FineTest®

(For Research Use Only. Not For Use In Diagnostic Procedures!)

FineTest®

HEK293 HCPs (HEK293 host cell proteins) ELISA Kit

Catalogue No.: EH4435
Revision: V4.0
Size: 48T/96T

Please read the manual carefully before use. Please feel free to contact us, if you have any questions.

Tel 027-87384275
Email fine@fn-test.com
Website https://www.fn-test.com/

Please provide the batch number (see kit label) for more rapid response and services.

It's strongly recommended to use this kit within the expiry date printed on the kit label.

Wuhan Fine Biotech Co., Ltd

1st Floor, Building A02, Optics Valley Biomedical Industrial Park, Wuhan, China (430075)

Fax: (0086)027-87800889
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Technical support related documents

Title of Sample preparation Experimental operation TMB color rendering

Standard curve and
concentration calculation

D uide rocedure control software
ocument g P CurveExpertl.4(Including

tutorial)

https://www.fn- https://www.fn- https://www.fn-
test.com/content/uploa https://www.fn- test.com/videos/targete | test.com/content/uploads/
Website ds/2022/06/ELI§A— test.com/videos/elisa- d-control-of-tmb. 2019/08/CurveExpert-
Sample-Preparation- test/ . .
coloring/ 1.4.zip

Protocol-2022.6.6.pdf

QuickMark

Product Features

For quantitative detection of the presence 293 HCPs impurities in products manufac

Application .
tured by expression in HEK293 host cells.
Reactivity 293 HCPs Detection Method Sandwich
Range 0.313-20ng/ml Sensitivity 0.188ng/ml

Detection Duration

4 hours(excluding balancing and sample preparation)

Samples needed for
single well(Max)

100pL of culture supernatant, 100uL of culture lysate, and 50ul other liquid samples
that may contain 293 HCPs

Specificity 293,293T,HEK293
Storage 2-8°C(for sealed box)
Background

HEK293 is a human embryonic kidney cell line that was isolated from the kidney tissue of a female embryo

aborted in the 1970s. This cell line was initially created by Alex van der Eb and Frank Graham in 1973 for the

study of adenovirus replication and expression. Later, HEK293 cells were widely used in biomedical research

and production. HEK293 residual detection refers to the detection of residual HEK293 cells in a product. This

detection is typically used in the production of vaccines, antibodies, and other biological products to ensure

that the final product meets quality and safety standards.
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Principle of the Assay

This kit was based on sandwich enzyme-linked immune-sorbent assay technology. Capture antibody was pre-
coated onto the 96-well plate. The biotin conjugated antibody was used as the detection antibody. The
standards and pilot samples were added to the wells subsequently. After incubation, unbound conjugates
were removed by wash buffer. Then, biotinylated detection antibody was added to bind with antigen
conjugated on coated antibody. After washing off unbound conjugates, HRP-Streptavidin was added. After a
third washing, TMB substrates were added to visualize HRP enzymatic reaction. TMB was catalyzed by HRP to
produce a blue color product that turned yellow after adding acidic stop solution. Read the O.D. absorbance
at 450nm in a microplate reader. The concentration of target antigen in the sample is positively correlated
with OD450 and can be calculated by plotting the standard curve.

Kit Components and Storage

The sealed kit can be stored at 2-8 °C. The storage condition for opened kit is specified in the table below:

No. Item Size(48T) Size(96T) Storage Condition for Opened Kit

Put the rest strips into a sealed foil
bag with the desiccant. Stored for 1
month at 2-8°C; Stored for 6 month at
-20°C

E001 | ELISA Microplate(Dismountable) 8x6 8x12

Put the rest standards into a
E002 Ly0ph|l|ZEd Standard 1vial 2vial desiccant bag Stored for 1 month at
2-8°C; Stored for 6 month at -20°C

E003 Antibodf(ig:)i:;aantfcficejd, 100X) 60ul 120ul

E034 CO;E;;;‘;Z:STSOX) 60ul 120ul 2-8°C (Avoid Direct Light)
E024 TMB Substrate 5ml 10ml

E039 Sample Dilution Buffer 10ml 20ml

E040 Antibody Dilution Buffer S5ml 10ml

E049 SABC Dilution Buffer 5ml 10ml 2-8°C

E026 Stop Solution S5ml 10ml

E038 Wash Buffer(25X) 15ml 30ml

E006 Plate Sealer 3 pieces 5 pieces

EOQ7 Product Description 1 copy 1 copy

Note: The reagent bottle contains slightly more reagent than indicated on the label. Please use pipette

accurately measure and do proportional dilution.
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Required Instruments and Reagents

1. Microplate reader (wavelength: 450nm)
. 37°C incubator (CO, incubator for cell culture is not recommenced.)
. Automated plate washer or multi-channel pipette/5ml pipettor (for manual washing purpose)

. Precision single (0.5-10uL, 5-50puL, 20-200pL, 200-1000uL) and multi-channel pipette with disposable
tips(calibration is required before use.)

A W N

5. Sterile tubes and Eppendorf tubes with disposable tips
6. Absorbent paper and loading slot
7. Deionized or distilled water

Sample Collection and Storage

The following sample processing steps are concise operations. For detailed sample preparation guideline,
please refer to the QuickMark or the link (https://www.fn-test.com/content/uploads/2022/06/ELISA-Sample-
Preparation-Protocol-2022.6.6.pdf).

1. Cell Culture Supernatant

Collect the supernatant: Centrifuge at 2500 rpm at 2-8°C for 5 minutes, then collect clarified cell culture
supernatant to detect immediately. Or you can aliquot the supernatant and store it at -80°C for future’s
assay.

2.Cell Lysate

2.1 Suspension Cell Lysate: Centrifuge at 2500 rpm at 2-8°C for 5 minutes and collect cells. Then add pre-

cooling PBS into collected cell and mix gently. Recollect cell by repeating centrifugation. Add 0.5-1ml cell
lysate and appropriate protease inhibitor (e.g. PMSF, working concentration: 1Immol/L). Lyse the cell on
ice for 30min-1h or disrupt the cell by ultrasonic disruption.

