L_-j NOVUS

a blotechne brand

PRODUCT INFORMATION & MANUAL
Human TNF-a Valukine™ ELISA

VAL105G

For the quantitative determination of natural and recombinant
human TNF-a concentrations

For research use only.
Not for diagnostic or therapeutic procedures.

Bio-Techne China Co. Ltd
P: +86 (21) 52380373 P: 8009881270 F: +86 (21) 52381001
info.cn@bio-techne.com

Please refer to the kit label for expiry date.
Novus kits are guaranteed for 3 months from date of receipt
Version202210.3




TABLE OF CONTENTS

. BACKGROUND. .......cciiiirrtiin s 2
. OVERVIEW. ...t s s s s s s s n s ssn s 3
ll. ADVANTAGES ........o oottt s s s san e s an e s nns 4
IV. EXPERIMENT ...ttt s s s s e s s s e s sane s 7
V. KIT COMPONENTS AND STORAGE .........ccconiirrrrrnnnnnss e sssssssssssssssanes 8
VI. PREPARATION ..ot s s s ssss s ssas s snessnnnans 11
VII. ASSAY PROCEDURE ... s ssas s ssassssssssns 13
VIII. RERERENCES ..ot s s sss s s snn s 15



. BACKGROUND

Tumor necrosis factor alpha (TNF-a ), also known as cachectin, is the prototypic
ligand of the TNF superfamily (1). It is a pleiotropic molecule that plays a central role
in inflammation, immune system development, apoptosis, and lipid metabolism (2-5).
TNF-o is also involved in a number of pathological conditions including asthma,
Crohn’s disease, rheumatoid arthritis, neuropathic pain, obesity, type 2 diabetes,

septic shock, autoimmunity, and cancer (5-11).

Human TNF-a is synthesized as a 26 kDa type Il transmembrane protein that consists
of a 35 amino acid (aa) cytoplasmic domain, a 21 aa transmembrane segment, and a
177 aa extracllular domain (ECD) (12, 13). Within the ECD human TNF-a shares 97%
aa sequence identity with rhesus monkey, and 71% - 92% aa identity with bovine,
canine, cotton rat, equine, feline, mouse, porcine, and rat TNF-a. It is produced by a
wide variety of immune, epithelial, endothelial, and tumor cells. TNF-a is assembled
intracellularly to form a nonconvalently linked homotrimer which is expressed on the
cell surface (14). Cell surface TNF-a can both induce the lysis of tumor cells and virus
infected cells, and generate its own downstream cell signaling following ligation by
soluble TNF RI (15, 16). Shedding of membrane bound TNF-a by TACE/ADAM17
releases the bioactive cytokine, a 55 kDa soluble trimer of the TNF-a extracellular
domain (17-19).

TNF- o binds the ubiquitous 55-66 kDa TNF RI (20, 21) and the hematopoietic
cell-restricted 78-80 kDa TNF RIl (22, 23), both of which are also expressed as
homotrimers (1, 24). Both type | and type Il receptors bind TNF-a with comparable
affinity and can promote NF-«xB activation (25-28). Only TNF RI, however, contains a
cytoplasmic death domain which triggers the activation of apoptosis (3, 29). Soluble
forms of both types of receptors are released into human serum and urine and can

neutralize the biological activity of TNF-a (30-32).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human TNF-a. has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and an TNF-a present is bound by the
immobilized antibody. After washing away any unbound substances, a biotinylated
detection antibody specific for human TNF-a are pipetted into the wells. After washing
away any unbound substances, streptavidin-HRP are pipetted into the wells.
Following a wash to remove any unbound reagent, TMB Substrate solution is added
to the wells and color develops in proportion to the amount of TNF-a bound in the
initial step. The color development is stopped, and the intensity of the color is

measured.

B. LIMITATIONS OF THE PROCEDURE

¢+ FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC
PROCEDURES.

+ This kit is suitable for cell culture supernate, human serum and plasma.

+ The kit should not be used beyond the expiration date on the kit label.

+ Do not mix or substitute reagents with those from other lots or sources.

+ |If samples generate values higher than the highest standard, dilute the samples

with Reagent Diluent (1x) and repeat the assay.

