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. BACKGROUND

Tumor necrosis factor alpha (TNF-a), also known as cachectin and TNFSF1A, 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-a 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).

Mouse 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 179
aa extracellular domain (ECD) (12). Within the ECD mouse TNF-a shares 95% aa
sequence identity with rat, and 80% aa identity with canine, equine, feline, human, rabbit,
and porcine 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 (13). 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 (14, 15). Shedding of membrane bound
TNF-a by TACE/ADAM17 releases the bioactive cytokine, a 55 kDa soluble trimer

containing the TNF-a extracellular domain (16-18).

TNF-a binds the ubiquitous 55-60kDa TNF RI (19, 20) and the hematopoietic cell
restricted 78-80 kDa TNF RIl (21, 22), both of which are also expressed as homotrimers
(1, 23). Both type | and type Il receptors bind TNF-a with comparable affinity and can
promote NFkB activation (24-27). Only TNF RI, however, contains a cytoplasmic death
domain which triggers the activation of apoptosis (3, 28). Soluble forms of both types of
receptors are released into human serum and urine and can neutralize the biological

activity of TNF (29-31).



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for mouse TNF-a has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any mouse TNF-a present is bound by the
immobilized antibody. After washing away any unbound substances, an enzyme-linked
antibody specific for mouse TNF-a is added to the wells. Following a wash to remove
any unbound antibody-enzyme reagent, TMB substrate (Chromogenic agent) is added
to the wells and color develops in proportion to the amount of mouse 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 and mouse serum, mouse 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.

® |f samples generate values higher than the highest standard, dilute the samples with

Calibrator Diluent RDSK/RD6-12 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.

CELL CULTURE SUPERNATE ASSAY

Intra-assay Precision Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 54.6 116 405 52.6 138 373
Standard Deviation 1.50 4.51 12.5 4.61 8.49 29.7
CV% 2.7 3.9 3.1 8.8 6.2 8.0

SERUM/PLASMA ASSAY

Intra-assay Precision Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 50.5 134 375 53.0 146 388
Standard Deviation 1.91 4.95 11.5 3.69 8.42 29.7
CV% 3.8 3.7 3.1 7.0 5.8 7.7




B. RECOVERY

The recovery of mouse TNF-a spiked to three levels throughout the range of the assay
in various matrices was evaluated.

Sample Type Average % Recovery Range (%)
Cell culture supernates (n=6) 104 94 - 111
Mouse serum (n=4) 94 88 - 106
EDTA plasma (n=4) 95 85-103
Heparin plasma (n=4) 92 86 - 98

C. SENSITIVITY

One hundred seventeen assays were evaluated and the minimum detectable dose
(MDD) of mouse TNF-a ranged from 0.36-7.21 pg/mL. The mean MDD was 1.88 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 a recombinant mouse TNF-a produced at R&D

Systems®.

The Non WHO Reference Material 88/532 was evaluated in this kit. Each ampule
contains a nominal 1 pg of recombinant mouse TNF-a, and was assigned an arbitrary
unitage of 200,000 U/ampule. To convert sample values obtained with the Valukine™
Mouse TNF-a kit to approximate NIBSC units, use the equation below:

NIBSC/WHO (88/532) approximate value (U/mL) = 1.8553 x Valukine Mouse TNF-a
(pg/mL)

Note: Based on data generated in March 2017.



E. LINEARITY

To assess the linearity of the assay, samples were spiked with various concentrations of
mouse TNF-a in each matrix, diluted with the appropriate Calibrator Diluent RD5K/RD6-

12 and then assayed.

