/day) is determined by the total number of samples that can be run in 23 hours (allows time for sample preparation, instrument maintenance, and warm-up).

. Resolution range is defined as the range of bases over which the peak spacing interval divided by the peak width at half peak height is greater than 1.

. Sizing precision is the standard deviation of sizes for a given allele size across all capillaries in the same run.

. Multirun sizing is a measure of the precision of the 3500 Series across multiple runs. For example, it would be expected that a 200 bp allele across 3 runs would have an average deviation of <1 bp in
90% of all samples.

NN

ThermoFisher
Find out more at thermofisher.com/3500dx SCIENTIFIC

For Research Use Only. Not for use in diagnostic procedures. The user is responsible for any validation of assays and compliance with
any regulatory requirements that pertain to their procedures and instrument use. © 2015 Thermo Fisher Scientific Inc. Al rights reserved. All
trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. CO126826 1215
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CERTIFICATE OF ANALYSIS

A46113
Packaging Lot:
Expiry Date:
Storage:

Note:

Filling lots for components in package:

PowerTrack™ SYBR™ Green Master Mix
2812318

30.09.2025 (DD.MM.YYYY)
at -20+5°C in the dark

For Research Use Only. Not for use in diagnhostic procedures.

Lot Quantity Description
2811448 50 mL PowerTrack™ SYBR™ Green Master Mix
2803068 4x1.25mL 40X Yellow Sample Buffer
QUALITY CONTROL
Parameter Method Requirement Result
Functional Test The product is functionally tested by Average Ct for the target Pass
gPCR analysis. It must demonstrate concentration is between 20 and
functional performance using a target 23
concentration of plasmid DNA.
dNTP Concentrations | Determined by analytical method. Within range of target Pass
concentration
Mg** Concentration Determined by analytical method. Within range of target Pass
concentration
K" Concentration Determined by analytical method. Within range of target Pass
concentration
RNase Activity Determined by analytical method. No detectable activity level Pass
DNase Activity Determined by analytical method. No detectable activity level Pass
E. coli DNA Level Determined by analytical method. No detectable level Pass

ISO CERTIFICATION

Manufactured by Thermo Fisher Scientific Baltics UAB, in compliance with ISO 9001 and ISO 13485 certified quality management system.

Quality authorized by QC:

Rev. 1

J. Zllinsklene 1

Code: ZQvI FA

Page 1 of 1




appliedbiosystems QUICK REFERENCE

PowerTrack™ SYBR™ Green Master Mix

Master mix with a two-dye tracking system for real-time PCR workflows
Catalog Numbers A46012, A46109, A46110, A46111, A46112, A46113
Pub. No. MAN0018826 Rev. B.O

Note: For safety and biohazard guidelines, see the “Safety” appendix in the PowerTrack” SYBR™ Green Master Mix User Guide
(Pub. No. MAN0018825). Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves.

This Quick Reference is intended as a benchtop reference for experienced users of PowerTrack” SYBR™ Green Master Mix. For detailed
instructions, supplemental procedures, and troubleshooting, refer to the PowerTrack” SYBR™ Green Master Mix User Guide (Pub.
No. MANO018825).

Guidelines

Requirements for input DNA
Use 1-10 ng of cDNA or 10-100 ng of gDNA per reaction.

Guidelines for PCR reactions
e Four replicates of each reaction are recommended.

¢ Reaction mixes can be prepared depending upon experimental requirements. Scale the components according to the number of
reactions and include 10% overage.

¢ If using smaller reaction volumes, scale all components proportionally. Reaction volumes <10 pL are not recommended.

¢ The recommended final primer concentration for primers with a Tm of 55°C is 400 nM.

Guidelines for no-template control reactions

No-template control (NTC) reactions can be used to identify PCR contamination. NTC reactions contain all of the reaction components
except for the sample.

Methods

Set up the plate document or plate file
Configure the plate document or plate file.

See the appropriate instrument user guide for detailed instructions.
Prepare the reagents
* Thaw the master mix.
e Once the master mix is thawed, swirl it to mix thoroughly.
e Thaw the DNA samples and primers on ice, vortex to mix, then centrifuge briefly.

e Vortex the Yellow Sample Buffer prior to use.

Prepare the PCR reactions
Note: The Yellow Sample Buffer is optional for the real-time PCR.

The Yellow Sample Buffer is supplied at a 40X concentration. It is added to the DNA template. The concentration of Yellow Sample Buffer
in the final PCR must be 1X. It is recommended that the DNA template is 10-20% of the volume of the final PCR.

For Research Use Only. Not for use in diagnostic procedures. 'IS-I‘EGII‘EIII\? TF ,s,:h,ecr



(Optional) Add the Yellow Sample Buffer (40X) to the amount of DNA that is used in the PCR.

Final reaction volume

Amount of Yellow Sample Buffer

20 pL

0.5pL

10 pL

0.25 L

The Yellow Sample Buffer is diluted to 1X in the final reaction. See the following tables.

(Optional) Vortex, then centrifuge the DNA and Yellow Sample Buffer.

Combine the master mix, the primers, and nuclease-free water according to the following tables.

Combine the master mix, the primers, and nuclease-free water with the DNA and Yellow Sample Buffer according to the following

tables.

Note: If the Yellow Sample Buffer is not used, add nuclease-free water to achieve the total PCR volume.

Table 1 20-pL reaction

Volume for 1 reaction (20-

Volume for 4 reactions

Component Stock concentration Final concentration uL reaction) with 10:/eoa<::\;ie;r§)g[|ﬁ (20—pL

Yellow Sample Buffer and DNA (step 1)

DNA[2 5 ng/uL 0.5 ng/plL 2 uLB 8.8 uL

Yellow Sample Buffer 40X 1X 0.5 L 2.2 L

Master mix, primers, and nuclease-free water (step 3)

Forward and reverse 8,000 M 400 NM 1L 4.4 L

primers

Nuclease-free water — — 6.5 uL 28.6 uL

Total PCR volume - - 20 yL 88 uL

[ 10% overage is recommended for pipetting variations.

I Use 1-10ng of cDNA.
Bl Does not exceed 8.5 L.

[ The final primer concentration can vary from 300-800 nM. A final concentration of 400 nM is recommended for primers with a Tm of 55°C.

Table 2 10-pL reaction

Volume for 1 reaction (10-

Volume for 4 reactions

Component Stock concentration Final concentration L e with 10:;\;%‘?) ﬁ (10-pL
Yellow Sample Buffer and DNA (step 1)
DNARI 5 ng/uL 0.5 ng/pL 1 pLs 4.4 pL
Yellow Sample Buffer 40X 1X 0.25 yL 1.1 L
Master mix, primers, and nuclease-free water (step 3)
Forward and reverse 8,000 "M 400 NM 05 L 22 4L
primers
Nuclease-free water — — 3.25 uL 14.3 pL
Total PCR volume — — 10 yL 44 uL

(11 10% overage is recommended for pipetting variations.
[

2 Use 1-10ng of cDNA.
BI' Does not exceed 4.25 L.

[ The final primer concentration can vary from 300-800 nM. A final concentration of 400 nM is recommended for primers with a Tm of 55°C.

IMPORTANT! The reaction turns green due to the Yellow Sample Buffer added to the DNA and the inert blue dye in the master mix.

PowerTrack™ SYBR" Green Master Mix Quick Reference




Mix the components thoroughly, then centrifuge briefly to collect the contents at the bottom of the tube.

Transfer the appropriate volume of each reaction to each well of an optical plate.

Seal the plate with an optical adhesive cover, then centrifuge briefly to collect the contents at the bottom of each well and eliminate

any air bubbles.

PCR can be performed on the reaction plate up to 8 hours after completing the set-up, when stored at room temperature protected from

light.

Set up and run the real-time PCR instrument

1. Set up the thermal protocol according to one of the following tables.
Note: Standard cycling conditions are recommended for genomic DNA templates or long amplicons.
Table 3 Fast cycling mode
Step Temperature Duration Cycles
Enzyme activation 95°C 2 minutes 1
Denature 95°C 5 seconds
Anneal/extend 60°C 30 seconds “
Table 4 Standard cycling mode
Step Temperature Duration Cycles
Enzyme activation 95°C 2 minutes 1
Denature 95°C 15 seconds
Anneal/extend 60°C 60 seconds “
2. Set the instrument to perform a default dissociation step, according to one of the following tables.
Table 5 Fast cycling mode
Step Ramp ratel'! Temperature Time
1 1.99°C/second 95°C 15 seconds
2 1.77°C/second 60°C 1 minute
3 (Dissociation) 0.075°C/second 95°C 15 seconds
[l Use the default ramp rate for the StepOnePlus™ Instrument.
Table 6 Standard cycling mode
Step Ramp ratel'l Temperature Time
1 1.6°C/second 95°C 15 seconds
2 1.6°C/second 60°C 1 minute
3 (Dissociation) 0.075°C/second 95°C 15 seconds
(11 Use the default ramp rate for the StepOnePlus™ Instrument.
Note: A dissociation step must be performed immediately after the real-time PCR run with PowerTrack™ SYBR™ Green Master Mix.
3. Set up the options.

e Experiment type: Standard curve
e Reagent: SYBR™ Green reagents
e Reporter: SYBR" Green

* Quencher: None

e Passive reference dye: ROX" dye
¢ Ramp speed: Standard or fast

 Melt curve ramp increment (all instruments, except StepOnePlus™ instrument): Continuous

PowerTrack™ SYBR™ Green Master Mix Quick Reference



4. Set the reaction volume appropriate for the reaction plate.

5. Load the reaction plate into the real-time PCR instrument.

(StepOnePlus™ only): Step and hold

6. Start the run.

Analyze the results

1.

2.

View the amplification plots.

Determine the baseline and threshold cycles (C) for the amplification curves using the instrument software.

Check for nonspecific amplification using melt curves.

Perform relative or absolute quantitation.

Option

Description

Relative quantitation The target is compared to an internal standard, using either the standard curve or comparative G, method.

Absolute quantitation The Cg of the unknown samples is compared against a standard curve with known copy numbers.

Thermo Fisher Scientific Baltics UAB | V.A. Graiciuno 8, LT-02241 | Vilnius, Lithuania
For descriptions of symbols on product labels or product documents, go to thermofisher.com/symbols-definition.

The information in this guide is subject to change without notice.

DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, THERMO FISHER SCIENTIFIC INC. AND/OR ITS AFFILIATE(S) WILL NOT BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT,
PUNITIVE, MULTIPLE, OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT.

Revision history: Pub. No. MANOO18826

Revision Date

Description
B.O 29 July 2022 The volumes for preparing the PCR reactions were corrected (Table 1 on page 2 and
Table 2 on page 2).
A.0 30 January 2020 New document.

Important Licensing Information: This product may be covered by one or more Limited Use Label Licenses. By use of this product, you accept the terms and conditions of all
applicable Limited Use Label Licenses.

©2022 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified.

thermofisher.com/support | thermofisher.com/askaquestion

thermofisher.com

29 July 2022

ThermoFisher
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PRODUCT BULLETIN

Powerlrack SYBR Green

Master Mix

PowerTrack SYBR Green Master Mix

Easy-to-use and flexible gene expression

master mix for real-time PCR

™

Applied Biosystems™ PowerTrack™ SYBR Green Master Mix
is a preformulated, optimized, universal 2X master mix for
real-time PCR. Building on over 25 years of innovation and
product excellence in gPCR, our PowerTrack SYBR Green
Master Mix is designed for superior performance and ease
of use with a two-color tracking dye system for the most
common real-time PCR applications.

Features include:
e Built-in two-color tracking dye system where pipetting
has occurred

e Broad primer T_ and primer concentration compatibility
allows flexibility in gPCR reaction setup with
minimal optimization

e Superior specificity and tight reproducibility in C, values
over a broad dynamic range improve data quality

™

e Compatible with Invitrogen™ SuperScript
IV VILO™ Master Mix reverse transcription for fast,
reproducible results

e Formulated with UNG and dUTP to prevent
contamination of downstream reactions by carryover
PCR products

e Broad instrument compatibility

Built-in visual indicator to aid in reaction setup
PowerTrack SYBR Green Master Mix is designed to provide
ease in visualization of sample addition to the master mix.
The master mix contains an inert blue dye and a separate,
optional yellow sample buffer. The yellow sample buffer is
added separately to indicate that sample has been added
to the reaction, based on a visual color change of the
reaction mix from blue to green. The benefit of using the
tracking dye is to provide convenience via visualization

of the color change chemistry and avoid errors that can
occur due to pipetting mistakes. The yellow sample buffer
is provided to aid in reaction setup for your own peace

of mind but is not required to obtain superior results with
PowerTrack SYBR Green Master Mix.