2.2. During lysate process, use the tip for pipetting or intermittently shake the centrifugal tube to completely
lyse the protein. Mucilaginous product is DNA which can be disrupted by ultrasonic cell disruptor on ice.
(3-5mm probe, 150-300W, 3~5 s/time, 30s intervals for 1~2s working).

2.3. At the end of lysate or ultrasonic disruption, centrifuge at 10000rpm at 2-8°C for 10 minutes. Then, the

supernatant is added into EP tube to detect immediately. Or you can aliquot the supernatant and store
it at -80°C for future’s assay.

Notes: Read notes in tissue sample.

3. Other Biological Sample

Centrifuge samples for 15 minutes at 1000xg at 2-8°C. Collect the supernatant to detect immediately. Or you
can aliquot the supernatant and store it at -80°C for future’s assay.

Recommended reagents for sample preparation: Cat No: E051 100mM PMSF protease inhibitor, Cat No:
EO50 FineTest Lysis Buffer (for ELISA).
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Notes for Samples

1. The best sample storage condition: less than 5 days at 2-8°C; within 6 months at -20°C; within 2 years at
-80°C. Stored in liquid nitrogen for a longer storage. When melting frozen samples, rapid water bath at 15-25°C

can decrease the effect of ice crystal (0°C) on the sample. After melting, centrifuge to remove the precipitate,
and then mix well.

2. The detection range of this kit is not equivalent to the concentration of analyze in the sample. For
analyses with higher or lower concentration, please properly dilute or concentrate the sample.

4. Pretest is recommended for special samples without reference data to validate the validity.

5. Recombinant protein may not match with the capture or detection antibody in the kit, resulting in the
undetectable assay.

Precautions for Kits

1. When using different Elisa kits, labeling is required to avoid mixed components and failed assay.

2. After opening the kit, please refer to the table of storage condition for coated plate and standards

(Dampness may decrease the activity.). Other reagents can be stored at 2-8°C. If any component is missing

or damaged during the assay or storage, please contact us for ordering a new one to replace.(e.g. E002
lyophilized standard)

3. Sterile and disposable tips are required during the assay. After use, the reagents bottle cap has to be
tightened to avoid the microbial contamination and evaporation.

4. While manual washing, please keep tips or pipettors for adding wash buffer away from the well.
Insufficient washing or contamination easily causes false positive and high background.

5. During the assay, prepare required reagents for next step in advance. After washing, add the reagent into
the well in time to avoid dryness. Otherwise, dry plate will result in the failed assay.

6. Before confirmation, reagents from other batches or sources should not be used in this kit.
7. Don't reuse tips and tubes to avoid cross contamination.

8. After loading, seal the plate to avoid the evaporation of the sample during incubation. Complete the
incubation process at recommended temperature.

9. Please wear the lab coat, mask and gloves to protect yourself during the assay. Especially, for the
detection of blood or other body fluid samples, please follow regulations on safety protection of biological
laboratory.
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Recommended Sample Dilution Ratio

Please refer to the following table of recommended dilution ratio for HEK293 samples for reference. (ND:
Not Detected)

Sample Type Recommended Dilution Ratio Content

HEK293 Cell Culture
Supernatant(48h) 1/2 7.4ng/ml
HEK293 Cell Lysate (100ug/ml 1/20000 6308/

BCA)

If other dilution ratio for your sample model is required, please refer to the universal dilution ratio below.
(The ratio is suitable for single-well assay. For duplicate assay, please follow the calculation: volume of
sample and diluent x number of duplicate well)

For 2 fold dilution (1/2): One step dilution. Add 60uL sample into 60uL sample diluent and mix gently.
For 5 fold dilution (1/5): One step dilution. Add 24uL sample into 96uL sample diluent and mix gently.

For 10 fold dilution (1/10): One step dilution. Add 12uL sample into 108uL sample diluent and mix gently.
For 20 fold dilution (1/20): One step dilution. Add 6uL sample into 114uL sample diluent and mix gently.

For 50 fold dilution (1/50): One step dilution. Add 3uL sample and 47uL normal saline (0.9% NaCl) into 100
pL sample diluent and mix gently.

For 100 fold dilution (1/100): One step dilution. Add 3uL sample and 177uL normal saline into 120uL sample
diluent and mix gently.

For 1000 fold dilution (1/1000): Two step dilution. Create a 50-fold dilution first (normal saline is used
throughout the dilution). Then, create a 20-fold dilution and mix gently.

For 10000 fold dilution (1/10000): Two step dilution. Create a 100-fold dilution first (normal saline is used
throughout the dilution). Then, create the same dilution again and mix gently.

For 100000 fold dilution (1/100000): Three step dilution. Create a 50-fold dilution and 20-fold dilution
respectively (normal saline is used in the first two steps.) Finally, create a 100-fold dilution and mix gently.

Notes: The volume in each dilution is not less than 3uL. Dilution factor should be within 100 fold. Mixing
during dilution is required to avoid foaming.
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Reagent Preparation and Storage

Take the Elisa kit from the fridge around 20 minutes earlier and equilibrate to room temperature(18-25°C).

For repeated assays, please just take the strips and standards required for the current assay, store the rest
materials according to the relevant condition.

1. Wash Buffer

Dilute 30ml (15ml for 48T) concentrated wash buffer to 750ml (375ml for 48T) wash buffer with deionized or
distilled water and mix well. (The recommended resistivity of ultrapure water is 18 MQ.) Alternatively, take
appropriate amount of concentrated wash buffer according to the assay requirement, then create a 25-fold

dilution and mix well. Store the rest solution at 2-8°C.

Crystals formed in the concentrated wash buffer can be heated by water bath at 40°C till complete
dissolution. (Heating temperature should be below 50°C.) Mix well for the next step. It's better to use up the

prepared wash buffer in one day. Store the rest buffer at 2-8°C within 48h.