+ Any variation in operator, pipetting technique, washing technique, incubation time

or temperature, and kit age can cause variation in binding.



lll. ADVANTAGES

A. PRECISION

Intra-assay Precision (Precision within an assay)
Three samples were tested twenty times on one plate to assess intra-assay precision.
Inter-assay Precision (Precision between assays)

Three samples were tested in twenty separate assays to assess inter-assay

precision.
Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (pg/mL) 384.0 93.3 24.9 383.3 93.1 249
Standard Deviation 9.8 1.6 1.1 9.7 2.0 1.2
CV% 2.6 1.7 4.4 25 2.1 4.7

B. RECOVERY

The recovery of human TNF-a spiked to levels throughout the range of the assay in

various matrices was evaluated.

Sample Type Average % Recovery Range %
Cell culture media (n=3) 92.7 85.7-94.3
Serum (n=4) 95.0 86.3-108.6
Plasma (n=3) 86.8 70.5-101.9

C. SENSITIVITY

The minimum detectable dose (MDD) of human TNF-a is 0.67 pg/mL.

The MDD was determined by adding two standard deviations to the mean optical
density value of twenty zero standard replicates and calculating the corresponding

concentration.




D. CALIBRATION

This immunoassay is calibrated against highly purified E. coli-expressed recombinant
human TNF-a.

The NIBSC/WHO 3 International Standard for TNF-a (12/154), which was intended
as a potency standard, was evaluated in this kit. The NIBSC/WHO standard is a E.
coli-derived recombinant human TNF-a. The dose response curve of the International
Standard (12/154) parallels the Valukine standard curve. To convert sample values
obtained with the Valukine Human TNF-a kit to approximate NIBSC 12/154 units, use

the equation below.

NIBSC (12/154) approximate value (IlU/mL) = 0.058 x Valukine Human TNF-a value
(pg/mL)

E. LINEARITY

To assess the linearity of the assay, samples were spiked with high concentrations of
human TNF-a in various matrices and diluted with Reagent Diluent (1x) to produce

samples with values within the dynamic range of the assay.

Dilution Cell culture media Serum (n=4) | Plasma (n=3)
(n=3)
Average % of Expected 93.2 94 .1 100.2
" Range (%) 87.7-97.5 85.7-100.4 94.0-103.5
Average % of Expected 96.6 94.8 95.9
e Range (%) 87.5-103.5 82.7-100.5 91.6-103.5
Average % of Expected 95.8 94.5 99.1
" Range (%) 87.1-101.1 84.2-103.9 94.2-103.8
Average % of Expected 100.3 91.7 96.8
e Range (%) 82.6-109.6 85.0-109.6 92.6-99.5




F. SAMPLE VALUES

Cell Culture Supernates - Human peripheral blood mononuclear cells (PBMCs: 1 x
108 cells/mL) were cultured in RPMI 1640 supplemented with 10% fetal bovine serum,
100 U/mL penicillin, and 100 ug/mL streptomycin sulfate. Cells were stimulated with
20 ug/mL of PHA for 5 days. Aliquots of the culture supernates were removed,

assayed for levels of human TNF-o, and measured 382.5 pg/mL.

Serum - Four human serum samples were evaluated for the presence of human

TNF-a in this assay. All samples measured below the lowest standard, 11.7 pg/mL.

Plasma - Three human plasma samples were evaluated for the presence of human
TNF-a in this assay. All samples measured ranged from 21.4 to 58.8 pg/mL with an

average of 38.4 pg/mL.
G. SPECIFICITY

This assay recognizes both natural and recombinant human TNF-a.

The following factors were prepared at 50 ng/mL and assayed for cross-reactivity.
Preparations of the following factors at 50 ng/mL in a mid-range rhTNF-a control were

assayed for interference. No significant cross-reactivity or interference was observed.

Recombinant human Other Recombinant
CD40 Ligand mouse TNF-a
TL1A porcine TNF-a
TNF-38 rat TNF-a

bovine TNF-a

Recombinant human Pro-TNF-a does not interfere but cross-reacts approximately

0.4% in this assay.

Recombinant human TNF RI does not cross-react but interferes at concentrations > 3

ng/mL in this assay.

Recombinant human TNF RIl does not cross-react but interferes at concentrations >

25 ng/mL in this assay.




IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be

generated for each set of samples assayed.

pgml.  OD Average Corrected
0 0061 0.06l -

b 0.061
11.7 0128 0132 0.088
. 0.136
E 1t 234 0206 0204 0.160
E 0.202
Tg.' 469 0339 0339 0295
'gi}.l 0.339
938 0610 0609 0565
i 0.608
. = 100 s 188 ig—;g 1.055  1.011
Human TNF-a Concentration (pg/mL)
375 1694 1716 1672
1.738
750 2518 2523 2479
2.527




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human TNF-a
wells) coated with a mouse monoclonal | 1 plate
Microplate
antibody against human TNF-a.
Biotinylated human TNF-a antibody,
Human TNF-a
lyophilized. Refer to the vial label for 1 vial
Detection Antibody
reconstitution volume.
Recombinant human TNF-a in a buffered
Human TNF-a Standard | protein base; lyophilized. Refer to the vial 2 vials
label for reconstitution volume.
Reagent Diluent A 10x concentrated buffered protein base
1 vial
Concentrate (10x%) used to dilute standard, samples and HRP.
Detection Antibody
Concentrated buffered diluent used to dilute
Diluent Concentrate 1 vial
Detection Antibody.
(10x)
Streptavidin-HRP A 200x% Streptavidin conjugated to horseradish
1 vial
(200x%) peroxidase.
Wash Buffer A 25x concentrated solution of buffered
1 vial
Concentrate (25x%) surfactant with preservatives.
TMB Substrate TMB ELISA Substrate Solution. 1 vial
Stop Solution 2 N sulfuric acid. 1 vial
Plate Covers Adhesive strip. 3 strips




B. STORAGE

Unopened Kit

Store at 2-8 °C. Do not use past kit expiration date.

Streptavidin-HRP A

Diluted Wash

Solution

TMB Substrate

Stop Solution

May be stored for up to 1 month at 2-8 °C.*

Prepare fresh for each assay.*

Standard Standard may be stored for up to 1 month
at-20 °C.*
Aliquot and store for up to 1 month at
Opened/ Detection Antibody a _ g
Reconstituted -20 °C in a manual defrost freezer. *
Reagents

Reagent Diluent

Concentrate (10x%)

May be stored for up to 1 month at 2-8 °C.*

Use and discard diluted Reagent Diluent

(1%). Prepare fresh for each assay.

Detection Antibody
Diluent Concentrate
(10x)

May be stored for up to 1 month at 2-8 °C.*

Use and discard diluted Detection Antibody

Diluent (1x). Prepare fresh for each assay.

Microplate Wells

Return unused wells to the foil pouch
containing the desiccant pack, reseal along
entire edge of zip-seal. May be stored for
up to 1 month at 2-8 °C.*

* Provided this is within the expiration date of the kit.




OTHER SUPPLIES REQUIRED

Microplate reader capable of measuring absorbance at 450 nm, with the
correction wavelength set at 540 nm or 570 nm.

Pipettes and pipette tips.

Deionized or distilled water.

Squirt bottle, manifold dispenser, or automated microplate washer.

500 mL graduated cylinder.

PRECAUTION

Some components in this kit contain a preservative which may cause an allergic
skin reaction. Avoid breathing mist.

The Stop Solution provided with this kit is an acid solution. Wear protective gloves,
clothing, eye, and face protection. Wash hands thoroughly after handling.

10



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

Cell Culture Supernate - Remove particulates by centrifugation and assay
immediately or aliquot and store samples at < -20°C. Avoid repeated freeze-thaw

cycles. Samples may require dilution with Reagent Diluent (1x).

Serum - Use a serum separator tube (SST) and allow samples to clot for 30 minutes
at room temperature before centrifugation for 15 minutes at 1000 x g. Remove serum
and assay immediately or aliquot and store samples at < -20°C. Avoid repeated

freeze-thaw cycles. Samples may require dilution with Reagent Diluent (1x).

Plasma - Collect plasma using EDTA, heparin, or citrate as an anticoagulant.
Centrifuge for 15 minutes at 1000 x g within 30 minutes of collection. Assay
immediately or aliquot and store samples at < -20 °C. Avoid repeated freeze-thaw

cycles. Samples may require dilution with Reagent Diluent (1x).
B. SAMPLE PREPARATION

Cell Culture Supernate, serum and plasma samples require a 2-fold dilution. A

suggested 2-fold dilution is 100 pL of sample + 100 uL of Reagent Diluent (1x).
C. REAGENT PREPARATION

Note: Bring all reagents to room temperature before use.