Formulated for maximum specificity

and reproducibility

PowerTrack SYBR Green Master Mix uses an
antibody-mediated hot-start mechanism to provide tight
control over Tag enzyme activation and help prevent early
activity of the polymerase at low temperatures that can
lead to nonspecific amplification.

ThermoFisher
SCIENTIFIC



High specificity by multiple peaks in the melt curves (Figure 1). Verification
In an evaluation of 24 different primer sets used with of primer specificity in SYBR Green reactions is essential to
PowerTrack SYBR Green Master Mix, a single melt curve data quality and validity [1]. The high specificity enabled by
was obtained in 100% of reactions. In contrast, nonspecific ~ PowerTrack SYBR Green Master Mix allows you to spend

amplification was observed for some of the same targets less time optimizing and redesigning primers to get high-
with several master mixes from other suppliers, as shown quality data.
PowerTrack SYBR Green Master Mix QuantiNova SYBR Green PCR Kit QuantiFast SYBR Green PCR Kit SsoAdvanced Universal SYBR
(Thermo Fisher Scientific) (Qiagen) (Qiagen) Green Supermix (Bio-Rad)

PGK1

ARLT

SNF8

TB Green Premix Ex Taq |l reagent KAPA SYBR FAST gPCR Kit SensiFAST SYBR Lo-ROX Kit PerfeCTa SYBR Green FastMix Low ROX GoTag qPCR Master Mix
(Takara) (Roche) (Bioline) Reaction Mix (Quantabio) (Promega)

PGK1

ARL1

SNF8

Figure 1. Target specificity. Real-time PCR was performed using universal human reference (UHR) cDNA and primers targeting PGK1 (phosphoglycerate
kinase 1), ARLT (ADP-ribosylation factor-like protein 1), and SNF8 (vacuolar-sorting protein). Reactions (10 pL) were run in quadruplicate using the indicated
master mixes on the Applied Biosystems™ QuantStudio™ 5 Real-Time PCR System. Several master mixes from other suppliers show a second peak in the

melt curve analysis attributed to amplification of nonspecific product.



PowerTrack SYBR Green Master Mix powers through
traditionally difficult targets

Amplification curves were obtained for PGKT over a 6-log
dilution series of UHR cDNA. PowerTrack SYBR Green
Master Mix delivers accurate results over a wide dynamic
range of concentrations as shown by tight curves between
replicates and superior PCR efficiency (Figure 2).*

ARN (Log)

Figure 2. Linear dynamic range. PowerTrack SYBR Green Master
Mix enables reliable results across a range of cDNA concentrations.

Amplification curves were obtained for PGK7 over a dilution series (10 ng to

100 fg and no template control (NTC)) of UHR cDNA. Reactions were run in
quadruplicate on the QuantStudio 5 Real-Time PCR System using 60°C as
the annealing T_ for primers.

Excellent reproducibility

Reproducibility is another important measure of data
quality in real-time PCR, and reproducibility is often
affected at low template concentrations, where the effects
of variability are exacerbated. However, PowerTrack SYBR
Green Master Mix demonstrated excellent reproducibility
over a wide dynamic range with a variety of targets and
reverse transcription (RT) kits tested (Figure 3). Tighter
reproducibility allows for greater statistical significance
when analyzing low-abundance transcripts and smaller
fold changes.
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Figure 3. Reproducibility of data. PowerTrack SYBR Green Master Mix
shows reproducibility over a wide dynamic range. Six assays (PGK1, ARL1,
SNF8, DF, GAPDH, and Corf1 19) were run in quadruplicate with UHR
cDNA generated from four different RT kits (SuperScript IV VILO Master
Mix, Applied Biosystems™ High-Capacity RNA-to-cDNA Kit, iScript™ cDNA
Synthesis Kit, and QuantiTect™ RT Kit) run with a 6-fold dilution series and
400 nM primer concentration. Assays were performed on the QuantStudio
5 Real-Time PCR System.

* Besides the master mix, other assay conditions and reagent concentrations may affect dynamic range; individual results may vary.
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Broad instrument compatibility

PowerTrack SYBR Green Master Mix can be used in either
standard or fast cycling mode and is compatible with all
Applied Biosystems™ real-time PCR instruments. It is also
compatible with the Bio-Rad CFX96™, CFX384™, and iQ"5
instruments, as well as the Roche LightCycler™ 480 and
Agilent Mx3005P™ instruments.

Why ROX dye matters

ROX™ dye is an inert reference dye used in RT-gPCR,

often added to a master mix. It is effective in normalizing
fluorescence across all samples. ROX dye removes
fluorescence variations, such as those caused by bubbles
in the reactions. Applied Biosystems™ master mixes contain
a proprietary ROX dye, specifically formulated for a wide
range of PCR instruments and for compatibility with a wide
range of differing instrument light sources and filter sets.
Most other manufacturers use a ROX dye that contains

Ordering information

only a single excitation peak. These manufacturers may
require a ROX dye to be spiked into the reaction at a
concentration appropriate to the instrument. Alternatively,
they may require selection of either a “low ROX” or “high
ROX” master mix, depending on the concentration.

Heat-labile UNG for carryover contamination control
Contamination is a major concern in labs that routinely

run PCR due to the potential for false-positive results.

The inclusion of UNG and dUTP in the PowerTrack SYBR
Green Master Mix allows any previously amplified PCR
products to be degraded and helps prevent contamination
of subsequent gPCR reactions.

Reference
1. Bustin SA, Benes V, Garson JA et al. (2009) The MIQE guidelines: minimum information
for publication of quantitative real-time PCR experiments. Clin Chem 55:611-622.

Product Quantity (oF: 1 \' [}
PowerTrack SYBR Green Master Mix, Mini Pack (1 mL) 100 reactions A46012
PowerTrack SYBR Green Master Mix, 1-Pack (1 x 5 mL) 500 reactions A46109
PowerTrack SYBR Green Master Mix, 2-Pack (2 x 5 mL) 1,000 reactions A46110
PowerTrack SYBR Green Master Mix, 5-Pack (5 x 5 mL) 2,500 reactions A46111
PowerTrack SYBR Green Master Mix, 10-Pack (10 x 5 mL) 5,000 reactions A46112
PowerTrack SYBR Green Master Mix, Bulk Pack (1 x 50 mL) 5,000 reactions A46113
ThermoFisher

Find out more at thermofisher.com/sybr

SCIENTIFIC

For Research Use Only. Not for use in diagnostic procedures. © 2020 Thermo Fisher Scientific Inc. All rights reserved. All trademarks
are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. CFX96, CFX384, iQ, SsoAdvanced, and
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Quantabio. GoTaq is a trademark of Promega Corporation. QuantiNova, QuantiFast, and QuantiTect are trademarks of Qiagen. Mx3005P is
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HABOP PEATEHTOB

A-8756
anbgpa-®HO-UPA-BECT

Habop peareHToB
ANst UMMYHOEPMEHTHOIO onpeerneHunst KOHLEHTpaLMmK dakTopa Hekpo3a
onyxonen-anbga B CbIBOPOTKE KPOBU

MHCTPYKUWNA MO NPUMEHEHWNIO
YmeepxdeHa 13.06.2017.

1. HASHAYEHUE

1.1. Habop pearenTtoB g mMMyHO(GEPMEHTHOTO OIIpeIesIeHHs KOHIIEHTpAIuyu (akTopa HEeKpo3a OIIyXO-
Jer-anabda B ceiBopoTke KpoBu «aabga-OHO-UDOA-BECT» (manee 1mo Texkcry — Habop) IIpeaHA3HAYEH IS OIIpejie-
JIeHUs KOHIleHTparuu ¢axropa Hekposa oiyxosei-anbda (anbda-OHO) B cEHIBOPOTKE KPOBH YeJIOBEKA METOIOM
TBep0da3HOTO UMMYHOPEPMEHTHOTO aHAIN3A.

1.2. @axrop Hekpoaa omyxosei-airbda (anbha-OHO) sapiisseTcss MPoOBOCHIAIATEIBHBIM [TUTOKMHOM W CTHMYJIH-
pyer B gpyrux kJjerkax mnpoaykmuo WJI-1 mw WJI-6, anreswio, MHOYKIIWIO aIoITo3a, AHTUTEJIO00pa30BaHME
B-riteTkamu, IpOOyKIMIO KOJOHMEOOPA3YIOIINX (PAKTOPOB SHIOTEIMAJIBHBIMU KJIeTKaMu U uOpobiacTamMu, KOTo-
pBIe YYACTBYIOT B IIPOIeCCe aHTHOreHeaa, 00J1a1aeT O0IUM [IUTOTOKCHYECKHUM JeMCTBHIEM.

1.3. KosmmuecteenHoe onpenenenne cogep:xannd aabda-OHO B cIBOpoTKE KPOBU MOKET OBITH MCIOJIB30BAHO
U1l TUATHOCTUKYW W MOHHTOPHHIA TEPAINU PANA 3a00J€eBAHUI, B TOM UYMCJIE TAKKX 3a00JeBAHUM KaK OaKTepH-
aJIbHASA ITHeBMOHMS, MeIIaTUTHI, CEIICHUC, IIapa3UuTaPHEIE.

1.4. Habop paccumTan Ha IpoBedeHNe aHAIN3a B Ay0Jiax 41 HEM3BECTHOro, 6 KaJIuOPOBOYHBIX 00Pa3IoB, 1
KOHTPOJILHOr0 00pasiia, Bcero 96 ompeaesIeHuil IIPU UCIIOIB30BAHNN BCeX CTPUIIOB ILIAHIIETA.

2. XAPAKTEPUCTUKA HABOPA
2.1. Ilpunnun meroga

Meton ompesesieHMsI OCHOBAH Ha «COHIBUY»- BAPUAHTE TBEPA0da3HOT0 MMMYHO(QEPMEHTHOr0 aHAJIH3a C
IpUMeHeHNeM MOHO- ¥ MOJTUKJIOHAJIBHBIX aHTUTe K aibda-OHO.

Ha mepBoit cramuu aHaimmaa uccieayeMble U KOHTPOJILHBIE 00pasiibl MHKYOUPYIOT B JIYHKAX ¢ MMMOOMJINSO-
BAHHBIME MOHOKJIOHAJILHBEIMHU aHTHTesamMu. Vmeromumiica B obpasmax anbpa-OHO cesspiBaeTcss ¢ MMMOOMIIN30-
BaHHBIME aHTuTedavu. CsasaBmmiica aiabpa-OHO ma BTOpo# cragwmm B3amMOOENCTBYeT HPHU HMHKYOAIIMU C
kombioratoM Nel (mmosmkjoHabHBIE aHTHUTe a K anbda-OHO dgesoserxa ¢ dmorunom). Ha Tperbeit cramum cBs-
3aBrIniica KoHborar Nel B3amMOOEMCTBYeT IIPU HMHKYOAIMKM ¢ KOHBIOraToM No2 (CTperTaBHIUH C IEePOKCHIA30M
XpeHa).

KosmuecTBo cBsizaBmerocs xombiorata No2 OMpemesisiioT IIBETHOM peakIluell ¢ WCITOJIb30BaHHMEM cybcTpara
MMEPOKCUIA3BI XPEeHA — IIePEKHCH BOIOpOJa M XPOMOTeHa — TeTpaMeTHJIOeH3WauHa. VIHTeHCHMBHOCTB 3KeJITOTOo
OKpalllMBaHNS IIPOIOPIIMOHAIBHA KOHIIEHTPAIIUH coflepsxalerocs B oopasiie anbdpa-OHO.

TTocte naMepeHMs ONTUYECKOM IIOTHOCTH PACTBOPA B JIyHKAX Ha OCHOBAHWM KaJIMOPOBOYHOrO rpadura pac-
cunTbiBaeTca KoHIleHTparud anbda-OHO B amanmusupyeMuix oopasmax.