2. Standards
2.1. Centrifuge standards tube for 1min at 10000xg. Label it as Zero tube.

2.2. Add 1ml sample dilution buffer into the standard tube. Tighten the tube cap and Let it stand for 2min at
room temperature. Invert the tube several times to mix gently. (Or you can mix it using a low speed vortex
mixer for 3-5 seconds.)

2.3. Centrifuge the tubes for 1min at 1000xg, making the liquid towards the bottom of tube and removing
possible bubbles.

2.4. Standard dilution: Label 7 EP tubes with 1/2, 1/4, 1/8, 1/16, 1/32, 1/64 and blank respectively. Add
0.3ml of the sample dilution buffer into each tube. Add 0.3ml solution from zero tube into 1/2 tube and mix
them thoroughly. Transfer 0.3ml from 1/2 tube into 1/4 tube and mix them thoroughly. Transfer 0.3ml from
1/4 tube into 1/8 tube and mix them thoroughly, so on till 1/64 tube. Now blank tube only contain 0.3ml
sample dilution buffer. The standard concentration from zero tube to blank tube is 20ng/ml, 10ng/ml,
5ng/ml, 2.5ng/ml, 1.25ng/ml, 0.625ng/ml, 0.312ng/ml, Ong/ml.

Standlar
(ode:E002
trage 2-4C/0

s

¢

]

Zero tube 172 1/4 1/8 116 1/32 1/64

0.3ml 0.3ml 0.3ml 0.3ml 0.3ml

NSNS NS N T Y

blank

Prepare standard solutions

Notes: Store the zero tube with dissolved standards at 2-8°C and use it within 12h. Other diluted working
solutions containing standards should be used in 2h.
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3. Preparation of Biotin-labeled Antibody Working Solution
The working solution should be prepared within 30min before the assay and can't be stored for a long time.

3.1. Calculate required total volume of the working solution: 100ul/well x quantity of wells. (It's better to
prepare additional 100ul-200ul.)

3.2. Centrifuge for 1min at 1000xg in low speed and bring down the concentrated biotin-labeled antibody to
the bottom of tube.

3.3. Dilute the biotinylated detection antibody with antibody dilution buffer at 1:99 and mix them thoroughly.
(e.g. Add 10ul concentrated biotin-labeled antibody into 990ul antibody dilution buffer.)

4. Preparation of HRP-Streptavidin Conjugate (SABC) Working Solution

The working solution should be prepared within 30min before the assay and can't be stored for a long time.

4.1. Calculate required total volume of the working solution: 100ul/well x quantity of wells. (It's better to
prepare additional 100ul-200ul.)

4.2. Centrifuge for Imin at 1000xg in low speed and bring down the concentrated SABC to the bottom of
tube.

4.3. Dilute the concentrated SABC with SABC dilution buffer at 1:99 and mix them thoroughly. (e.g. Add 10ul
concentrated SABC into 990ul SABC dilution buffer.)

Assay Procedure Summary

*
3K
__(BRP . ¥
S"eptavédi":%? ( \]; * fhip Substots
Biotin 4 \ 4
LR -
Detwtiojl& //JIL &tg‘*
7 Q
’// Target s 1“5‘
\\/C/apture Ab \\// 3 { Q:P
Y u Y . .Y'( I » Y‘ .~]/ Yellow
X . A max 450nm
Step1 Step2 Step3 Step4 Step5

Step 1: Add 100ul standard or sample into each well, seal the plate and incubate for 90 minutes at 37°C.
Washing: Wash the plate twice without immersion.

Step 2: Add 100ul biotin-labeled antibody working solution into each well, seal the plate and incubate for 60
minutes at 37°C.

Washing: Wash the plate three times and immerse for 1min each time.
Step 3: Add 100ul SABC working solution into each well, seal the plate and incubate for 30 minutes at 37°C.
Washing: Wash the plate five times and immerse for 1min each time.

Step 4: Add 90ul TMB substrate solution, seal the plate and incubate for 10-20 minutes at 37°C. (Accurate
TMB visualization control is required.)

Step 5: Add 50ul stop solution. Read at 450nm immediately and calculate.
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Detailed Assay Procedure

When diluting samples and reagents, they must be mixed completely. It's recommended to plot a standard
curve for each test.

1. Set standard, pilot samples, control (blank) wells on the pre-coated plate respectively, and then, records
their positions. It's recommended to measure each standard and sample in duplicate to decrease
experimental errors.

2. Standards and samples loading: Aliquot 100ul of zero tube, 1% tube, 2" tube, 3" tube, 4" tube, 5 tube,
6" tube into each standard well. Also add 100ul sample dilution buffer into the control (blank) well. Then,
add 100ul pilot samples into each sample well. Seal the plate and incubate for 90 minutes at 37°C. (Add the
solution to the bottom of each well. Mix gently and without touch the sidewall and foam the sample.)

3. Wash twice: Remove the cover, then absorb the liquid in the plate or tap the plate on a clean absorbent
paper two or three times. Add 350ul wash buffer into each well without immersion. Discard the liquid in the
well and tap on the absorbent paper again. Repeat the washing step twice.

4, Biotin-labeled Antibody: Add 100ul biotin-labeled antibody working solution into each well. Seal the plate
and incubate for 60 minutes at 37°C.

5. Wash three times: Remove the cover, then absorb the liquid in the plate or tap the plate on a clean
absorbent paper two or three times. Add 350ul wash buffer into each well and immerse for 1min. Discard
the liquid in the well and tap on the absorbent paper again. Repeat the washing step three times.

6. HRP-Streptavidin Conjugate (SABC): Add 100ul SABC working solution into each well. Seal the plate and
incubate for 30 minutes at 37°C. (Put the whole bottle of TMB into the 37°C incubator to equilibrate for
30min.)