Wash Solution - If crystals have formed in the concentrate, warm to room
temperature and mix gently until the crystals have completely dissolved. Dilute 20 mL
of Wash Buffer Concentrate (25x) into deionized or distilled water to prepare 500 mL
of Wash Buffer.

Reagent Diluent (1x) - Use deionized or distilled water to prepare Reagent Diluent
(1x).

Detection Antibody Diluent (1%) - Use deionized or distilled water to prepare
Detection Antibody Diluent (1x).

Detection Antibody - Centrifuge briefly before opening. Reconstitution volume
refer to vial label with Detection Antibody Diluent (1x). Aliquot and store if needed.
Dilute stock solution in Detection Antibody Diluent (1x%) to the working concentration of

0.25 ug/mL. Prepare at least 15 minutes prior to use.

Streptavidin-HRP A (1x) - Centrifuge briefly before opening. Dilute to the working

concentration specified on the vial label using Reagent Diluent (1x).

11



TNF-a Standard - Centrifuge briefly before opening. Refer to the vial label for

reconstitution volume*. This reconstitution produces a stock solution of 1500 pg/mL.

Allow the standard to sit for a minimum of 15 minutes with gentle agitation prior to

making dilutions.

*If you have any question, please seek help from our Technical Support.

Pipette 500 pL of Reagent Diluent (1x) into each tube. Use the stock solution to

produce a dilution series (below). Mix each tube thoroughly before the next transfer.

The 750 pg/mL standard serves as the high standard. The Reagent Diluent (1x)

serves as the zero standard (0 pg/mL).

500ul 500uL 500ul 500ulL 500ul 500ulL
500uL
[ — e =
“.p‘:llio ' ' '
I I |
1,500 pg/mL 750 pg/mL 375 pg/mL  187.5 pg/mL 93.8pg/mL 469 pg/mL  23.4pg/mL  11.7 pg/mL

TECHNICAL HINTS

When mixing or reconstituting protein solutions, always avoid foaming.

To avoid cross-contamination, change pipette tips between additions of each
standard level, between sample additions, and between reagent additions. Also,

use separate reservoirs for each reagent.
It is recommended that the samples be pipetted within 15 minutes.

To ensure accurate results, proper adhesion of plate sealers during incubation
steps is necessary.

TMB Substrate should remain colorless until added to the plate. Keep TMB
Substrate protected from light. TMB Substrate should change from colorless to
gradations of blue.

Stop Solution should be added to the plate in the same order as the TMB
Substrate. The color developed in the wells will turn from blue to yellow upon
addition of the Stop Solution. Wells that are green in color indicate that the Stop
Solution has not mixed thoroughly with the TMB Substrate.

12



VII.ASSAY PROCEDURE

Note: Bring all reagents and samples to room temperature before use. It is

recommended that all samples and standards be assayed in duplicate.

1.

2.

10.

11.

Prepare all reagents and working standards as directed in the previous sections.

Remove excess microplate strips from the plate frame, return them to the foil

pouch containing the desiccant pack, and reseal.

Add 100 pL of standard, or prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature. A plate layout is
provided for a record of standards and samples assayed. (Samples may require

dilution. See Sample Preparation section.)

Aspirate each well and wash, repeating the process three times for a total of four
washes. Wash by filling each well with Wash Solution (400 uL) using a squirt
bottle, manifold dispenser, or autowasher. Complete removal of liquid at each
step is essential to good performance. After the last wash, remove any remaining
Wash Buffer by aspirating or decanting. Invert the plate and blot it against clean

paper towels.

Add 100 pL of the Detection Antibody diluted in Detection Antibody Diluent (1x),
to each well. Cover with a new adhesive strip and incubate 2 hours at room

temperature.
Repeat the aspiration/wash as in step 4.

Add 100 pL of the working dilution of Streptavidin-HRP A to each well. Cover the
plate and incubate for 30 minutes at room temperature. Avoid placing the plate

in direct light.
Repeat the aspiration/wash as in step 4.

Add 100 pL of TMB Substrate to each well. Incubate for 20 minutes at room

temperature. Avoid placing the plate in direct light.

Add 50 uL of Stop Solution to each well. The color in the wells should change
from blue to yellow. If the color in the wells is green or if the color change does

not appear uniform, gently tap the plate to ensure thorough mixing.