2.2. Cocras HaGopa
B cocras mabopa Bxomar:

— mraHner pa3bopHsi (12 BOCBMUJIYHOYHBIX CTPHUIIOB) C MMMOOMIN30BAHHBIMI HA BHYTPEHHEH ITOBEPXHOCTH MOHOKJIOHAJIb-
HBIMHU aHTHTeaIaMu K aiabda-OHO, roToBeri 11 MCII0Ib30BAHU — 1 IIIT.;

— KaJnOpOBOYHEBIE 00pPA3IILI, COMepsKaIe N3BeCcTHRIe KomndecTBa anbda-OHO — 0; 5; 15; 40; 100; 250 mr/mit; aTTecTOBAHHBIE
oraocutesibHO WHO International Standard TUMOUR NECROSIS FACTOR ALPHA NIBSC code: 88/786; koHIleHTpaIinm
anbpda-OHO B KammOpoBOUHBIX 00pas3iiax MOTYT HECKOJIBKO OTJIMYATHCS OT YKA3AaHHBIX BEJIMUWH, TOYHBIE BEJIMUYMHBI YKAa-
3aHBI HA 3THKETKAX (DJIAKOHOB, JINOPUIN3UPOBAHHEIE — 6 (DJIAKOHOB;

— KOHTPOJIBHBIN o0paser] HA OCHOBe WHAKTHBHPOBAHHON CHIBOPOTKH KPOBH YeJOBEKA C M3BECTHBIM COJIEeP:KAHUEM AJIb-
da-®HO, arrecroBamusnii orHocuTeabHo WHO International Standard TUMOUR NECROSIS FACTOR ALPHA NIBSC
code: 88/786; nnouausupoBauHbIi — 1 QIaKoH;

— xoubiorar Nol (OMOTHHUIMpPOBAHHBIE MTOJUKJIOHAIbHBIE aHTHTENA K aibda-OHO), roroBeiit s ucnonb3oBanus — 1 duia-
xoH (13 mu1);

— kombioraT Ne2 (cTpenrTaBHAWH-IIEPOKCHIA3a XPEHA), TOTOBBIM JJIS MCIIOJIL30BaHUA — 1 urakon (13 mi);

— pAacTBOP /I BOCCTAHOBJIEHUS KAJTUOPOBOYHBIX M KOHT-PosIbHOr0 06pasios (PBO) — 1 dnarown (7,0 mu);

— pacrBop 1A passeaenusa oopasios (PPO) — 1 dpaaxon (13 mu);

— KoHIleHTpaT ochaTHo-cosreBoro 0ydepnoro pacreopa ¢ TBurHoM (DCB-TX25) — 2 dutakona (o 28 mu);

— pactBop TeTpameruoeH3uuHA woc (pactsop TMB mutioc), roToBsIiM o1 rcmosib3oBauust — 1 paxow (13 mur);

— CTOII-peareHT, FOTOBBIM [JIs MCIIOJIb30BaHuA — 1 dpuraxon (12 mur).

ITpunagnexuoCcTH:

— IUTeHKA JJIs 3aKJIEMBAHUS IUIAHIIEeTa — 3 IIIT.;

— Tpadaper a1 IIOCTPOeHU KaIMOPOBOYHOI0 rpadura — 1 1miT.;

— BaHHOYKA JJIs peareHTa — 4 IIT.;



— HaAKOHEYHWKH JJIg no3aropa Ha 2-200 My — 32 mrT.

3. AHAJIMTUYECKUE XAPAKTEPUCTUKU

3.1. Cuenucmunocts. He oOHapyseHO MepeKpecTHON peaKIuM HCIIOJIb3yeMBIX B HabOOpe aHTUTeJ K aJib-
da-O®HO co ciaepyomumu muroknuamvu: WJI-16era, UJI-2, WUJI-4, UJI-6, UJI-8, WUJI-10, NJI-18, ramma-THO,
anbha-MHO.

3.2.* Bocpoussogumocts. Koadduiiment Bapualium pesyabTaToB OIpeesieHus KoHIleHTpauu ajabda-OHO
B JIYHKAX, COJIePIKaINX KOHTPOJIBHBIN 00pasel], He mpeBbimaer 8%.

3.3.* Jlunetirocts. JlaHHBIM aHAJIMTUYECKHH IIapaMeTp IPOBEPseTCs TECTOM HA «JIMHEIMHOCTLY — OTKJIOHEHHEe OT
pAacUeTHOM BeJIMYMHBI KoHIeHTpaimu anbga-OHO mpu passemeHnn xkaandpoBoYHBIX 00pasLos, comepsxammx 250; 100;
40 or/mi, B 2 pasa ¥ KaauOpOBOYHOI0 00pasiia, comepsxaiiero 15 nr/mir, B 3 pasa. IlporenT «IMHeAHOCTH» coCTaBIIsSgeT
90-110%.

3.4.* Tourocth. JlaHHBIN aHATUTUYECKUH HapaMeTp IIPOBEPSETCS TECTOM Ha «OTKPBITHUE» — COOTBETCTBUE M3-
MepeHHOM KoHIleHTparmu anbda-OHO mnpenmmcamuoit B 06pasiie, MOJyYEHHOM IIyTEM CMEIIWBAHWSA PABHBIX
00BEMOB KOHTPOJILHOTO 00pasiia um KaJaubpoBouHoro obOpasma 15 mr/mi. IlpolieHT «OTKPBITHAS» COCTABJISET
90-110%.

3.5.* UyscTBHTEIbHOCTD. MUHMMAIBHO OoIpenenseMas KoHeHTpanma aabga-OHO, paccunTansas Ha 0CHOBAHUN
CpeIHero apu(pMeTHMIeCKOro SHAYSHNSI M3 JeCSITH N3MEPEHMIN OIITHYECKOM IIJIOTHOCTH KaJmOpoBouHoro oopasma Bo (0
or/vut) wioc 20 (0 — cpeaHee KBAOPaTUYHOE OTKJIOHEHME OT CPEIHEro aprgMeTHUYeCKOro 3HAUeHNs), He IpeBbimaer 1,0
/MU

3.6. Kimmamueckas nposepka. KormenTparipio anbga-OHO mamepsim B CBIBOPOTKE KPOBH, B3ATON y 185 3M0pOBBIX
MYsKYMH U sKeHIIuH B Boapacte 20—50 jrer. Yposens anbga-OHO He mpesbiiat 6 mr/mir.

3.7. PexomeHnayercs B KaskIoM JIaOOPATOPHUH IIPH HCIIOJIHL30BAHUN HAOOPA YTOYHUTH 3HAYEHHUS KOHIIEHTPAIINI
anbdpa-OHO, cooTBeTCTBYIOIIIE HOPMAJILHEIM Y 00CI€IyeMOro KOHTHHICHTA JIIOIeH.

4. MEPbI MPEOOCTOPOXHOCTHU

4.1. TloTeHnnuaJbHBIN PUCK ITpuMeHeHUsT Habopa — kiaace 20 (mpuka3 M3 PO ot 06.06.2012 No4m).

4.2. Bce xommoHeHTH Habopa SIBJISOTCSA HeTOKCHYHBIMU. CToIl-peareHT obJiagaer pasapaskaoluM JIeHCTBHY-
eM. M3berath pasbphIsSTUBAHUS U IIONAJAHUS HA KOKY W CJIM3UCTHIE. B caydae rmomajgaHus CTOII-peareHTa Ha KO-
SKY ¥ CJIM3UCTHIE HEOOXOIUMO ITPOMBITE ITOPAKEHHBIN YUACTOK OOJIBIITUM KOJHMYECTBOM IIPOTOYHOM BOIHI.

4.3. IIpu pabore ¢ mccaeayeMbIMA 00PA3IIAMH CJIeIyeT COOII0IATE MEPHI IIPEIOCTOPOKHOCTH, IIPUHSITEHIE TIPH Pa-
0oTe ¢ MOTEHITMAJIBHO MHQEKITMOHHEIM MaTtepuasioM. OCHOBHBIE mpaBuiIa paboTel uaIoskeHbl B «HCTpyKITMM 110 Me-
paM IPOQUIAKTHKYN PACIIPOCTPAHEHNS MHMEKITNOHHBIX 3a00JIeBAHUN IPU PaboTe B KIIMHUKO-IMATHOCTHYECKHX JI1a00-
paTopuax JIeueOHO-IIPOPUIAKTHIECCKIX yUpeskaeHiy, yreepaxaeaHor Muusapasom CCCP 17 sasaps 1991 r.

M B MeTomnJYecKux ykrasaumsax MY 287-113 «Meroguyeckue ykazaHUA II0 Ae3UH(EKIIUN, IPeCTePIIN3aIMOHHON
OYMCTKE W CTEPUJIN3AIINHI U3JeJIMI MEIATIMHCKOT0 HA3HAYCHUS», YTB. JIeapTaMeHTOM roccaHamuaaansopa Muusapa-
Ba PO or 30.12.1998.

4.4. Tlpu pabore ¢ mabopoM cledayeT HaIeBaTh OJHOPA30BHIE PE3WHOBBLIE WM ILIACTUKOBBIE ITEPUATKHU, TAK
Kak 00pasilbl CEIBOPOTKH KPOBH UYeJIOBEKA CJeAyeT PacCMAaTPUBATH KAK IOTEHIIMATBLHO WHQUIIMPOBAHHBIE, CIIO-
COOHBIE IJINTEIbHOE BPeMs COXPAaHATL U mepeaasath BUY, Bupyce rematuTa win Bo3OyquTeael IpyTux WH@e K-
1.

4.5. Xumnueckas 1mocymga U 000pyIoBaHue, KOTOPhIE HUCIIOJIb3YIOTCA B paboTe ¢ HabopoM, JOJKHBI OBITH COOT-
BETCTBYIOIIUM 00pa30M IIPOMAPKUPOBAHBI M XPAHUTHCS OTIEILHO.

4.6. 3amperaercs IIpueM IIUIIH, WUCIO0JIH30BAHNEe KOCMETUYECKHUX CPEJCTB M KypeHWe B MOMEINeHUAX, Ipe/l-
HA3HAYEHHBIX IJIs paboTel ¢ HabopaMu.

4.7. Insa meswH@EKIINY TOCYAEl M MATEPHAJIOB, KOHTAKTHPOBABIIUX C WCCIEIYEMBIMA W KOHTPOJIBLHBIMU 00-
pasIaMu, peKoMeHIyeM KCIIOIb30BaTh Je3NHMUIIMPYIOIINE CPEICTBA, He OKA3BIBAIINE HEraTHBHOTO BO3IEHCTBUS
Ha KauecTBo VIDA, He comepikaliive akTUBHBIM KHUCJIOPOJ W XJI0P, HATIPUMeEDP, KOMOMHUPOBAHHBIE CPEJICTBA HA OCHO-
Be YAC, crimpTOB, TPETHYHBIX aMUHOB. VcIosib3oBaHme JTe3MHMUITUPYIOIINX CPEICTB, COIEPIKAIINX aKTUBHBIM KIUC-
sopox u xyop (H202, meoxsiop, X1opamMuH), IIPUBOIUT K CEPHE3HOMY MCKAMKEHUIO Pe3yJIbTATOB.

4.8. Tlpu ucmosb3oBaHMK Habopa obpasymoTess oTxoxbl KjaaccoB A, B u I, xoropsie rimaccuduimpyores u
yHuYTOkRaoTCa (yrumaupyiores) B coorBerctBum ¢ CamlluH 2.1.7.2790-10 «CanuTapHO-3IHIEMHUOJIOTHIECKIE
TpeCOoBaHMA K 00pAIleHNI0 ¢ MeIUIIMHCKUME oTxomamMm» u MY 287-113 «MeTonnueckne yKasaHus 110 Je3WHQEK-
IIUH, TPeACTePIIN3AIMONHON OUNCTKE 1 CTEPUIN3AINN U3Ae NI MeTUIIUNHCKOTO HAa3HAUSHUS).

5. O6OPYOOBAHUE U MATEPUAIbI, HEOBXOOUMBIE NMPU PABOTE C HABOPOM

— CHeKTPodOTOMETP BEPTUKAJIBHOIO CKAHUPOBAHMS, IO3BOJISIOIINUN IPOBOAUTE U3MEPEHUsA OITUYECKON IIJIOTHOCTH PAaCTBOPOB
B JIYHKAX IIJTAHIIIETA B JIBYXBOJIHOBOM pPEKHMeE: ITPU OCHOBHOM JJIMHE BOJIHEI 450 HM ¥ JJTMHE BOJIHBI CPABHEHUS B JUarma-
30He 620—655 HM; JOITyCKaeTcs U3MepeHue IIpU JJInHe BoJHbBI 450 HM;

— IIefiKep TePMOCTATHPYEMBIM OpPOUTAJIBHOIO THUIIA, ITO3BOJISIOIINN TPOU3BOIKUTE BCTPSAXMBAaHMeE Ipu TemiepaTtype 37+1°C u
600—-800 06/muH;

— TMIPOMBIBOYHOE YCTPOMCTBO JIJIS TIJIAHIIIETOB;

— TaiiMep;

—  XOJIOJUJIbHUK OBITOBOM;

— I03aTOpPHI MOJIyaBTOMATHYECKUE OJHOKAHAJIPHEIE C TIePeMeHHBIM WU (PUKCHPOBAHHBIM 00BEMOM CO CMEHHBIMH HAKOHEYHU-



KaMH, ITI03BOJISIOIINE OTONPAThL 00bEeMBI JKHUAKOCTH OT 5 10 5000 MKJT;

— 03aTOp IT0JIyaBTOMATHYECKUM MHOTOKAHAJIBHBIA CO CMEHHBIMU HAKOHEYHUKAMH, [IO3BOJISIONIANN 0TOMPATD 00BEeMBI SKUIKO-
creit ot 5 10 350 MKJT;

— IMJIUHAP MepHBIH BMecTuMocThio 1000 mut;

— BOJA OUCTHJLIIMPOBAHHAS,

— IIePYATKY MEeIUIMHCKHE TUATHOCTIYECKHE OJHOPA3OBEIE;

— Oymara ¢puabpTpoBaJIbHAs JIabopaTopHas;

— Ie3WHQUIIUPYIOIIUA PACTBOD.