Cell
EDTA Heparin
culture Serum
plasma plasma
supernate (n=4)
(n=4) (n=4)
s (n=4)
Average % of Expected 106 103 104 105
1:2
Range (%) 102 - 110 90 -111 102 - 105 98 - 108
Average % of Expected 105 105 105 110
1:4
Range (%) 98 - 112 92 -110 101-109 | 105-115
Average % of Expected 100 107 107 112
1:8
Range (%) 89-113 99 -111 101-113 | 110-115
Average % of Expected 105 107 109 109
1:16
Range (%) 99 - 110 97 - 112 101 -115 | 101 - 117

F. SAMPLE VALUES

Serum/Plasma - Twenty individual mouse serum and plasma samples were evaluated
for levels of mouse TNF-a in this assay. All samples measured less than the lowest
Mouse TNF-a Standard, 10.9 pg/mL.

Cell Culture Supernates:

EL-4 mouse lymphoblast cells (2 x 10° cells/mL) were cultured in DMEM supplemented
with 10% fetal bovine serum, 2 mM L-glutamine, 100 U/mL penicillin, and 100 pg/mL
streptomycin sulfate. Cells were cultured unstimulated or stimulated with 10 ug/mL
lipopolysaccharide (LPS) and 100 ng/mL recombinant mouse (rm) IL-10 for 4 days.
Aliquots of the cell culture supernates were removed and assayed for levels of mouse
TNF-a.



Condition (pg/mL)
Unstimulated ND
Stimulated 1220

ND=Non-detectable

RAW 264.7 mouse monocyte/macrophage cells (3.5 x 108 cells/mL) were cultured in
DMEM supplemented with 10% fetal bovine serum, 2 mM L-glutamine, 100 U/mL
penicillin, and 100 pug/mL streptomycin sulfate. Cells were cultured unstimulated or
stimulated with 5.0 yg/mL LPS and 100 ng/mL rmIL-10 for 7 days. Aliquots of the cell

culture supernates were removed and assayed for levels of mouse TNF-a.

Condition (pg/mL)
Unstimulated 151
Stimulated 9605

Organs from individual mice were removed, rinsed in 1X PBS and kept on ice in tubes

containing 1X PBS. Organs were cut into 1-2 mm pieces and homogenized using a
tissue homogenizer. Cells were cultured in RPMI 1640 supplemented with 10% fetal
bovine serum, 2 mM L-glutamine, 100 U/mL penicillin, and 100 pg/mL streptomycin
sulfate. Cells were cultured unstimulated or stimulated with 1.0 pyg/mL LPS for 1 day.
Aliquots of the cell culture supernates were removed and assayed for levels of mouse

TNF-a.

Tissue Type Unstimulated (pg/mL) Stimulated (pg/mL)
Mouse Liver ND 25.7
Mouse Lung 55.9 97.3
Mouse spleen ND 34.6

ND=Non-detectable




G. SPECIFICITY

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

The following factors were prepared at 100 ng/mL in each calibrator diluent and assayed
for cross-reactivity. Preparations of the following factors prepared at 100 ng/mL in a mid-

range mouse TNF-a control were assayed for interference. No significant cross-reactivity

or interference was observed.

Recombinant mouse Recombinant human
CD40 TNF-a

CD40 ligand Recombinant canine
Fas TNF-a

Fas ligand Recombinant porcine
LIF TNF-a

OPG

RANK

RANK-L

TNF-B8

TRAIL

TROY

47% cross-reactivity was observed with recombinant rat TNF-a.

Recombinant mouse TNF Rl and TNF RIl were found to interfere in this assay at

concentrations above 1.25 ng/mL and 12.5 ng/mL, respectively.




IV. EXPERIMENT

EXAMPLE STANDARD

The standard curves are provided for demonstration only. A standard curve should be

generated for each set of samples assayed.