Determine the optical density of each well within 10 minutes, using a microplate
reader set to 450 nm. If wavelength correction is available, set to 540 nm or 570

13



12.

nm. If wavelength correction is not available, subtract readings at 540 nm or 570
nm from the readings at 450 nm. This subtraction will correct for optical
imperfections in the plate. Readings made directly at 450 nm without correction

may be higher and less accurate.

CALCULATION OF RESULTS : Average the duplicate readings for each
standard, control, and sample and subtract the average zero standard optical
density. Create a standard curve by reducing the data using computer software
capable of generating a four-parameter logistic (4-PL) curve-fit. As an alternative,
construct a standard curve by plotting the mean absorbance for each standard on
the y-axis against the concentration on the x-axis and draw a best fit curve
through the points on the graph. The data may be linearized by plotting the log of
the TNF-a concentrations versus the log of the O.D. and the best fit line can be
determined by regression analysis. This procedure will produce an adequate but
less precise fit of the data. If samples have been diluted, the concentration read

from the standard curve must be multiplied by the dilution factor.

14
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FEA 1 2 3 1 2 3

SPE (pg/mL) 384.0 | 933 249 | 3833 | 93.1 24.9

b2 0.8 1.6 1.1 9.7 2.0 1.2
CV% 2.6 1.7 4.4 2.5 2.1 4.7
B. FE®
FEANR) R RE A 45 ANAS I BBl N AR K BN TNF-o, - J5E LRI
FeARRY F R % B %
AL L3 (n=3) 92.7 85.7-94.3
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NIBSC/WHORE i /& K BRI ) B 2N TNF-oue B BrRbrE it (12/154) ) 751 & S
it £k 5Valukine iRl 26T1T . 7 24444 F Valukine Human TNF-a kit$i75 1 A E 5%
HANIBSC 12/154 3Ll 5ihr, B LT 25K

NIBSC (12/154) approximate value (IU/mL) = 0.058 x Valukine Human TNF-a value
(pg/mL)

E. &%

FEARFRRREA TSN G IR ATNF-o, SR )5 AR (1) KRR AR RE B A6
VR, e LR

MRS Y% BV (n=3) | MiE (n=4) | M3 (n=3)
FIEFE (%) 93.2 94.1 100.2

" Ju (%) 87.7-97.5 85.7-100.4 94.0-103.5
EEEBARHE (%) 96.6 94.8 95.9

e TaH (%) 87.5-103.5 82.7-100.5 | 91.6-103.5
SFIESARHE (%) 95.8 94.5 99.1

" TaH (%) 87.1-101.1 84.2-103.9 | 94.2-103.8
FEEMIRHE (%) 100.3 91.7 96.8

e T (%) 82.6-109.6 85.0-109.6 92.6-99.5

F. BEABE

MpIEFE BiE - AAMNE ML (PBMCs: 1x108 cells/mL) 835 & A 10%/64- 11
B HIRPMI 164055 72271, f1100 U/mL#E 3 2 M1100 ug/mLiR R 557 2 - 41 fis 1 20
ug/mLEIPHARIE K . 153 40 i 35 55 13 0 A0 ATNF-a &, W E351E A
382.5 pg/mL.

MyEREA - A AR EAS I T 400 N MLEREAR HTNF-aff) 7K o 400 RE A IR ARG I AE £5)
KT B ARARHES, 11.7 pg/mL.

MmEEREA - A FARF) S A T 300 N M AEA R TNF-a 7K 30 FEAS f R A 77
21.4 -58.8 pg/mLz Ja], ~F¥J{ENy 38.4 pg/mL.
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G. FrRriE

ILELISATE AT KGN AR K #E 20 ATNF-a 85 o K5 LR IR PR AR R (1) Bl i 50
ng/mL KR SR I 5 A TNF-off 58 R R K50 ng/mL T3t K735\ dhr i) ya Bl i) &
ZHNTNF-o FE S A, SRS ATNF-of 4. %8 W82 31 B 32 138 U B B4

Recombinant human Other Recombinant
CD40 Ligand mouse TNF-a
TL1A porcine TNF-a
TNF-B rat TNF-a

bovine TNF-a

AN Pro-TNF-a FAFHESLILE R, HRZN A W2 2] 210.4% M58 R
#HH ATNF RIFEARSZIG A KA XN, ABIRE N> 3 ng/mLis 254 s286 77 48 T4
H A NTNF RIFEARSZIS A R AEAE N, B EE > 25 ng/mLt 250 SE56 7= A 4
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IV. SEIG bR v