6. AHAIIMUBNPYEMbIE OEPA3LIbI

6.1. ;g mpoBeeHUST aHAaIM3a UCIO0JIb30BATh CHIBOPOTKY KPOBH.

6.2. [{ns mpoBeeHUs aHAJIN3a He CJIeJyeT UCIOJIb30BATh TeMOJIM30BAHHYI0, MYTHYIO CBIBOPOTKY KPOBH.

6.3. Jlos mpoBeneHusa amaim3a BO3MOKHO HCIIOJIB30BaHUE 00PA3IIOB CHIBOPOTKH KPOBU KAaK CBEIKEIIPUTOTOB-
JIEHHBIX, TAK ¥ XPAHUBIIUXCA IIpH Temiepatype muayc 20°C (1 Hmke) He Oosiee 3 MeCsIleB WX 10 12 MecsIleB mpu
temneparype He Boimre Munyc 40°C. IloBTopHOE pasMopaskuBaHue U 3aMOPAKUBAHNE 00PA3IIOB CHIBOPOTKY KPOBU He
nmoryckaercs. [locse pasmopaskuBaHus 00pa3IIhI CJIeAyeT TIATEIBHO ITePeMeIIaTh.

6.4. OGpasIibl CHIBOPOTOK KPOBH, COAEPIKAIE OCAJOK, HEOOXOIMMO OYHUCTUTH IEHTPUMYTHUPOBAHUEM IIPH
3000 o6/mMuH B Teuenue 10—15 mun mpu Temmeparype ot 18 mgo 25°C.

7. 1OArOTOBKA KOMMOHEHTOB Ansd AHANU3A
7.1. [lepen mpoBefeHneM aHaJIM3a KOMIIOHEHTEI HAbOpa W HWccieayeMbie 00pasilbl CBIBOPOTOK KPOBH CJIEIYyeT
BBIIEp:KAaTh Ipu TeMmirepaTrype ot 18 mo 25°C B Teuenne BpeMeHu He MeHee 30 MUH.

7.2. llogroroska nyiaHmera
BekpriTe maker BEINIE 3aMKa, YCTAHOBUTH HA PaMKy HeoOXOUMMOE IJIs IPOBEIEHHsS AHAJIM3A KOJIMYECTBO
crpunoB. Ocrasiirecs HEUCIIOJIb30BAHHBIMY CTPUIILI HEMEIJIEHHO IIOMECTUTh BHOBEL B IIAKET C OCYIIUTEJIEeM, yOa-
JINTH U3 HEro BO3AyX M IIJIOTHO 3aKPHIThL 3aMOK.
Xpanernue: npu memnepamype om 2 0o 8°C 6 meuenue 8ce2o cpoka 200HOCmu Habopa.

7.3. [IpurororjieHne MPOMBIBOYHOTO PACTBOPA
Brectu B MepHBIN IUIMHAP HEOOXOAUMOE KOJIMYECTBO KOHIIEHTPaTa (hocdaTHO-COIeBOro 0ydepHoro pacreopa ¢
tBuHOM (DCB-TX25) 1 106aBUTH COOTBETCTBYIOIIEE KOJIMIECTBO JUCTHILIINPOBAHHOMN BOIBIL.
ITpu BeITageHMM OcajiKa CoJiell B KOHIIEHTpaTe HeoOX0IuMO IporpeTh ero mpu temieparype ot 30 mo 40°C oo
IIOJTHOTO PACTBOPEHUS 0CATKA.
B rabaume nmpusenen pacxo peareHTOB B 3aBUCHMOCTH OT KOJIMYECTBA HCITOJIb3YEeMBIX CTPHUITOB.
Xparnernue: npu memnepamype om 2 0o 8°C He 6osiee 5 cymok.

7.4. I[IpuroroBiieHne KaJnOpPOBOYHBIX O0OPA3IMOB 1 KOHTPOJIHLHOIO 00pasma
B ramaprit dyrakoH ¢ KaIMOPOBOUHBIME 00pas3IiaMy U KOHTPOJIBHBIM 00pasiiom BHecTy 1o 0,7 MJI pacTBopa IJis
BOCCTAHOBJIEHUST KAJUOPOBOYHBIX M KOHTPOJIBHOTO 00pasios (PBO). Beigepsxars mpu Temmepatype ot 18 mo 25°C B
teuerue 10 muu. TiarebHO mepemMenIaTsb, n3beras 00pa3oBaHU IIEHEL.
Xparerue: 6 niomHo 3axpvimovix gaaronax npu memnepamype munyc 20°C u nusice — 8 meuenue 8ce20 CPOKQ
200Hocmu Habopa. Jonyckaemes wecmukpamHoe 3aMOPaXCuearue u pasmopaxcusarue obpasuos. Ilocne pazmopa-
HCUBAHUA 0OPASUBL MULAMETILHO NepemeuLams, usbeaas 00pPA308aHUSL NEHbL.

7.5. Ilogroroska xousorara Nel
Konwvioeam Nel eomos K ucnosib308aHUI0.
Heobxommmoe kommdectBo KoHbiorata Nel oro0paTh B YMCTHIM (PJIAKOH MJIM B BAHHOYKY JIJISI peareHTA.
Ocrasmmiica mocne nposegeransa MDA xorsoorat Nel yrunusuposats (He ciuéamb 60 (HJiaKOH C UCX00-
HbLM KOHBI02amoMm).
B Tabnuie npuseneH pacxol peareHTa B 3aBUCHMOCTH OT KOJIMYECTBA HCIIOIb3yEeMBIX CTPUIIOB.
XpareHnue: nocsie nepso2o 8CKPbLMUs 8 NJIOMHO 3AKPbiMoM hiarorne npu memnepamype om 2 0o 8°C ¢ me-
yeHue 8ce20 Cpoka 200Hocmu Habopa.
7.6. Ilongroroska kKoubrorara Ne2
Konwvioeam Ne2 2omos K ucnosivb308aHUI0.
Heobxommmoe kKomdecTBo KoHBOraTa No2 orobpaTh B YMCTEIN (PIIAKOH MJIM B BAHHOYKY JIJIS peareHTa.
Ocrasmmniica mocie mposemerns MDA xorboorar No2 yTuimsupoBaTth (He ciuéambsb 60 (HuiakKOH C UCX00-
HbLM KOHB102AMoM).
B rabanie npusenen pacxon peareHTa B 3aBHCUMOCTH OT KOJIMUECTBA HUCIIOIb3YEeMBIX CTPHUIIOB.
Xpanernue: nocsie nepao2o 8CKPbLMUL 8 NJIOMHO 3AKPbLMOM PaiakoHe npu memnepamype om 2 0o 8°C 8 me-
YeHue 8ce20 Cpoka 200Hocmu Habopa.

7.7. llogroroBka pacreopa TeTpaMeTUJIOCH3UAUHA TLIIIOC
Pacmeop mempamemunibensuduna niatoc (pacmeop TMB nstioc) 20moe K uchosib308aHUIO.



Heobxommmoe kommuectBo pactsopa TMB 1wtioc 0T00paTh B YHCTHIH DJIAKOH WU B BAHHOUKY JJIS peareHTa.

Ocrasmniica mocie nposenenus UDA pacrsop TMB miroc yrunusuposats (He caiuéamb 60 huiakoH C UC-
x00Hnbim pacmeopom TMB nnitoc).

Heo6x011mo UCKITIOUNTD BO3AEMCTBHE IPAMOI0 CBETA Ha PACTBOP TeTPAMETUI0eH3UINHA ILIIOC.

B Tabsuie npuBenen pacxo peareHTa B 3aBUCHMOCTH OT KOJIMYECTBA HCIIOJIb3yEeMBIX CTPHIIOB.

Xparernue: nocsie nepao2o 8CKPbLMUL 8 NJIOMHO 3AKPbimom Paiarkone npu memnepamype om 2 do 8°C 6 me-
yeHue 8ce20 CpoKka 200Hocmu Habopa.

Buunmanne! /[na pabomor ¢ pacmeopom TMB 1eob6xo0umo ucnoiws3o8ams moJibKko 00HOPA308ble HAKOHEUHUKL.
Ilocydy, npeonasnauennyro ons pacmeopa TMB, nenvss ommbvieamb ¢ NPUMEHEHUeM CUHMEMUYeCKUX MOKULUX
cpedcma, NOCKOJIbKY 0adice UX ¢iedbl 8e0ym K HexoHmposupyemomy oxucneruto TMB 6 xode peaxuuu. Ilocne pabombt
nocyoy onosioCHymy 8000, npomvims 70% dMUSIOBbLM CRUPMOM U MUAMETLHO OMMbLINb OUCMUJTITIUPOEAHHOL 800011,

7.8. Crom-peareHT roToB K HCIIOJIb30BAHUIO.
Xparernue: nocsie 8CKpbLMus 8 NJIOMHO 3aKPbLMoMm paakore npu memnepamype om 2 0o 8°C 6 meueHnue éce-
20 cpoKa 200HOCMU HAbOPA.

8. NPOBEAEHMUE AHAITU3A

8.1. Buecru Bo Bce siyaku mo 100 MKJI pacTBopa [j1s pasBemenus obpasios (PPO).

8.2. BHecTu B COOTBETCTBYIOIIHME JIYHKU B Ay0-s1saX 110 100 MKJI Kask10r0 KaauOpoBoYHOTO o0paadiia u mo 100 Mix
KOHTPOJIbHOTO 00pasma. B ocrasbHbIe JyHKEM BHecTH B ay6ssx 1mo 100 MKJI aHATU3UPYEeMBbIX 00pasIiioB CHIBOPOTOK
KpPOBH.

Brecernue 06pasu08 Heo6x00uMo npou3sooums 6bicmpo, 8 meueHue spemMeru He 6osiee 15 MuH.

8.3. IliaHIreT 3akJIenTh IJIEHKON M MHKYOHUPOBAaTh B TeueHre 120 MUH IpH BCTPAXUBAHUY HA IIeHKepe IpU
remmepatype 37+1°C u 700 06/muH.

8.4. Tlo oroHUAHNY MHKYOAIMN CHATH IUIEHKY U YIAJIUTH B COCY[I C Ae3uHUImpyonmmM pactBopoM. C IToMOIIbi0
IIPOMBIBOYHOTO YCTPOHCTBA IIPOMBITh JIYHKH ILIAHINIETa 5 Pa3 IIPOMBIBOYHBIM PACTBOPOM (cM II. 7.3), yepeays acmupa-
LIMIO ¥ HeMeJIEHHOe 3aII0JIHEHMe JIYHOK KaskIoro crpumna. B kammayo JyHKy BHOCHTD 350 MKJI IIPOMBIBOYHOIO PACTBOPA
B IIpoIlecce MPOMBIBKN KAMKIOT0 cTpUIa. Bpems meorcoy 3anosinenuem u onoposcHeHueMm JYHOK O0JIHCHO Oblmb He MeHee
30 cex. HeoOxomumo m00MBATHCS MOJIHOTO OMOPOYKHEHMS JIYHOK IIOC/Ie KasKIoro mx samosjHenus. [lo oxoHuammu 1po-
MBIBKH yIAJIUTh OCTATKU YKUIKOCTH 13 JIYHOK, IIOCTYKHMBASA ILJIAHIIETOM B IePEBEPHYTOM MOJIOMKEHUN 10 (PHIETPOBAIIb-
HOII Oymare.

8.5. Buecru Bo Bce synku mo 100 MK kompiorata Nel.

Jlns enecernus xoumsreama Nel ucnonvzosamv 8aHHOUKY OJIs PEa2eHmMa U 00HOPA308ble HAKOHEUHUKU, 6X0-
dawue 8 cocmas Habopa.