7. Wash five times: Remove the cover, and then wash the plate with wash buffer five times. Read washing
method in step 5.

8. TMB Substrate: Add 90ul TMB Substrate into each well, seal the plate and incubate at 37°C in dark within
10-20 minutes. Run the microplate reader and preheat for 15min. (Notes: The reaction time can be
shortened or extended according to the actual color change, but not more than 30 minutes. You can
terminate the reaction when apparent gradient appeared in standard wells. Weaker or stronger color
intensity is unacceptable. Please refer to TMB color rendering control in page 2 or QR code for detail.)

9. Stop: Keep the liquid in the well after staining. Add 50ul stop solution into each well. The color will turn
yellow immediately. The order for adding stop solution and TMB substrate solution is the same.

10. OD Measurement: Read the O.D. absorbance at 450nm in a microplate reader immediately and calculate.
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Calculation of Results

1. Calculate the mean OD450 value of the duplicate readings for each standard, control, and sample. Then,
obtain the corrected OD450 by subtracting the OD450 blank.

2. Create a four parameter logistic curve by plotting the mean absorbance for each standard on the y-axis
against the concentration on the x-axis. (Remove the OD450 blank during plotting.) Alternatively, you can
use the curve fitting software offered by the microplate reader (e.g. Thermo Skanlt RE software, Curve
Expert 1.3 or 1.4 available in FineTest website).

3. Calculate the sample concentration by substituting OD450 value into the standard curve. Diluted samples
should be multiplied by the relevant dilution ratio.

Typical Data & Standard Curve

The following assay data are provided for reference, since experimental environment and operation are
different. The establishment of standard curve depends on your own assay.

STD.(ng/ml) 0oD-1 0D-2 Average Corrected

0 0.087 0.082 0.085 0.000
0.3125 0.195 0.215 0.205 0.121
0.625 0.287 0.274 0.280 0.196
1.25 0.446 0.436 0.441 0.356
2.5 0.661 0.672 0.666 0.581

> 1.139 1.143 1.141 1.056

10 1.628 1.603 1.615 1.531

20 2.253 2.286 2.270 2.185

OD450

0.0 37 1.3 11.0 147 18.3 22.0
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Precision

Intra-assay Precision: samples with low, medium and high concentration are tested 20 times on same plate.

Inter-assay Precision:
different plates.

samples with low, medium and high concentration are tested 20 times on three

Item Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
n 20 20 20 20 20 20
Mean(ng/ml) 0.61 2.51 10.1 0.62 2.55 10.4
Standard deviation 0.04 0.13 0.42 0.04 0.14 0.46
CV(%) 6.6 5.2 4.2 6.4 5.3 4.4
Recovery

Add a certain amount of HEK293 HCPs into the sample. Calculate the recovery by comparing the measured
value with the expected amount of HEK293 HCPs in the sample.

Matrix

Recovery Range (%)

Average (%)

Cell Culture Supernatant (n=10)

86-112

96

Linearity

Dilute the sample with a certain amount of HEK293 HCPs at 1:2, 1:4 and 1:8 to get the recovery range.

Matrix

1:2

1:4

1:8

Cell Culture Supernatant (n=10)

95-105%

95-108%

91-101%

Stability

Perform the stability test for the sealed kit at 37°C and 2-8°C and get relevant data.

Elisa kit(n=5)

37°C for 1 month

2-8°C for 6 months

Average (%)

80

95-100
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ELISA Troubleshooting

If the ELISA result is unsatisfied, please take a screenshot for the staining result and store the OD data. Keep
used strips as well the rest reagents. Contact us to solve your problem with the kit’s catalogue number and
batch number. You can also refer to the following table to check the reason.

Problem

Possible Causes

Solutions

Standard curve
without signal

Incorrect order for adding reagents

Confirm the required reagent added in each
step. Also repeat the assay and verify.

Use components from different kits

Use the component included in the same kit.
Also repeat the assay and verify.

Forget to add some reagents

Verify whether the required reagent is added.

Overflow OD

Use components from different kits,
or prepare the working solution with
higher concentration

Use the component included in the same kit.
Also repeat the assay and verify.

Poor standard
curve

Inappropriate curve fitting model

Try to plot the curve by different fitting
models.

Samples without

The amount of pilot sample is lower
than the detection range.

Decrease dilution ratio or concentrate the
sample.

The detection target is incompatible
with the buffer.

Verify the compatibility of sample storage
buffer with the pilot sample.

signal . Please refer to sample preparation guideline
Incorrect preparation of sample
and regularly store.
Longer storage of sample or freeze- Aliquot and store samples according to the
thaw cycle assay requirement.
Precipitate is formed in the well S :
P . . Increase the dilution ratio of the sample.
during staining.
Don't touch the bottom of the plate during the
Unclean plate
assay.
. . Avoid foaming during reading in a microplate
Foam is found in the well. & & q & P
High CV% reader.

Each well is washed unevenly.

Check whether the tube of the washer is
smooth.

Reagents are not completely mixed.

Mix all reagents completely.

Inconsistent pipetting

Use calibrated pipette and correct pipetting
method.

Standard curve
with low signal

Standards are improperly
reconstituted.

Before opening, shortly centrifuge the
lyophilized standard tube till complete
dissolution.
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Standards have been degraded.

Follow suggested storage conditions for
standards.

When pipetting, the required volume
is incorrect or inaccurate.

Use calibrated pipette and correct pipetting
method.

Expired kit

Don't use expired products.

Improper storage

Follow suggested storage conditions for all
components.

The well is over dried.

The assay and sample loading process can't be
terminated. Especially after washing the plate,
add reagents immediately. Seal the plate
during incubation.

Slow colorimetric reaction

Before use, equilibrate the whole bottle of
TMB substrate for 30min at 37°C. Extend the
incubation time.

The wavelength of the microplate
reader is incorrect.

Check the wavelength and read the OD450
value again.

The well is washed excessively.

Follow suggested washing times in this manual.