A vHE B 2% 52
bR BRI ST, BRI I0 N 222 1l LT L AR B A T 2

pgml.  OD Average Corrected
0 0061 0.06l -

b 0.061
11.7 0128 0132 0.088

. 0.136
E 1t 234 0206 0204 0.160

E 0.202
Tg.' 469 0339 0339 0295

'gi}.l 0.339
938 0610 0609 0565

i 0.608
. = 100 s 188 ig—;g 1.055  1.011

Human TNF-a Concentration (pg/mL)

375 1694 1716 1672

1.738
750 2518 2523 2479

2.527
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A. RIS H R

H iR Fiks
Human TNF-o BN TN TNF-ofitik 1) 96 FLEF L)@, 8 L i
1
Microplate x12 %
Human TNF-a EWFELN TNF-ofsillBiik, T4, SEM SR p
1 L
Detection Antibody ZRATEHEE
Human TNF-a o B B
Wi GRTH8) , SEMS PR HET = 2
Standard
Reagent Diluent WAEHIRFIF R (10%) B THRREbRAE S FEACRT p
1
Concentrate (10x%) HRP
Detection Antibody
Diluent Concentrate | IRZEMIEIIPTIARE B (10%) (i
(10x)
Streptavidin-HRP A
200x¥k 4 i FE R SR AR PR iCH) HRP A 1)
(200x)
Wash Buffer
ARV BRI (25%) 19
Concentrate (25x%)
TMB Substrate TMB JE 1
Stop Solution 21k 13
Plate Covers R 35k
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RIFEHRAG | 2-8CHT: WA G AU

BEFESEFIZR-HRP A

Vel il (1%)

2-8Cl#fr, m%£30K*

TMBJE 7
2 i
‘ A5 FH R S e P
PRt b o
CATTE, R PREAR-20C A7, B 30K*
BEIEITRT | ik A, -20CHEfF, HRE30KR*

2-8Chitff, mZ30K"

BUREER (10%) ‘
T AR S ) P 1 < 7 R

R A R 2-8CHERE, BEOR”

(10%) T A VA ) S5 B T 1) 1 1 R U A ik
Az ko A2 7 s 3| i A e A

JT——— 68 K FF PR 26 0 0 s A F A R R 9 4%

W, . 2-8CHEFE, mEL30K*

I ZRAE R & A R A

C. SERFTH B &AW B[

o BERRAOC CATIERA50 nR I A TR IR e 540 nmEk570 nmiis IE A IR IR
o ARG A B R Sk

o ZEMKEEETK

o TR OBPRD . ZEIE DR 3R SRR AL

* 500 mLEf

D. HEEHE

o BGHE PS4 S A B, FTRESHE SR BN, IR o

o BUNE PR RORRRYER G A RHE SOF IR IR . 3 A AR R 3.
MR MRS T
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VI. SRS

A. HERIE R AER

IEFE LI ORI RS0 bRy LA INREAR . RE AR fE A A S A, 75 4
— KA FH R %, VRAFT-20°CUKFE A, 8k 40 S S VR i o A W B 75 2 AR IR BRI (150
g

MFEREAR: FH LI 7 B3 (SST) /B M id o A A 2= I EEAE30 01, #R/51000 x g 0
1538k WM FEA 2 5 RIZ A0, 803703, -20°CICA74 . kb S SRRl .
AR (1%) ke,

MR fHEDTA. FFR VB IRINE NHTBERI R MK . 4851000 x g 215
JrBl, TAE30 7 B W ER AR A Z Ja RDZIF A, BE 7038, -20CIAF & M.
SRR WFIRRER (1) Rk

B. HEA#ESET/E

MR IR L3R S LS A A AT 2R TR RE (10 205 MR Jm 2EAT A, RI100 pL
FEA+100 LIk FIRER (1%)