8.6. Ilnaumer s3axJienTh IJIEHKON M MHKYOHMpPOBATh B TeueHre 60 MUH IIPU BCTPSXWUBAHHWU HA IIEeHKepe IpU
remmeparype 37+1°C u 700 o6/mwuH.

8.7. Ilo oxoHUaHMM BTOPOM MHKYOAIINK yIAJIUTH COAEPIKUMOE JIyHOK M IIPOMBITH ILIAHIIET 5 pas, KAk YKa3aHo B
m. 8.4.

8.8. Brectu Bo Bce syuku mo 100 M1 KomrbioraTa No2,

Jlns enecernus xousrocama No2 ucnosnb3o8amv 8AHHOUKY OJIs PEa2eHma U 00HOPA308ble HAKOHeUHUKU, 6X0-
odawue 8 cocmas Habopa.

8.9. [lmanmmer 3akJIenTh MJIEHKOM M MHKYOHMpPOBaTh B TeueHne 30 MUH IIPU BCTPAXHBAHMU HA IIEeHKepe IpU
remmeparype 37+1°C u 700 06/muH.

8.10. ITo oxoHUAHNY MHKYOAIIMH YOAJIUTH COMEPsKMUMOE JIYHOK M IIPOMBITH ILIAHIINET 5 Pa3 IIPOMBIBOYHEIM pac-
TBOPOM TaK, KaK 3TO YKa3aHO B II. 8.4.

8.11. Buectu Bo Bce ayuku mo 100 MKJT pacTBopa TeTpaMeTH/IOEH3UIWHA ILII0C U HHKYOHUPOBAThH B 3aIUINEH-
HOM OT CBeTa MecTe B TeueHne 25 MUH IIpu Temieparype o 18 mo 25°C.

Jlns eHecenus pacmeopa mempamemusibeH3UOUHA NJIOC UCNOJIb308AMb 8AHHOUKY OJIA PeazeHma U 00HOpa-
308ble HAKOHEeUHUKU, 6X00AULUe 8 Cocmas Habopa.

8.12. BuecTu BO Bce JIYHKH C TOH K€ CKOPOCTHIO M B TOM sKe II0CJIeNOBATEJILHOCTH, KaK M PACTBOP TeTpaMme-
THJIOeH3UOUHA ILTIoC, 10 100 MKJI CTOII-peareHTa; IPHU 9TOM COMEPsKHUMOe JIyHOK OKPAIINBAETCA B JKEJITHIM I[BET.

8.13. MamepuTh BeIMUNHY ONTHYECKOHN IJIOTHOCTH PACTBOPOB B JIYHKAX CTPUIIOB HA CIIEKTPodoTOMETpE Bep-
TUKAJBHOTO CKAHUPOBAHUS B JIBYXBOJHOBOM PEsKHMMe: IIPU OCHOBHOM IJIMHe BOJIHBI 450 HM M IJIMHE BOJIHEBI CpaB-
HeHUsA B nuarasone 620—655 HM; TomycKaeTcsa u3MepeHue IIpy JJIuHe BOJTHBI 450 HM.

Bpemst Mesy 0cTAaHOBKOHM peaKIuy ¥ N3MepPEeHreM OITUYECKOM MIJIOTHOCTH He JOJIKHO IpeBsImaTh 10 MuH.

9. YYET PE3YJIbTATOB

9.1. Berumesnuth cpenHee apudMeTHUECKOe 3HAUYEHUE OITHYECKOM IJIOTHOCTH JJIS KasKI0H IIaphl JIYHOK, CO-
JeprKalux KaJuOPOBOYHBIE, KOHTPOJIBHBIN U aHAJIU3UPyeMbIe 00Pa3Ilhl.

9.2. IlocTpouTh B JIMHEHHBIX KOOPAMHATAX KAJHOPOBOUHBLINA IpaUK 3aBHUCHMOCTH CPEIHEro apudMeTrude-
CKOI'0 3HAYEHMS OITHYECKON ILJIOTHOCTH (el. ONT. IJIOTH.) OT KoHIeHTpanun anxbda-OHO B xaimmOpoBoUHBIX 00-
pasnax (mr/mo).

9.3. Ompenenuts koHIieHTparwmio aitbda-OHO B KoHTpOJIEHOM 00pasiie W aHAJIU3UPYEMBIX 00pasiax Io Ka-
JIMOPOBOYHOMY TPADUKY .



9.4. Ecau xkounenrpanusa axbda-OHO B aHanmuaupyembix obpasiax mpesbimnraer 250 mr/mit, obpaaserr ciiegyer
JIOIIOJTHUTEJIFHO Pa3BeCTH PACTBOPOM JJIs padBeleHus obpasiioB B 20 pas3 (20 mki mcciemyemoro obpasma + 380
MKJI pacTBOpa JJid pasBedeHus 00pasIioB), ITIOBTOPUTE aHAJIN3 U IIOJIyYeHHBINA Pe3yIbTaT YMHOKUTE Ha 20.

9.5. PeaynpraThl aHaIn3a HMCCIeqyeMBIX 00pa3lloB YUUTHIBATH, €CJIM BLEIUMCICHHOE II0 KAJIHNOPOBOYHOMY I'pa-
dury smauenme kouieHTparmu anbdga-OHO B KOHTpoIbHOM 00pasile COOTBETCTBYET YKA3AHHOMY IHAIA30HY
KOHIIEHTPAIUH Ha ITHKeTKe PpJIaKOHA.

Ilpu guaHaMuyeckoM HaOJIOIEHUN ITAIlMEHTa IJIA IIOJIyYeHUs Pe3yJIbTaToB, aJeKBATHO OTPAKAMOIINX H3Me-
Henne kKoHIeHTpaumu anabpa-OHO B criBOpoTKe KpoBM, HEOOXOOHMMO HCIIOJIb30BATH HAOOPHI PEareHTOB OIJHOI0
HarMeHOBaHUs (OQHOIO IIPEeIIPUATHS -H3TOTOBUTEII).

10. YCNOBUA TPAHCITOPTUPOBAHUA, XPAHEHUA
YU MPUMEHEHUA HABOPA

10.1. TpaHCHOPTHUPOBATh U3MEJIUS CJIEAyeT TPAHCIIOPTOM BCEX BHUIOB B KPBITHIX TPAHCIIOPTHBIX CPEICTBAX B
COOTBETCTBUU C IIPAaBUJIAMU II€PEBO30K, NEUCTBYOIIUMU Ha TPAHCIOPTE MAHHOTO BUJA, IIPU TeMIlepatype oT 2 10
8°C. JlomyckaeTcsa TpaHCIOPTHPOBaHUE Hpu TeMireparype no 25°C me Goee 10 cyToK.

10.2. Xpauenne Habopa B YIIAKOBKE IIPEIIIPUATHS-U3TOTOBUTEIISA JOIMKHO OCYIIECTBIIATHCA IPU TeMIIepaType
ot 2 1o 8°C B TeueHME BCETO CPOKA TOJHOCTH B XOJIONMJIPHBIX KaMepax WM XOJOAUJIbHUKAX, 00eCIeunBAIOIINX
perJiaMeHTHUPOBaHHBIU TeMIIepaTYPHBIN PEsKUM C eyKeJTHEBHOM perucTpalmeil TeMiiepaTypshl.

10.3. Cpox rogaoctr Habopa — 18 Mecsries co mus BeiIycka. He moryckaercs mpuMeHeHre HaOOPOB IO HCTe-
YEeHUU CPOKA UX T'OJTHOCTH.

10.4. JIpoOmoe ucmoIb30BaHMe HAO0OPA MOKET OBITH peaIM30BaHO B TEUEHME BCET0 CPOKA MOJHOCTH. B ciryuae
JIPOOHOTO MCITOJIB30BAHUA Habopa:

— HEHUCIIOJIb30BAHHBIE CTPHUIIBI MOYXHO XPAHUTH B IIJIOTHO 3aKPBITOM IIaKeTe IIpU TeMIlepaType OT 2 o 8°C B TeueHue BCero
CPOKa I'OgHOCTHU Ha60pa;

— xombiorar Nel, kowbiorar Ne2, koHIleHTpaT pocdaTHOo-coIeBoro 0ydepHOro pacrsopa ¢ TBHHOM, PACTBOP IJI BOCCTAHOBJIE-
HUA KAJIUOPOBOYHBIX M KOHTPOJILHOIO 00pasIioB, pacTBOP IJid pasBedeHus obpasios, pacrBop TMB miatoc u crom-peareHT
TI0CJTe BCKPBITHS MOYKHO XPAHUTDH B IJIOTHO 3aKPBITHIX (prakoHax mpu Temiepartype ot 2 1m0 8°C B TeyeHMe BCEro CPOKA I'0/I-
HOCTH Ha00pa;

— IIPUT'OTOBJICHHBIE Ka.TH/I6pOBO‘H-H)Ie O6paSH,LI n KOHTpO.TH:HLIﬁ 06pa3eu XPaHUTh B IIJIOTHO 3aKPBITEIX (bJ'IaICOHaX IIpU TeMiiepaTtype
MHHYC 20°C u HuKe — B TedeHre BCero CPOKa IroJHOCTH Ha60pa. ,HOHy()RaeTCH nIeCTUKPAaTHOE 3aMOPaKMBAHUE WU OTTalBAaHUE 00-
Pas3nos,;

— IIPOMBIBOYHBIM PACTBOP MOYKHO XPaHUTh IIpH TeMiepaType oT 2 1o 8°C He Gosee 5 CyTOK.

10.5. TlocTtpoenme KaIUOPOBOYHOTO rpadrka HEOOXOTHUMO MPOBOIUTDH JIS KAMKIOT0 HE3aBUCHUMOIO IKCIIEPH-
MEHTA, a TAKKe PeKOMEeHIyeTcs oupenesenne koueHTpanuu aiabda-OHO B koHTpOIBHOM 00pasiie.

10.6. Jlyis1 mmpeacraBiieHus pe3yJIbTaTOB uaMepeHuil koumeHTpanun aixbdga-OHO B ME/Min, cinenyer nemosib-
30BaTh Koapduirment mmepecuera 0,05 (anbpa-OHO (ME/Mma) = 0,05 ansda-OHO (mr/mir)).

10.7. ITpu mmocraroBke NDMA Hesb3s UCIIOIH30BATh KOMIIOHEHTH! M3 HA00OPOB PA3HBIX CepUil WJIN CMEIINBATh UX
IpU TPUTOTOBJIEHWU PACTBOPOB, Kpome Hecmeruduuecknx KommoHeHTOB (pactBop TMB mmioc, OCB-Tx25,
CTOII-peareHT), KOTopble B3anMosaMmeHseMb! B Habopax AO «Bextop-Becm.

10.8. J{y1a mostyuyeHusa HAJAEKHBIX PEe3yJIbTATOB HEOOXOAMMO CTPOTOE COOJ0eHNe MHCTPYKIIUY 10 IIPHUMeHe-
HMIO HAbopa.

11. FAPAHTUMHbIE OBA3ATENBLCTBA

11.1. IlpomsBommTeIH TAPAHTUPYET COOTBETCTBHE BBHIMTYCKAEMBIX H3IeJUN TpeOOBAHMSM HOPMATHBHON M
TEeXHUYECKON JOKYMEeHTAITH.

BesonacHocTh 1 KauecTBO U3eIUA TAPAHTUPYIOTCS B TE€YE€HNE BCETO CPOKA TOTHOCTH.

11.2. TIponsBoauTesIb OTBEUYAET 32 HEJOCTATKH MU3JIEJIU, 38 UCKITI0UEeHNEM 1e(DeKTOB, BOSHUKIIIUX BCJIECTBUIE
HapPYIIeHUs ITPaBUJI MOJIb30BAHUS, YCJIOBUHN TPAHCIIOPTUPOBAHUSA U XPAHEHUs, JTU00 TeMCTBUSA TPETbUX JIHUII, JTU0O
HEIPEeoT0JIUMON CUJIHL.

11.3. [IpousBoguTe b 00sI3yeTCst 3a CBOM CUeT 3aMEHUTh H3Jelire, TeXHUYeCKre U (PYHKITMOHABHBIE XapakK-
TepUCTUKU (ITOTPEeOUTEIbCKIE CBOMCTBA) KOTOPOTO HE COOTBETCTBYIOT HOPMATHBHON M TEXHUYECKOM JOKyMEHTa-
IIUU, eCJIU YKa3aHHbIe HEIOCTATKU SBWJINCH CJIEJICTBHEM CKPHITOTO JedeKTa MATephuasioB MJIM HEeKaYeCTBEHHOTO
M3TOTOBJIEHUSA U3/JeJIN IIPONU3BOTUTEIIEM.