High Background

Insufficient washing

Follow suggested washing times in this manual.

Wash buffer is contaminated.

Use the prepared wash buffer immediately.
During manual washing, add wash buffer
without touching the well.

Too many detection reagents or
higher concentration.

Use calibrated pipette and correct pipetting
method.

Reading of assay result is not in time.

Read the assay result immediately after adding
the stop solution.

TMB substrate is incubated in strong
light.

During colorimetry, incubate in the dark.

13/25




FineTest®

Declaration

1. Limited to current conditions and scientific techniques, all raw materials are not completely identified and
analyzed. This product may have a technology-related quality risk.

2. During the Elisa kit development, some endogenous interferons(not all) in the biological sample have been
removed or decreased.

3. The final assay result is related to the validity of reagents, experimental operation and environment.
FineTest is only responsible for this kit, excluding sample consumption during using this kit. Before use,
please consider and prepare enough samples required by the assay.

4, To get a satisfied assay result, please use all reagents offered by this kit. Don't use any product from other
vendors. Strictly follow instructions of this manual.

5. During assay procedure, incorrect reagents preparation and parameter setting of the microplate reader
may result in the abnormal result. Before assay, please read this manual carefully and adjust instruments.

6. Even if the assay is performed by the same person, results in two independent assays may be different.
Thus, each step in the assay should be controlled to ensure the reproducibility.

7. Before delivery, this kit is subject to the strict QC. Influenced by transportation conditions and
experimental devices, the assay result got by the customer may be different from original data. Inter-assay
CV between different batches may be caused by reasons before.

8. This kit is not compared to similar kits from other vendors or methods for testing the same detection
target. Thus, assay results may be inconsistent.

9. This kit allows for research use only. For IVD or other purposes, FineTest is not responsible for relevant
consequences and doesn't bear any legal liability.
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A 90 2

AR GRS ELISA i IR & b Bl e ik e B iiid . RAVEMR-FUAME R IITIA . FbrdEdh
IR IMAAL T T ERERG G . AL R-BTUE, EMR-BNHUES L A e gk B
& BEERGERINT G, M HRP-EEFE R MIZK (SABC) . FRUE L RESEHIK T, TN TMB S EJEY), TMB 7EHHR T
AACYIEE(HRP) AL T 2B €, IR N2 I EWR A R . FIBBARIXAE 450 nm KUl OD . HAIHTEIKE 5 0D450
HZ A RIELE, 33 2 b v 2 T S it o AT I

F A RIT S e R
K E IR G, THRAEAE 2-8°C JFRR, TRAFKME AN RAE TR
A H K HH (48T) HH (96T) TFR JGRAE A
Eli - e K RAE A FURN R BER TEAE P, IR
E001 '%%FWEW%W | 8flx6 % | 84lx12% | ATHEA, WA, WTE 2-8°C A7 1
ELISA Microplate(Dismountable) ANH 1E-20°C {747 6 AN
Ve T e AL ROFRE BT IRAI . 7]
{/\ 7N H
E002 fﬂﬂﬁﬂ 1% 2% 16 2-8°C -7 1 M5 7E-20°C {747 6 4>
Lyophilized Standard H.

AL ER-PLiE 100X
E003 1 3 60ul 1 3 120ul
Biotin-labeled Antibody

We4E HRP-BE R R Al Z 100X

E034 1 3% 60ul 1 3% 120ul 2-8°C (i)
HRP-Streptavidin Conjugate(SABC)
T™B & ‘ ‘
E024 RARN 1 i 5ml 1 )i 10ml
TMB Substrate
BRI ‘ ‘
£039 " 1 3 10ml 1 3K 20ml

Sample Dilution Buffer

PO R R . X
E040 1 i 5ml 1 i 10ml
Antibody Dilution Buffer

SABC Fh il , , °
E049 1 Jif 5ml 19 10ml 2-8°C
SABC Dilution Buffer

SRR

E026 1 9 Sml 1 3 10ml
Stop Solution
WAR VI 25X ,
E038 IR 1/ 15ml 1 i 30ml
Wash Buffer 25X
E006 7 35k 55k
E007 BT 14 14

R BRI AR SRR AR LR ZEAR WA IO 2 o 35 08 A% W48 5 W S DO 50AH 2 EL A
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It T 28 A4 Ak

1. BEEFRA (IR K 450nm JEG )

2. 37°CIHIR(AHERFEH A co, B 774H)

3 B Zh P RLE 2 R A /5 ml (T L)

4,  FEEIBAIE(0.5-10uL, 5-50pL, 20-200uL, 200-1000wL)F1 22 31 5% W o (5 i A4 FH BT A ) .
5. JCHM EP B K IRPER Sk

6 W 7K 4% B IR A

7. EETKEZEREAK

B KRR R ARFF

AT R E P BRI BRAE, HANAEEE R T RHE MR =450

1. ¥FELE

ek L iEW, 2-8°C, 2500rpm BSLr Smin, WA AR 77 LG . SEEI AR, sld% — ki) B2 T -80°C
.

2, RFEWR

2.1, EVRANMR s R B AR 2-8°C, 2500rpm 250 Smin, UWCEELIM. FEAIATHA K PBS BRI AE TR, 2-8°C,
2500rpm .0 Smin, WM. IO 0.5-1ml 41 fE 2R &% & =8 A B HI57 (20 PMSF,  TAEIRIE 1mmol/L), BT
b, R 30min-1h , B A IR .

2.2 AU ZR IR AT A Sk T BRIAT TR 3 250, R B 7e e 4R, LA BPIR S DNA, AT DU P G 75 O e
DNA. (BFIEES 3-5mm 73k, Th=* 150-300W, VK @B A AEERES, TAE 1-2 8, 151k 30 %, 3~5 NMERF. )

2.3, ZUREE AR SE R, 2-8°C, 10000rpm 2.0 10min, FIEB A EP B, LRI TR, =ik — &% T
-80°C 574 H o

3. HAtAMRAE

2-8°C, 1000xg &5-LoFF it 20 738l o WA EFML BT T, Bds — ok B2 e T--80°C R AF#

FEAZUAR M FA SR HESE: 100mM PMSF & (IREHIHIF, 175 E051. FineTest Lysis Buffer(for ELISA), $%5: E050.