C. MRS TR

FRAER A RARE TR
VRl : M UKAR U R4 e i T e A 4 e, B T IER IR TE =R, BRIES,
R4 5 52 VA R JE B BC I PE . TR 20 mLIR 46 I 75 187K B 2% 2 1 /K W e i
%500 mLTAEAR BE (R BEE -
BRI (1x) « I 20K B 25 B 1 /K R BRBC ) BRI (1% o
REPHAERBER (1%) AT ZIR/K B2 B /K MR i A I TR B (1%)
Bp: FRpiERN L. SERUSERAERT, ARUTERER (1%
KR TR BHTER . HARNTTARRR (1) MBRETIERE 0.25 ug/mL, =/
fEHAT5 2rEhiE& .
HERMEK-HRP A: FRATEBRNE.O. FIRAMRER (10 KBS EME- HRP A
(200%) FiBEZ TARMREERE R 2RI R- HRP A (1%) .
PRUE S T2 AT BRI B0 R T AR R I BRI S LM A HE", 19 21K% 41500
po/mLir#ES B . B ER 2015708, HAn Vi,
YT RE N, SRR HE
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ﬁ%ﬁ%m¢MAwomﬁﬂ%%ﬁ<w> e TS e G NN EY Y iy =
R ARG HRBIE T —% . 750 pg/mL It ST B VE R v 4 Bt s, 877
FRER (1%) Efﬁﬁmwﬁﬂiazfgﬁ (0 pg/mL) .

500ulL 500uL 500ul 500ulL 500ulL 500ulL

ﬁ;ﬁ‘ g e Wen Wen Wah Wen

rA AR RN
-

1,500 pg/mL 750 pg/mL  375pg/mL 187.5pg/mL 93.8pg/mL 469pg/mL 234pg/mL 11.7 pg/mL

D. HEAR/NRR

o YIRGEEFEEAWN, SRER R

o N TR Y, EHIARKEARES . B ISR AR R A k. 5
ANAN [F R 23 59 A5 FH AN [ RO R YR

o FBASBIN SE R BB

o BRI EN, IEREHBEUR AU ORUESS R

o TMBJEMIVERAE EARATRON TG, ERDCIRAE: IIASSLUS, 4 B0 (32 A [H]
VR BE AT £

o ZOER BRI BRI TMBJRIE R EARIT — 2 AL IERE, FLAEHE AR
¥ AL SR, MIERIIFLNBIEARIRAIE 7270 IR G
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ERTTFRIERFMERRE T ERE, BUHH K SSREEA MR R LR

1.

2.

3.

10.

11.

12.

R U, R LT AT T B AR AR

M P17 2 5 IR I 2 A T O LR, R PR AR T ORI B 48 Y, B 11
I AN R FEARAE iy, SEIOAE A B T SO AAHRALH, &FL100 plo FHER
B RN AL, R E 2/ . SRR AL T — ko6 LR B, T T id SAn it
mARISREA BRI B . (REARTREMRE, WSS WA &85, )

KRR PRI 25, A3 R 22 I8 DA A% 5l 1 Bh AR WL BEAR - B AL Bk 400 pL,
SRIGHEAR P BRI 250 B E BRAEAR. RPN B 5k B A & Bh 15 3
TFISEIREE R o BE—IRBERRGE S, KRR N BT TR R T Bk A (5, 7E K 4R
T HTA R B AR

FERF AL IIAN100 pL el e il pifas . FH BB SORiAL, = I § 270
i

A PR B0 s

FERFA AL A TN 100 uLF BT 8 B o A 22 -HRP ATTAER . FH BRI 3 J
FL, ZERFEI00E, EREN;

A AL AR B s

FERAALA 100 pL TMBERMIH, =IRME2050 4. EREE;
ERAN AL IS0 pLZ b, fLNIEIRE G2 NI B ATt RS
AR TR, ERIAMALR, R A5

IINZIEE 105080 Py, A8 BEAR O S:450 nmIROG B, 1332540 nmak570
nMAE AL R K . WS BT 3 U KA I, 45 SRR 1T i 2 52 R
THELER: A hrdE & AR 1A IE IR % 1 (OD450-OD540/0D570), 5 L ik
BOECTFHME, RGP ZhsilE SODE . {3 T H LA 1E U 2502 1 (4-PL)
2B 100 A& R FRAE I 28 o 53 —Fh oy idii, T LUE I 2 il b e 94 B Aot £ 5 4H RZOD
AR i 2%, Fedsd B2 B e el A 2o XA AR AT A il — AN R 1
(EARKKEH I EAR IS . B FEAMODE, 7T WhsitE 2k 175 BIFEAS A 2 M i1
WPE o TR SRR, AT i 2 TS A FBE 6 SR LARR R A5 4
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