IIo Bompocam, kacamoimuMca KadecTBa Hadbopa
«anbhpa-OHO-UDA-BECT»,
cienyet obpamatbesa B AO «BexkTop-Bect»
o agpecy:
630559, HoBocubupcras 061acTh,
p.i. Koswiioso, a/a 121,
tei. (383) 363-20-60, 227-67-64,
tei./dpaxc (383) 363-35-55.
E-mail: vbobtk@vector-best.ru



OOMONHUTENbHAA UHOOPMALIUA
OnA NOTPEBUTENEN
Hab6op mpennasmaven aias mpod)ecCHOHATBHOTO MPUMEHEHUS B KJIMHHUYECKOW J1a00paTOPHOM THUATHOCTHUKE
00y4YeHHBIM TIePCOHATIOM.
TpeboBauus 6e30ITacHOCTH K MemuITuHCKUM JabopaTtopusm npusemensl B [OCT P 52905-2007.
Bce pearenTsr Hab0poOB, cofepskaIie B CBOEM COCTABE MaTepPHUAaJIbl YeJIOBEYECKOTO TPOUCXOMKICHUSI, MHAKTU-
BUPOBAHEL.

1. OGecnedyenue mMoJIiydeHUs MPaBUJIbHBIX PE3yJIbTATOB aHAIN3A

JlocTOBEpPHOCTH, 1 BOCHPOU3BOIUMOCTh PE3yJIbTATOB aHAJIN3Aa 3ABHCAT OT BBHINOJIHEHUS CJIEY IO-
IIUX OCHOBHBIX IIPABUJIL:

— ue npoBoguTe NMA B MpUCYyTCTBUY MTAPOB KHUCJIOT, IEeJI0YeH, aJIbJeTUI0B MJIN IIBLIN, KOTOPhIE MOTYT Me-
HATH (PepPMEHTATUBHYI aKTUBHOCTh KOHBIOTATOB;

— depMeHTATHBHAS PEAKIIUsI YyBCTBUTEJbHA K IPHUCYTCTBHIO WMOHOB METAJIJIOB, IT0OITOMY He JOIIyCKaHTe
KOHTAKTOB KaKHX-JIHN00 MeTaJLJINYEeCKUX IIPEIMETOB ¢ KOHboratoM u pacrsopom TMB;

— m30eraiiTe 3arpsA3HeHUs KOMIIOHEHTOB HAO0pa MUKPOOPTAHU3MAMH U XUMUYECKUMU IIPUMECAMH, JIJIST ITOTO
HWCIOJIB3yHTe B pab0Te YUCTYIO IOCY/Iy U OJHOPA30Bble HAKOHEUHHUKH JIJIS KaKJ0T0 peareHTa, KOHTPOJIsS, 00pasiia;

— paboume TOBEPXHOCTU CTOJIOB, 000pyI0BaHUA cienyer obpadateiBath 70% 9THUIIOBBIM CITUPTOM (HE JOITyC-
KaeTcs UCII0JIh30BAHME IEPEKUCH BOJAOPO/Ia, XJIOPCOIEPIKAIINX PACTBOPOB);

— HUKOTA He WCHOJIb3yHTe OJHY U TY K€ eMKOCTh JJIs1 KoHbiorata u pacrsopa TMB;

— mepexn orbopom pacrBopa TMDB u3 duiaxkoHa HeoOXoguMO IIPOTEPeTh KOHYC A03aTopa (BHYTPEHHIOK M
BHEIITHIOIO TOBEPXHOCTH) CHAYAJIA TUCTHJLIMPOBAHHOM BOMOH, a 3aTeM 70% ITHJIOBBIM CIOMPTOM, TAK KaK Majei-
1ree 3arpsa3HeHre KOH'BIO-TATOM MOYKET IIPUBECTH K KOHTAMUHAITAH BCETO COAEPIKUMOTro PJIaKOHA;

— HCHOJIE3YHTE TOJBKO OJTHOPA30BbIe HAKOHEUHUKH JJIS I03aTOPOB;

— He obpabaTbIBaiiTe He3MHMUIIMPYIOIIMMEI PACTBOPAMU M MOIIIMMH CPEICTBAMH IOCYLy (BAHHOYKIH), KC-
MOJIb3YEeMYI0 JIJIs paboThI ¢ KOHBIorarom u pacrsopom TMB;

— B cJIydyae ITOBTOPHOT'O MCIIOJIB30BAHUSA HOCYAy (BAHHOUYKH) JJIs KOHBIOraTa HEO00XOJUMO IMPOMBITH IIPOTOY-
HOH BOJIOM M TINATEJIBHO OIOJIOCHYTH AWCTHJIJIMPOBAHHON BOJIOM; mocyny (BamHOYKH) s pactBopa TMB omostoc-
HYTB BOJIOH, TPOMBITE 70% 3TUJIOBBIM CIIMPTOM M TIIATEJIBHO OTMBITH JUCTHJIJINPOBAHHON BOJIOH;

— ecJIu JOIyIeHa OIrOKa IPU BHECEHUHW aHAJIU3UPYEMBIX 00pa3IoB, HeJIb3sl, OIIOPOKHURB 9Ty JYHKY, BHO-
CUTH B Hee HOBBIN 00paselr; Takas JyHKa Opaxyercs.

KadyecTBO mpOMBIBKM JIYHOK MJIAHIIETA HUTPAET BAMKHYIO POJIb JJIS MOJyY€HUsS IMPABUJIBHBIX pe-
3yJIbTATOB aHaAJIM3a:

— Jlos actimparuu aHaJM3UPYyeMBIX 00PA3IOB M IIOCIEIYIOIed ITPOMBIBKA PEKOMEHIYeTCS HCII0JIb30BATH
aBTOMATHUYECKOE WJIA PYYHOE IIPOMBIBOYHOE YCTPOHCTBO.

— He momyckatiiTe BBICBIXaHUS JIYHOK IIJTAHINETA B IePEPHIBE MEXKIy 3aBepIleHneM IIPOMBIBKY W BHECEHUEM
peareHTOoB.

— JlobuBatiTech ITOJTHOTO 3ATOJHEHUS W OMOPOKHEHM BCeX JIYHOK IIAHINeTa B IIpoIecce MpoMbIBKU. HemocTa-
TOUHAS ACHUPAIIASA JKUIKOCTH B IIPOIIECCe TTPOMBIBKHM MOJKET IPUBECTH K IMOHMKEHUI0 UyBCTBUTEJIBHOCTH U CIIEI[H-
dmuHOCTH aHAM3A.

— Cuyenure 3a cOCTOSTHHIEM ITPOMBIBOYHOTO yCTpPOMcTBA — peryasapHo (1 pas B Hejeso) obpabaTeiBaiiTe MIJIAHTHA U
emrocTH 70% 3THUIIOBBIM CIIMPTOM.

— Jlis mpeoTBpaIieHusA 3aCOPEHMS UTJT IIPOMBIBOYHOTO YCTPOMCTBA B KOHITE pab0vero JTHs 00s3aTeTbHO BBITIOJTHITE
IIPOITEIYPY OIOJIACKUBAHUS CUCTEMBI TIOIAYHN JKUTKOCTH JTACTHJLIMPOBAHHOMN BOJIOLN.

2. YeoBuA NpaBUJILHOCTH padoTel HaGopa

PesynbraTer anasmmsa uccaeyeMbIx 00pasIioB yUUTHIBAT, €CJIU OYAYT BBITTOJTHEHBI CIEIYIOIINE YCIOBUS:

— COOTHOIIICHHE OIITUYECKHUX IJIOTHOCTEH KaanbpoBodHEIX 00pasios anbga-OHO: OIly < OIls < OIlis < OlIlso
< OIT100 < OIlzs0;

— OIlss0 > 1,0 ex. omrr. m0TH. (0.€.);

— BBIUKCJIEHHOE M0 KAJMOPOBOYHOMY rpadury 3Havenme koHieHTparuu aabdpa-OHO B koHTpoIBHOM 00-
pasiie mmoIagaeT B IpeIesibl, YKadaHHbIe Ha oTUKeTKe (pJIaKkoHa.
OIlo, OIIs, OIl15, OIl40, OIl100 u OIl250 — cpenmee sHayeHME OIITUYECKOMN IIJIOTHOCTH KaIuOpoBOUYHEBIX 00pasios 0, 5, 15, 40, 100
u 250 1r/MJ1 COOTBETCTBEHHO.

3. Pacuer pe3ynbraTroB anajiunsa

Ilo pesysmpraTam m3aMepeHUs BRIYUCINUTE CpeaHee apudMeTnieckoe suavenne ontuyeckoit mioraoctu (OII) B
JIYHKAX C aHAJU3UPYEMBIMH 00pa3IiaMH.

TlocTpouTs KaTMOPOBOYHEIHM IpadpUK 3aBUCUMOCTH OIITHYECKOM ILJIOTHOCTH (0Ch OPAMHAT) OT KOHIIEHTPAIIUN aJIb-
da-O®HO (ocw abcerrrce) B kKaanOpoBOYHBIX obpasiiax. J[Jist aToro Ha mprraraemoM Tpadapere IS IIOCTPOeHuUs rpadu-
Ka IIPOTUB KOHIIEHTPAIIUMU KAKIOTO KaJIMOPOBOUYHOTO 00pa3Iia OTJIOMKUTH COOTBETCTBYIOIIEE eil cpejlHee 3HAYEHUE OII-
THYECKOM TJIOTHOCTH. [locseoBaTesIbHO COeTMHUTE MOJTyYeHHbIE TOYKH OTPEe3KAMH IIPSIMBIX JIMHUH.

ITpumep rKaIMOPOBOUHOTO rpadUKA IIPEICTABIEH HA PUCYHKE.

Jlost onpenenenus kouienTpanmu aibda-OHO B anamusupyeMsix mpobax Ha OCH OPJIWHAT OTMEUAIOT 3HA-



YyeHUe OITUYECKOIN IJIOTHOCTH aHaJIu3upyemoro obpasita. IIpoBogsdT mpaMyio [0 mepecedeHUs: ¢ KaJIUOPOBOYHOMN
KPUBOM, OT IIOJIyYEHHOM TOYKU IIepeceUeHmus OIYCKAT IMePIeHIUuKYyJIsaIp Ha ochk abcimcc. Tourka mepeceyeHus u
ABJISETCA NCKOMBIM 3HaueHueM KoHieHTpanun anbha-OHO B obpaarie.

Pesynbrater, mosyuennsie 1j1st 00pasoB, pas3BeleHHBIX HpeaBapuTesibHo B 20 pas, ymHo:kaoTca Ha 20 (1.
9.4.).

Ilpu umcmosb3oBaHUM JIsI PACYETOB KOHIIEHTPAIIMN KOMIIBIOTEPHOI'O WMJIM BCTPOEHHOI'O B CIEKTPOdQOTOMETP
IIPOrpaMMHOro obecIleueHus B HACTPOMKAX BBEIOPATH METO[I, COOTBETCTBYIOIIUI KYyCOUHO-JIMHENHOM aIIpOKCHMA-
TN,

Vposuu crionranaoi 1 OI'A MHAYIIMPOBAHHON IIPOAYKIIUH IIMTOKUHOB KJIETKAMH IIeJIbHOM KPOBU U B CHIBO-
POTKe YCJIOBHO 3710poBEIX T0HOPOB (N=68) mpuBeneHs! B Taduie 2.

4. KpaTtkas cxema nposenenusa MOA
IJiA HAO0Opa peareHToB
«ambppa-OHO-UDA-BECT»

Hcnonvzosamb mosibko nocjie 8HUMAMESIbHO20 03HAKOMIICHUS C uHcmpymgueL?!

Buecrn: o 100 mrx PPO;
110 100 MKJI KaJIMOPOBOYHBIX M KOHTPOJIBHOIO 00pa3IioB B Ay0JIAX;
mo 100 MKJI aHAJIU3UPYEMBIX 00pa3IOB B Ty0JIIX.
Nuxyouposars: 120 mun, 700 06/muH, 37°C.
IIpombITh: IIPOMBIBOYHBIM PACTBOPOM,
350 MK, 5 pas.
Buecrn: mo 100 Mg kombpioraTta Nel.
Nuxyouposars: 60 mun, 700 06/MuH, 37°C.
IIpompITh: IIPOMBIBOYHBIM PACTBOPOM,
350 MK, 5 pas.
Buecrn: mo 100 mi kombioraTa No2.
Nuxyouposare: 30 mun, 700 06/MuH, 37°C.
IIpompITh: IIPOMBIBOYHBIM PACTBOPOM,
350 MK, 5 pas.
Buecru: mo 100 MKJI pacTBOpa TETpaMEeTHJIOEH3UINHA.
Nuxyouporars: 25 mun, 18-25°C, B TeMHoOTe.
Buecrn: 1o 100 MKJI cTOTI-peareHTa.
N3amepurs: OII pu 450 M / pedpepercHas qyiuHA BOJIHEL 620—655 HM.