FAELEEREM

1.

B R 26E: 2-8°C IRAFN/NT 5 K, -20°C AN#EIE 6 N H, -80°C AN 2 4, it DL i 8] N AR A7
B AT IR ARBALES, SAT Ub UK (0°C) SRR S IO IR, RSR A 15-25°C /Ky P @il , @ik a0k 2 00iE s,
WREE R TR

TGN Vi AN S5 () TR AS P AR R BV B S SRR ot P R A PR e T BT AR, 9 A AR O 24 1 R B
45 .

TR R, B2 HE, RIS IR I HA Rk
A B T A5 k) A SR Bk I T A AN DG I T R AN R e I A 155 L
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B & A R
1. MEAARRMKAGEN, R, B, SRR R

2. WHEITE G, BEARARCRIBRAE i B ORAE 25 111 228 A ORAE SR PF R (2 JE TG R & R B o R ZE A T AR A AN 2
SRS, AT HGE SR E A (W0 E002 KR T RRAEM) . HE AR TR 2-8°C AR .

3. WA KRR BGRA, EHE, AR e, AR RS R
4. FIUEHES, PRIk s, D121 AL . ANTE 3 IR BT YR B dE AR PR PR A i 1 5
5. AR, ERATMESE N PSRBT, YRR RRGIARRAL, B EAR LT, S EUS IR

6.  TERZGHINIIBOLT, 120K F A it 2l 70 & 03700 B AR i 1 370 A T A5l 7 o
7. EBEEMMH—IREWREL, PoRIE S X5 L.
8. OFETERR, WHPE MR ARG B FRAE S AR, TR TR A LR
9.  REPEFREMR. WMOSE, FES, MUEpiy T 552K il s A AR S, 1 E K Ey iR s
LA I PAT
R RHEH
DL RN AAF G40 HEK293 FEAMERE MR LU, (525, (ND NRAH)
FEAR Y 2 A R L 451 SHEEE
HEK293 #53% BiF (353% 48h) 1/2 7.4ng/ml
HEK293 A (100ug/ml BCA) 1/20000 63ug/ml

MR AR AT ELABBRELLY], S SH W0 T EHMRET RO ZAR A B E LR %, FERERL
I, VRO SRR A AR x 2 AL

Fike 2 f(1: 2): — B Mk, B 60ul FERINA 60ul #f M AR, BRI S

MaBE 5 (1. 5): — BB B 24ul FER 96ul FE BRI, BRRIES.

Fike 10 fif(1: 10): —LFikE. HU 12ul FESINN 108ul BB, BEES.

Wik 20 f5(1: 20): —DHRE. B 6ul FEAIIA 114ul FEAFRR T, BRES .

ke 50 fi5(1: 50): —BHikt. BN 3ul A b K 47ul ALK (HD 0.9% & A044) I\ 100ul AR, BRI,
FiBE 100 £5(1: 100): —DFiFE. B 3ul #Edh & 1770l AEFERKIIN 120ul B FRRERT, RERIRS.

HiFE 1000 f5(1: 1000): PHLHFiRE, TISeHiRE 50 f5 (ML DR A EKMRE), FHFE 20 F. BERS.
Bt 10000 fi5(1: 10000): PiEMiRE, WISEHiRE 100 fif (LD P4 (8 I AR BEER KA RE), FERARE 100 fif. BRIRS.

i B 100000 ff(1: 100000): = LHike, AIJeMiRE 50 1%, PR 20 £ (AT W90 208 AR B SR ARRE), B )a #iFE 100 i .
R .

EX: SPRENRREANDT 3ul, BEEARAEN 100 . SPHBEARRGHS, BEENH.
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oI BT v A
PEAT 20 28 VKA FECH R &, PRI =R (18-25°C) . IR E T 0 2 WRAEH, E U AR VR SIS T 7 R AR AR
S TR e, oA BRAR AR 25 AbRHE 5 75 154 5 SR AR AT
1. YR¥W:
P2 B Tk & MK (P B B2 18MQ B 217K )4 30mI IR 4 WE I (48T A 15mI) R & 750mI(48T A 375ml) IR
5o BRI, BUEBIRGVEHBFRREE 25 ARUIRRE, K AR A % E 2-8°C.
W R PG TR T AR, BT RAE 40°C AW M E IR A Rl IS 50°C), ELE MRSV R, RSB,
FCHAF e, BRIF AR 5, FATER), W LURAFAE 2-8°C, AT 48 /M.
2, FRvEM:
2.1, BVETFRAE S T 10000xg 250 1 434 . FRICN Zero tube.

2.2 B iml BERARBEBUIMANGE TAruE S b, e RE &, =REE 2 28, L TFEREBOERIRAN(ENA 1mL B 5
MR, §E 12 e, FIREREAGES 3-5 #). 1000xg R .0 1 480, BBRIREREK.

2.3, LR B 7 AN EP A, 4 BIFRICA 1/2. 1/4. 1/8. 1/16. 1/32. 1/64 Hl blank. SGZERFAS EP &4 SN
0.3ml MIFESFEREM . FHHL 0.3ml Zero tube bRy IERIIAT] 1/2 &, RATRE . B 0.3ml 1/2 BARHE AR E]
1/4 &, RIREG. B 0.3ml 1/4 BARE ISR R 1/8 B, RMSEE, KILEHE. EE Blank EP & (A FE
BEW. BEET, M Zero tube 3 blank #iX 8 > EP B FRARE S VR E 43514 20ng/ml, 10ng/ml, S5ng/ml, 2.5ng/ml,
1.25ng/ml, 0.625ng/ml, 0.312ng/ml, Ong/ml.

0.3ml 0.3ml 0.3ml 0.3ml 0.3ml

NN T Yy

Standar
(ode:E002
trage 24¢

¢
H blank

Zero tube 112 1/4 1/8 116 1/32 1/64

Prepare standard solutions

E: DR ESERMER, ERET 2-8°C, HFFE 12 NN SRR R B AR S TAEBRET 2 AR .

3. BEMR-HilkTIER:
SLIGHT 30 AP HE LT, BRI, ANEA K.
3.1, THEFTT TR SRR 100ul/fUxfLE. (BdrE4 L B RF 2 100ul-200ul I HE)
3.2, 1000xg I 0 1 7%, BIRG A E-PURIE R E R .
3&34; FPUARFERE % 1/100 I ELBIRBIR AR AR -Puik, 780 TR 5T (ks 10ul WRGAAE VIR -PUAR NN 990ul HifAH B
)
4. HRP-HEERAEK (SABC) LIEW:
SCIGHT 30 A Bh N HES LT, BB, AEA KA
4.1, VFERTER TAER I SRR 100ul/FLxfLE . (R iFHE % L SR 2 100ul-200ul 5. )
4.2, 1000xg IHE 0 1 540, Fkds SABC IE E K.
4.3, HI SABC MilEii% 1/100 B LLBIRGRE MR AR SABC, FR/MIRS] . (WK 10ul FIH4E SABC I 990ul SABC Hi B H)
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BIEDRBIE

o

3x
w5
Streptavadin ™
) ™8 substrate
LR -

Capture Ab

] \J \ — O N N
N N \ ] N

Yellow

A max 450nm

Step1 Step4 Step5
BB 1 LRI 1000l bRAE S ECREIIRE L WG B, 37°C #FE 90 Srdh.
Pk VEIR 2 k. AR
B 2: M 100ul AV E-PUA TR, W LA, 37°CHFE 60 /5.
Vet VEIR 3 IR BRI 1 k.
BB 3. N 100ul HRP-5E %35 7125 (SABC) TAEW, My LAFIE, 37°C HEHE 30 4r4h.
YR : VeI 5 . RKIRIE 1 b
BB a: 0 90ul TMB B . W EEBE, 37°C ¥ H 10-20 4P (B TMB B i k).
BB S: NN 50ul MK IR STEIFE 450nm AbiEY 0DA50 {5 .

FHBRIED R
FORERE R RIS, Ffd 0158 AR A R UCUI R 4 bl i 26
1. BoEpbREmAL. BERIL. B, JFCREALE. SRR, B bR SRR S B T AL

2. A FARESALPI 100ul # B EEARAE S, [RE S LI 1000l & EERRE AR AR &L A LT 100ul
FESARRE . Wi EAZIE, JRAE 37°C THEE 90 70 Bl CREEMRAR MBI RS, 55 shiRs, JFR fetf
P BEAEC I . )

3. WeAR 2 k. HONEME, WK B BEARR N A, R I ROK AR B4 2-3 K. REALINABEER S b 350ul, A
B, FLANIAR, ERKAR L 2-3 k. BEEBBERCEER 2 1k,

4,  MEME-FETER: SN 100u EME-FAETIER. W LR, 37°CIE 60 24,

5. YEBR 3 IR HURAL, Wk s A ARAR N WA, AEVE IR ROTROK AR AR 2-3 IR LI BEER 2P 350ul, IR
108, FEEALARR, UK B 2-3 K. HE VPP 3 K.

6. N HRP-BEEE MK (SABC): A AEFLANA 100ul SABC TAE. W LA, 37°C 1 E 30 44, (FIRPKFEMH TMB JIIA
37°C iR F6 ¥ 30min)

7. WEAR 5 R HUNERE, IR WER 5 Ik, THESHE SR 5.

8. A TMB BEJEW: W EELIIA 90ul TMB ()Y, W LA, fE 37°C B 10-20 3% STITBEAR AT
15min. (VER: MRIEHEORISLERAR I, SN a) AT AR A BRAE A, (HANRERE 30 208l . M bnvfEAL b i DL A BE
LR, ATLAZR R SN o 0 5R EA By R S5 BT 5, G A ) S €05 R A B T A5 B T UM SR SR e M)

9.  IIRMAEEW: BO)E, SLNBEANTTFEE, FEFLIIA 50ul OB &R Bk b oL A . RNk
TR 5 7 0 TMB.JER 420 P9 I A T o

10. OD EMWE: 7EHEGHR{XAE 450nm 4L 0D450 i F it 5.
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N
1. HUBRHE S AL E FLIG T oD4s0 18, 9827 A FLIY 0D450 {EF NIZIE(E

2. DUKFZONREALRR, ODA50 (A AsHR, WG VU Z 507 fE 4PL i bRk il 28 (1F R L4 2 AL RO ot m A T g b
A A7 IR EUBE (1 Thermo FC Y5 BigbR{X Skanit RE #fF), BX Curve Expert 1.3 or 1.4 Tl B (A 22 &) 3t AT DA 4
P BAE ) 2 b A il 2

3. CKFEAR 0D450 (EARAARAEIZL, RIATTH AR BIRE R AU LB A RE M AR oL, DU 35 3Fe LAAH I O A A £

SR 7 35 22 1) o o Wi 28 1 10 BH

1. ZRMEE. — AR ERPURIREE, B —ANF R oD4s0 . R EE IR B TS, Bl AT 0.99 F5
WEAEwLE. R, LERAESES ML N m EREdE S, SEHRES R,

2. P BE: HE RIS A E SR T s e . e B EAE R RO B S R R R X T TR R 218 BRI
A B 50 H s 2.

3. SHEYICTEE: AARE IRV R R R . H VI B e T 2 B Ok R .

4, WS HSEGFE(APLEL SPL)HIZE: kTR AR, HETHMSE, s XKEME ML, REFEFEE &,
APL BB R i B B WK, T SPL B TR AREIEOL, B EIE A R T. WRE KA LY, W 4-PL AT 5-PL K
& F TR 43 ELISA B2 IEAnvi dh 4k .