Koncynsranuiio cnenuasnucra no padore ¢ HaOOPOM MOKHO MOJIYIUTH MO TeJL: (383) 227-75-47.

5. I'padhrueckne cuMBOJIBI

MeauuuHckoe

¢

ANS NpoBeAeHNs
N-KONNYECTBa TECTOB

>

Homep no karanory @ n3genve ans
AVarHocTuku in vitro
Copaepxumoro
[OCTaTOYHO

He crepunbHo

no NPUMeHeHUIo

TemnepaTypHbIi
Koa naprum { AvanasoH
P Dara
d WsroTosurens J W3roToBneHus
Obpatutech
g Mcnonb3oBatb A0 ... Uﬂ K MHCTPYKUWKN
no NPUMEHEeHWIo
OcropoxHo!
OﬁpaFrMTer vvvvm.0p AaTa B popmare
A K VIHCTpYKLMM AN loa-Mecauy-fleHb

lNoa-Mecsay

09.01.19.
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Tab6auna 1
Pacxon KOMIIOHEHTOB HA0OPA pPeareHToB
= MMPOMBIBOYHBIN pacTeop | 5 of wQ
8 ‘i’§ z p = S
L3 S|OCETx25 | mcwn. | 25 | 25 | 885§
€ 5 £ | koHuenTpar, | Boga, % % 5 E
E mn mn S S s
2 4,0 no 100 2,0 2,0 2,0
3 6,0 no 150 3,0 3,0 3,0
4 8,0 no 200 4,0 4,0 4,0
5 10,0 no 250 5,0 5,0 5,0
6 12,0 no 300 6,0 6,0 6,0
7 14,0 0o 350 7,0 7,0 7,0
8 16,0 0o 400 8,0 8,0 8,0
9 18,0 0o 450 9,0 9,0 9,0
10 20,0 0o 500 10,0 10,0 10,0
11 22,0 no 550 11,0 11,0 11,0
12 24,0 no 600 12,0 12,0 12,0




Tab6auma 2

¥Yposuu cnonrauuoii u ®I'A nHAYHHPOBAHHON NPOAYKINY IUTOKNHOB KJIETKAMH EeJIFHONU KPOBU U B CHIBOPOTKE

yc10BHO 300poBbix 7oHOpoB (N = 68).

CnoHTaHHas @A nHoyumpoBaHHas CbIBOPOTKM

LINTOKMHbI

cpedHee | AvanasoH | cpegHee | AManas3oH | cpegHee | AvanasoH

nr/mn nr/mn nr/mn nr/mn nr/mn nr/mn

NH®-a 1 0-6 3 0-13 0 0-5
nn-4 0 0-2,4 0,24 0-24 0,2 0-4
NH®-y 4 0-14 1200 165-7450 2 0-15
nn-1p 50 0-107 440 50-1200 1,6 0-11
nn-18 50 23-115 50 12-120 370 104-650
nn-6 12 0-90 8500 100-30700 2 0-10
®HO-a 5 1-42 1150 391-2700 0,5 0-6
nn-8 2200 24-4380 16900 |550-82000 2 0-10
nn-10 6 0-50 40 7-130 5 0-31
nn-2 0,3 0-10 155 25-590 0 0-10
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SEA068Hu 96 Tests

Enzyme-linked Inmunosorbent Assay Kit
For Glial Fibrillary Acidic Protein (GFAP)
Organism Species: Homo sapiens (Human)

Instruction manual
FOR RESEARCH USE ONLY

NOT FOR USE IN CLINICAL DIAGNOSTIC PROCEDURES

12th Edition

[ INTENDED USE ]

The kit is a sandwich enzyme immunoassay for in vitro quantitative measurement of GFAP in human serum,
plasma, tissue homogenates, cell lysates, cell culture supernates and other biological fluids.

[ REAGENTS AND MATERIALS PROVIDED ]

Reagents Quantity Reagents Quantity
Pre-coated, ready to use 96-well strip plate 1 Plate sealer for 96 wells 4
Standard 2 Standard Diluent 1x20mL
Detection Reagent A 1x120uL Assay Diluent A 1x12mL
Detection Reagent B 1x120uL Assay Diluent B 1x12mL
TMB Substrate 1x9mL Stop Solution 1x6mL
Wash Buffer (30 x concentrate) 1x20mL Instruction manual 1

[ MATERIALS REQUIRED BUT NOT SUPPLIED ]

Microplate reader with 450 £ 10nm filter.

Single or multi-channel pipettes with high precision and disposable tips.
Microcentrifuge Tubes.

Deionized or distilled water.

Absorbent paper for blotting the microplate.

Container for Wash Solution.

0.01mol/L (or 1x) Phosphate Buffered Saline(PBS), pH7.0-7.2.

STORAGE OF THE KITS ]

For unused kit: All the reagents should be kept according to the labels on vials. The Standard, Detection
Reagent A, Detection Reagent B and the 96-well strip plate should be stored at -20°C upon receipt while
the others should be at 4°C.

2. For used kit: When the kit is used, the remaining reagents need to be stored according to the above storage
condition. Besides, please return the unused wells to the foil pouch containing the desiccant pack, and
zip-seal the foil pouch.

Note:

It is highly recommended to use the remaining reagents within 1 month provided this is prior to the expiration date

S No ok N2

of the kit. For the expiration date of the kit, please refer to the label on the kit box. All components are stable up to
the expiration date.
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[ SAMPLE COLLECTION AND STORAGE ]

Serum - Use a serum separator tube and allow samples to clot for two hours at room temperature or overnight at
4°C before centrifugation for 20 minutes at approximately 1,000xg. Assay freshly prepared serum
immediately or store samples in aliquot at -20°C or -80°C for later use. Avoid repeated freeze/thaw cycles.

Plasma - Collect plasma using EDTA or heparin as an anticoagulant. Centrifuge samples for 15 minutes at
1,000x%g at 2-8°C within 30 minutes of collection. Remove plasma and assay immediately or store samples in
aliquot at -20°C or -80°C for later use. Avoid repeated freeze/thaw cycles.

Tissue homogenates - The preparation of tissue homogenates will vary depending upon tissue type.

1. Tissues were rinsed in ice-cold PBS to remove excess blood thoroughly and weighed before homogenization.

2. Minced the tissues to small pieces and homogenized them in fresh lysis buffer (catalog: 1S007, different lysis
buffer needs to be chosen based on subcellular location of the target protein) (w:v = 1:20-1:50, e.g. 1mL lysis
buffer is added in 20-50mg tissue sample) with a glass homogenizer on ice (Micro Tissue Grinders woks,
too).

3. The resulting suspension was sonicated with an ultrasonic cell disrupter till the solution is clarified.

4. Then, the homogenates were centrifuged for 5 minutes at 10,000xg. Collect the supernates and assay
immediately or aliquot and store at <-20°C.

Cell Lysates - Cells need to be lysed before assaying according to the following directions.

1. Adherent cells should be washed by cold PBS gently, and then detached with trypsin, and collected by
centrifugation at 1,000xg for 5 minutes (suspension cells can be collected by centrifugation directly).

Wash cells three times in cold PBS.
Resuspend cells in fresh lysis buffer with concentration of 107 cells/mL. If it is necessary, the cells could be
subjected to ultrasonication till the solution is clarified.

4. Centrifuge at 1,500x%g for 10 minutes at 2-8°C to remove cellular debris. Assay immediately or aliquot and
store at <-20°C.

Cell culture supernates and other biological fluids - Centrifuge samples for 20 minutes at 1,000xg. Collect the
supernates and assay immediately or store samples in aliquot at -20°C or -80°C for later use. Avoid repeated
freeze/thaw cycles.

Note:

1. Samples to be used within 5 days may be stored at 4°C, otherwise samples must be stored at -20°C (<1
month) or -80°C (<2 months) to avoid loss of bioactivity and contamination.

Sample hemolysis will influence the result, so hemolytic specimen should not be used.

When performing the assay, bring samples to room temperature.

It is highly recommended to use serum instead of plasma for the detection based on quantity of our in-house
data.

[ REAGENT PREPARATION ]

1. Bring all kit components and samples to room temperature (18-25°C) before use. If the kit will not be used up

in one time, please only take out strips and reagents for present experiment, and leave the remaining strips

and reagents in required condition.
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2. Standard - Reconstitute the Standard with 1.0mL of Standard Diluent, kept for 10 minutes at room
temperature, shake gently(not to foam). The concentration of the standard in the stock solution is 20ng/mL.
Please firstly dilute the stock solution to 10ng/mL and the diluted standard serves as the highest standard
(10ng/mL). Then prepare 7 tubes containing 0.5mL Standard Diluent and use the diluted standard to produce
a double dilution series according to the picture shown below. Mix each tube thoroughly before the next
transfer. Set up 7 points of diluted standard such as 10ng/mL, 5ng/mL, 2.5ng/mL, 1.25ng/mL, 0.625ng/mL,
0.312ng/mL, 0.156ng/mL, and the last EP tubes with Standard Diluent is the blank as Ong/mL.

500pL 500uL 500puL 500pL 500pL 500uL
—
Stock
Standard
N —
Tube 1 2 3 4 5 6 7 8 9
ng/mL 20 10 5 2.5 1.25 0.625 0.312 0.156 0

3. Detection Reagent A and Detection Reagent B - Briefly spin or centrifuge the stock Detection A and
Detection B before use. Dilute them to the working concentration 100-fold with Assay Diluent A and B,
respectively.

4. Wash Solution - Dilute 20mL of Wash Solution concentrate (30x) with 580mL of deionized or distilled water
to prepare 600mL of Wash Solution (1x).

5. TMB substrate - Aspirate the needed dosage of the solution with sterilized tips and do not dump the residual
solution into the vial again.

Note:

1. Making serial dilution in the wells directly is not permitted.

2. Prepare standards within 15 minutes before assay. Please do not dissolve the reagents at 37°C directly.

3. Please carefully reconstitute Standards or working Detection Reagent A and B according to the instruction,
and avoid foaming and mix gently until the crystals are completely dissolved. To minimize imprecision caused
by pipetting, use small volumes and ensure that pipettors are calibrated. It is recommended to suck more
than 10pL for one pipetting.

The reconstituted Standards, Detection Reagent A and Detection Reagent B can be used only once.

5. If crystals have formed in the Wash Solution concentrate (30%), warm to room temperature and mix gently
until the crystals are completely dissolved.

6. Contaminated water or container for reagent preparation will influence the detection result.

[ SAMPLE PREPARATION ]

1.  We are only responsible for the kit itself, but not for the samples consumed during the assay. The user should

calculate the possible amount of the samples used in the whole test. Please reserve sufficient samples in
advance.

2. Please predict the concentration before assaying. If values for these are not within the range of the standard
curve, users must determine the optimal sample dilutions for their particular experiments. Sample should be
diluted by PBS.
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If the samples are not indicated in the manual, a preliminary experiment to determine the validity of the kit is

necessary.
Tissue or cell extraction samples prepared by chemical lysis buffer may cause unexpected ELISA results due
to the impacts from certain chemicals.

Due to the possibility of mismatching between antigen from other origin and antibody used in our kits (e.g.,
antibody targets conformational epitope rather than linear epitope), some native or recombinant proteins
from other manufacturers may not be recognized by our products.

Influenced by the factors including cell viability, cell number or sampling time, samples from cell culture
supernates may not be detected by the kit.

Fresh samples without long time storage is recommended for the test. Otherwise, protein degradation and

denaturalization may occur in those samples and finally lead to wrong results.

[ ASSAY PROCEDURE ]

1.

Determine wells for diluted standard, blank and sample. Prepare 7 wells for standard, 1 well for blank.

Add 100uL each of dilutions of standard (read Reagent Preparation), blank and samples into the appropriate
wells. Cover with the Plate sealer. Incubate for 1 hour at 37°C.

Remove the liquid of each well, don’t wash.

Add 100uL of Detection Reagent A working solution to each well, cover the wells with the plate sealer and
incubate for 1 hour at 37°C.