SERO B B bn o i 28
R B ARSI KRB TEZ 5, DA SEIRBUR AR vl i 26 e 53, Se30 N L FRARYE H OS2 0 id r pr i ih 42
STD.(ng/ml) OD-1 0OD-2 Average | Corrected
0 0.087 0.082 0.084 0

0.3125 0.195 | 0.215 | 0.205 | 0.1208

0.625 0.286 | 0.274 | 0.280 | 0.19575

Q
wn
=
1.25 0.445 | 0.435 | 0.440 | 0.3559 g
2.5 0.660 | 0.671 | 0.666 | 0.5814
5 1.138 | 1.142 | 1.140 1.056
10 1.628 | 1.602 | 1.615 | 1.5308 o
0.0 37 73 11.0 147 18.3 220
20 2.253 | 2.286 | 2.269 | 2.1851 ngiml
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WAREERE: AR, e R EREA S BITE A 1 SBAR A A 20 K.
WIS EEE: AR mREREA 7 4 3 BRBEbraR A 20 UK.

F AR RH CAEREE T
FEA 1 2 3 1 2 3
= 20 20 20 20 20 20
SF- 211 (ng/ml) 0.61 2.51 10.1 0.62 2.55 10.4
PRt 2 0.04 0.13 0.42 0.04 0.14 0.46
A5 R (%) 6.6 5.2 4.2 6.4 5.3 4.4
[B] e %
g%* BB HEK293 15 R A IMAFEA T, Jf i I B8 55 4 it v HEK293 15 32 2 1 1 T B AT BBk 15 [l i
el e A5 (%) S EE (%)
Fi%(n=10) 86-112
ik
P I I8 2K HEK293 1 R A RIRE L 70 IR RE 2 £ 4 i, 8 i RAGIN, 751 MR .
FERh R 1:2 1:4 1:8
Li&(n=10) 95-105% 95-108% 91-101%

et
AYFE A GELE 37°C f1 2-8°C AT srat, B H B EHEHE.
7 £ (n=5) 37°c — 1 H 2-8°C A MMH
FIMHE (%) 80 95-100
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EmAﬁ%ﬁ%%%
SCTOSE I, VR B (4 BT A SR, (R RTTRAR TR F A FE R T

5T A4 AP R L. IO T ) 5t B Jofs 4 50

A Th A HIBIA
RO S B 7 0t BB BT TR, T — YO A

b A A A T R R A AL (R A S S LA, TR B O
i HA R 7

b gy | o0 L NFSUEIOAE SEE LI e gk g ater, R BRI A
WP =

WAL | W SRR 22 4
U A 00 5 ORI IV 5 S B

¥
o
cH
o
jartis
P}

R0 RN 22 b R A A A

T DR it 7 2 V5 AR U R A 2 1

P it 1 2 AN T 1

226 P il ) 2 15 7 LG DR A7

T ity R A I TR 3o A B 5 2 i

% UKl B 00 28 9 RS R AT

IR L R RO E

B R S R AR RE A B

FEFRAR AT 15 S I6 ] 70t i J Ao A B 35
LB AE iff f B AR S BT FL AR 2
A R (V) BOK
W ALLEHEA BN E D2 5%
RAAIRS] BB RA R RE
i E AR — A58 FHASE YHE 07 10 % 0 2 AR TE f A % Y7 V%
PR i R IEAN Y AR O TR R S e
T & L P4 Yot A2 7 SARTERS UE iy
FE VAR B o A BN {of FRAS Y B 0 00 8 AR IE A R BB Y0 9%
R it AN FH 3
WA EIREAY 22 U0 B P ER AR AT % 5
PRk il 2615 5 55
AL 4 T K B BRI AR AR T R by . RHIER 2 S5, T &R
m NIRRT BER, MHEE,
- RS TS B TMB S I LE 37°C B4
Fig S iz 52 30min. FEK G5 E B[]
BEEAR SO AN IE#) 1% S K - E i B 0D450 {8
WL Pt B T I R IR B VAR B
HEE R B T I R IR B VAR T K
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Vel G MR 215 VeI IS, T U S nsem, A il KA AL
R 2, elie BRI sk PR HHE 4 (0 RS YR8 AN LA B R 987 1%

21k JE B L PPN ot YRRV

TMB I B £E 5806 T REAT N R

B
1. FRTIUA A RR BRI, MABEXT I R AT AT (2 00T, A7 Bl BEAEAE — 2 M BT BOR KUK -
2. ARG AR LB/ FR T AV A AR B — e N EE T R, IR AR FTRERS I B R K 2 L B

3. ML R G UHRA RE . SHIRE HIRH R B AR DL I B SEIR AR S R IR B DI o0, A A7) A XA A @A &
Gt AN PR AR S P i R RE AT AR 5T, 38 T A 78 0 B S BURE A T BE RO (T B, LR 78 AR (KR AR

4. N TIBEVGFROSRIRAE R, R RIA A F S AR B GRS BRI A A R A TR IR B A R A
5. T ERAEE R Al UL LB S B B AN IR, R RS RN, S AT A 20 D U A A5 O R B R

6. RIAERAF N R AF ] BEAE i AL LI P AR BRI SR, VORISR E B, & 2| st i b g —
HRE- (B

7. BUNE RIS A BB, AR, BUNIS SRR RIS WA 2 R AR A R B, AR 45 R T e
PEA 2 A EI R B & R ) 22 R AT ek B Ll R A

8. ARG AR Al K F SR & A [ AT F) — B A 0 b AT X b, B DUASHERR AR U 45 A — B i 0L

9. G DUHEO SO, ke R T RIS W AT LA T 3, 2 WK AR B b 7 A B R A 5T, TR AN AR AEAT
L.
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