Aspirate the solution and wash with 350uL of 1x Wash Solution to each well using a squirt bottle,
multi-channel pipette, manifold dispenser or autowasher, and let it sit for 1~2 minutes. Remove the remaining
liquid from all wells completely by snapping the plate onto absorbent paper. Totally wash 3 times. After the
last wash, remove any remaining Wash Buffer by aspirating or decanting. Invert the plate and blot it against
absorbent paper.

Add 100uL of Detection Reagent B working solution to each well, cover the wells with the plate sealer and
incubate for 30 minutes at 37°C.

Repeat the aspiration/wash process for total 5 times as conducted in step 4.

Add 90uL of Substrate Solution to each well. Cover with a new Plate sealer. Incubate for 10 - 20 minutes at
37°C (Don't exceed 30 minutes). Protect from light. The liquid will turn blue by the addition of Substrate
Solution.

Add 50uL of Stop Solution to each well. The liquid will turn yellow by the addition of Stop solution. Mix the
liquid by tapping the side of the plate. If color change does not appear uniform, gently tap the plate to ensure
thorough mixing.

Remove any drop of water and fingerprint on the bottom of the plate and confirm there is no bubble on the

surface of the liquid. Then, run the microplate reader and conduct measurement at 450nm immediately.

Note:

1.

Assay preparation: Keep appropriate numbers of wells for each experiment and remove extra wells from

microplate. Rest wells should be resealed and stored at -20°C.
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2. Samples or reagents addition: Please use the freshly prepared Standard. Please carefully add samples

to wells and mix gently to avoid foaming. Do not touch the well wall. For each step in the procedure, total
dispensing time for addition of reagents or samples to the assay plate should not exceed 10 minutes. This
will ensure equal elapsed time for each pipetting step, without interruption. Duplication of all standards and
specimens, although not required, is recommended. To avoid cross-contamination, change pipette tips
between additions of standards, samples, and reagents. Also, use separated reservoirs for each reagent.

3. Incubation: To ensure accurate results, proper adhesion of plate sealers during incubation steps is
necessary. Do not allow wells to sit uncovered for extended periods between incubation steps. Once
reagents are added to the well strips, DO NOT let the strips DRY at any time during the assay. Incubation
time and temperature must be controlled.

4. Washing: The wash procedure is critical. Complete removal of liquid at each step is essential for good
performance. After the last wash, remove any remaining Wash Solution by aspirating or decanting and
remove any drop of water and fingerprint on the bottom of the plate. Insufficient washing will result in poor
precision and false elevated absorbance reading.

5. Controlling of reaction time: Observe the change of color after adding TMB Substrate (e.g. observation
once every 10 minutes), if the color is too deep, add Stop Solution in advance to avoid excessively strong
reaction which will result in inaccurate absorbance reading.

6. TMB Substrate is easily contaminated. Please protect it from light.

7. The environment humidity which is less than 60% might have some effects on the final performance,
therefore, a humidifier is recommended to be used at that condition.

[ TEST PRINCIPLE ]

The microplate provided in this kit has been pre-coated with an antibody specific to GFAP. Standards or samples

are then added to the appropriate microplate wells with a biotin-conjugated antibody specific to GFAP. Next,
Avidin conjugated to Horseradish Peroxidase (HRP) is added to each microplate well and incubated. After TMB
substrate solution is added, only those wells that contain GFAP, biotin-conjugated antibody and
enzyme-conjugated Avidin will exhibit a change in color. The enzyme-substrate reaction is terminated by the
addition of sulphuric acid solution and the color change is measured spectrophotometrically at a wavelength of
450nm £ 10nm. The concentration of GFAP in the samples is then determined by comparing the O.D. of the
samples to the standard curve.

[ CALCULATION OF RESULTS ]

Average the duplicate readings for each standard, control, and samples and subtract the average zero standard

optical density. Construct a standard curve by plotting the mean O.D. and concentration for each standard and
draw a best fit curve through the points on the graph or create a standard curve on log-log graph paper with GFAP
concentration on the y-axis and absorbance on the x-axis. Using some plot software, for instance, curve expert
1.30, is also recommended. If samples have been diluted, the concentration read from the standard curve must
be multiplied by the dilution factor.

[ TYPICAL DATA ]

In order to make the calculation easier, we plot the O.D. value of the standard (X-axis) against the known

concentration of the standard (Y-axis), although concentration is the independent variable and O.D. value is the

23603 W, Fermharst D, Unbt 2200, Katy, TX 77494, USA | 001-832-538-0970 | www.clowd-cloneus | mall@ clowd-clome, us




(‘f?}. Cloud-Clone Corp.

dependent variable. However, the O.D. values of the standard curve may vary according to the conditions of

assay performance (e.g. operator, pipetting technique, washing technique or temperature effects), plotting log of
the data to establish standard curve for each test is recommended. Typical standard curve below is provided for

reference only.

10

Concentration(ng/mL)

o N A O

0 0.5 1 1.5 2 25 3
Optical Density

Typical Standard Curve for GFAP, Human ELISA.

[ DETECTION RANGE ]

0.156-10ng/mL. The standard curve concentrations used for the ELISA's were 10ng/mL, 5ng/mL, 2.5ng/mL,
1.25ng/mL, 0.625ng/mL, 0.312ng/mL, 0.156ng/mL.

[ SENSITIVITY ]

The minimum detectable dose of GFAP is typically less than 0.056ng/mL.

The sensitivity of this assay, or Lower Limit of Detection (LLD) was defined as the lowest protein concentration
that could be differentiated from zero. It was determined by adding two standard deviations to the mean optical
density value of twenty zero standard replicates and calculating the corresponding concentration.

[ SPECIFICITY ]

This assay has high sensitivity and excellent specificity for detection of GFAP.

No significant cross-reactivity or interference between GFAP and analogues was observed.

Note:

Limited by current skills and knowledge, it is impossible for us to complete the cross- reactivity detection between
GFAP and all the analogues, therefore, cross reaction may still exist.

[ RECOVERY ]

Matrices listed below were spiked with certain level of recombinant GFAP and the recovery rates were calculated

by comparing the measured value to the expected amount of GFAP in samples.

Matrix Recovery range (%) Average(%)
serum(n=>5) 89-99 95
EDTA plasma(n=5) 80-94 88
heparin plasma(n=>5) 90-102 96

23603 W, Fermharst D, Unbt 2200, Katy, TX 77494, USA | 001-832-538-0970 | www.clowd-cloneus | mall@ clowd-clome, us




(‘f?}. Cloud-Clone Corp.

[ LINEARITY ]

The linearity of the kit was assayed by testing samples spiked with appropriate concentration of GFAP and their
serial dilutions. The results were demonstrated by the percentage of calculated concentration to the expected.

Sample 1: 2 1: 4 1: 8 1: 16
serum(n=>5) 92-105% 82-98% 85-96% 78-91%
EDTA plasma(n=5) 81-90% 79-96% 87-104% 83-97%
heparin plasma(n=>5) 96-106% 80-95% 93-102% 86-101%

[ PRECISION ]

Intra-assay Precision (Precision within an assay): 3 samples with low, middle and high level GFAP were tested 20

times on one plate, respectively.

Inter-assay Precision (Precision between assays): 3 samples with low, middle and high level GFAP were tested
on 3 different plates, 8 replicates in each plate.

CV(%) = SD/meanX100

Intra-Assay: CV<10%

Inter-Assay: CV<12%

[ STABILITY ]

The stability of ELISA kit is determined by the loss rate of activity. The loss rate of this kit is less than 5% prior to
the expiration date under appropriate storage condition.

To minimize extra influence on the performance, operation procedures and lab conditions, especially room
temperature, air humidity, incubator temperature should be strictly monitored. It is also strongly suggested that
the assay is performed by the same operator from the beginning to the end.

[ SAMPLE VALUE ]

Serum/Plasma - Twenty-three serum and plasma samples from apparently healthy volunteers were evaluated in

this assay. Most samples measured less than the lowest GFAP standard.
Cell Lysates - Cell lysates prepared according to protocol shown in [ SAMPLE COLLECTION AND STORAGE ]
section on page 2 were assayed for GFAP levels. Results are shown in the table below.

Samples O.D. Range
MCF7 cells 0.43-0.75
A549 cells 0.52-0.86

These data are our in-house data, only for reference.
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[ ASSAY PROCEDURE SUMMARY ]

1. Prepare all reagents, samples and standards;

2. Add 100pL standard or sample to each well. Incubate 1 hour at 37°C;

3. Aspirate and add 100uL prepared Detection Reagent A. Incubate 1 hour at 37°C;
4. Aspirate and wash 3 times;

5. Add 100pL prepared Detection Reagent B. Incubate 30 minutes at 37°C;

6. Aspirate and wash 5 times;

7. Add 90puL Substrate Solution. Incubate 10-20 minutes at 37°C;

8. Add 50puL Stop Solution. Read at 450nm immediately.

[ IMPORTANT NOTE ]

1.

10.

Limited by the current conditions and scientific technology, we can't completely conduct the comprehensive
identification and analysis on the raw material provided by suppliers. So there might be some qualitative and
technical risks to use the Kkit.

The final experimental results will be closely related to validity of the products, so the kit should be used prior
to the expiration date. And please store the kits exactly according to the instruction.

Kits from different batches may be a little different in detection range, sensitivity and color developing time.
Please perform the experiment exactly according to the instruction attached in kit while electronic ones from
our website is only for reference.

Do not mix or substitute reagents from one kit lot to another. Use only the reagents supplied by manufacturer.
Protect all reagents from strong light during storage and incubation. All the bottle caps of reagents should be
covered tightly to prevent the evaporation and contamination of microorganism. TMB Substrate should
remain colorless till it is reacted with the enzyme which binds to the microplate.

There may be some foggy substance in the wells when the plate is opened at the first time. It will not have
any effect on the final assay results. Do not remove microplate from the storage bag until needed.

Wrong operations during the reagents preparation and loading, as well as incorrect parameter setting for the
plate reader may lead to incorrect results. A microplate reader with a bandwidth of 10nm or less and an
optical density range of 0-3 O.D. at 450 = 10nm wavelength is acceptable for use in absorbance
measurement. Please read the instruction carefully and adjust the instrument prior to the experiment.
Variation in sample preparation and each step of experimental operation may cause different results. In order
to get better reproducible results, the operation of each step in the assay should be controlled.

Each kit has been strictly passed Q.C test. However, results from end users might be inconsistent with our
in-house data due to some unexpected transportation conditions or different lab equipments. Intra-assay
variance among kits from different batches might arise from above factors, too.

Kits from different manufacturers with the same item might produce different results, since we haven’t

compared our products with other manufacturers.

11. The standard of the kit and immunogen used for antibody preparation are commonly recombinant proteins, as

different fragments, expression systems, purification methods might be used in recombinant protein
preparation, we can not guarantee the kit could detect recombinant protein from other companies. So, it is

not recommended to use the kit for the detection of recombinant protein.
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12. Please predict the concentration of target molecules in samples, or arrange a preliminary experiment, it is a

good way to solve specific problem, e.g. the concentration of samples are beyond the detection range of the
kit.

13. The kit might not be suitable for detection of samples from some special experiment, for instance, knock-out
experiments, due to their uncertainty of effectiveness.

14. The instruction manual is also for the kit of 48T, but all reagents of 48T kit are reduced by half.

15. The kit is designed for research use only, we will not be responsible for any issue if the kit was used in clinical

diagnostic or any other procedures.

[ PRECAUTION ]

The Stop Solution suggested for use with this kit is an acid solution. Wear eye, hand, face, and clothing protection

when using this material.

[ TROUBLE SHOOTING ]

Problem | Possible Source

Correction Action

Poor Improper standard curve preparation

Ensure accurate operation of the dilution

Standard | Incomplete washing and aspiration

Adequate washing and adequate aspiration

Curve Inaccurate Pipetting

Check and Calibrate pipettes

Incomplete washing of wells

Ensure sufficient washing

Poor Inadequate mixing and aspiration reagents

Adequate aspiration and mixing reagents

Precision | Reused pipette tips, containers and sealers

Change and use new pipette tips, containers and sealers

Inaccurate Pipetting

Check and Calibrate pipettes

Inadequate reagent volumes added to wells

Calibrate pipettes and Add adequate reagents

Incorrect incubation times

Ensure sufficient incubation times

I(_)ol\;v Incorrect incubation temperature Reagents balanced to room temperature
Values Conjugate or substrate reagent failure Mix conjugate & substrate, color should develop immediately
No stop solution added Follow the assay protocol in the kit manual
Read beyond suggested reading time Read within the time recommended in the manual
Improper Sample Storage Store the sample properly and use the fresh sample
3::2:5 Improper sample collection and preparation Take proper sample collection and preparation method

Low quantity of analyte in samples

Use new sample and repeat assay
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