CELL CULTURE SUPERNATE ASSAY (pg/ml) 0.D. Average Comrected
0 0.020 0.021 =
n: 0.021
109 0.060 0.061 0.040
0.061
5 / 719 0.099 0.100 0.079
N - 0.101
z 34 0.179 0.180 0.159
E 0.181
i / 875 0336 0340 0319
o T 0.344
v 175 0.632 0.635 0614
0.637
350 1.203 1223 1.202
. 1.242
L ™ o 700 2.265 2273 2252
Mouse TMF-i Concentration (pg/mL) 2.281
SERUM/PLASMA ASSAY {pg/mL) 0.. Average Corrected
0 0.013 0.015 —
10 0.016
109 0.051 0.051 0.036
0.051
a0 /f" 219 0.091 0.095 0.080
§ g 5] g?i? 0169 0154
3 e 0171
£ 875 0.285 0.294 0.279
ol 0.302
" 175 0.571 0.573 0558
0.574
001 350 1.057 1.074 1.059
10 100 1000 1“90
700 2111 2125 2110
Mouse THF-a Concentration (pg/ml) 2139




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
Mouse TNF-a 96 well polystyrene microplate (12 strips of 8 wells) 1 olat
plate
Microplate coated with antibody against mouse TNF-a
Mouse TNF-a Solution of an antibody against mouse TNF-a 1 vial
via
Conjugate conjugated to horseradish peroxidase
Recombinant mouse TNF-a in a buffered protein
Mouse TNF-a
base with preservatives; lyophilized. Refer to the 2 vials
Standard
vial label for the reconstitution volume
Assay Diluent RD1-63 | A buffered protein base with preservatives. 1 vial
Calibrator Diluent A buffered protein base with preservatives. For cell 1 vial
via
RD5K culture supernate samples.
Calibrator Diluent RD6-| A buffered protein base with preservatives. For 1 vial
via
12 serum/plasma samples.
Wash Buffer
A 25x concentrated solution of buffered surfactant | 1 vial
Concentrate (25x%)
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 1 vial
Solution
Stop Solution Diluted hydrochloric acid solution 1 vial
Plate Sealers Adhesive strip 3 strips

10




B. STORAGE

Unopened Kit

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

Wash Buffer (1x)

Stop Solution

Conjugate

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

TMB Substrate

Standard

Use a new standard for each assay. Discard
after use.

Opened/
Reconstituted

Assay Diluent RD1-63

Reagents

Calibrator Diluent
RD5K

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

Calibrator Diluent RD6-
12

Microplate Wells

Return unused wells to the foil ouch
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 Kkit.

11
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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 eye, hand, face,
and clothing protection when using this material.

12



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

The sample collection and storage conditions listed below are intended as general
guidelines. Sample stability has not been evaluated.

Cell Culture Supernates - 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 Calibrator Diluent RD5K.

Serum - Allow blood samples to clot for 2 hours at room temperature before centrifuging
for 20 minutes at 2000 x g. Remove serum and assay immediately or aliquot and store
samples at < -20 °C Avoid repeated freeze-thaw cycles.Avoid repeated freeze-thaw

cycles. Samples may require dilution with Calibrator Diluent RD6-12.

Plasma - Collect plasma using EDTA or heparin as an anticoagulant. Centrifuge for 20
minutes at 2000 x g within 30 minutes of collection. Assay immediately or aliquot and
store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Avoid repeated freeze-

thaw cycles. Samples may require dilution with Calibrator Diluent RD6-12.
Note: Grossly hemolyzed samples are not suitable for use in this assay.

Citrate plasma has not been validated for use in this assay.

B. REAGENT PREPARATION

Note: Bring all reagents to room temperature before use.

Wash Buffer (1x) - 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
(1%).
Mouse TNF-a Standard - Refer to the vial label for the reconstitution volume*.

Reconstitute the Mouse TNF-a Standard with deionized or distilled water. This
reconstitution produces a stock solution of 7000 pg/mL. Allow the standard to sit for a

minimum of 5 minutes with gentle mixing prior to making dilutions.
*If you have any question, please contact our Technical Support.

Pipette 900 pL of Calibrator Diluent RD5K (for cell culture supernate samples) or

13



Calibrator Diluent RD6-12 (for serum/plasma samples) into the 700 pg/mL tube. Pipette
200 pL of appropriate Calibrator Diluent into each remaining tube. Use the stock solution
to produce a dilution series (below). Mix each tube thoroughly before the next transfer.
The standard 700 pg/mL serves as the high standard. The appropriate Calibrator Diluent

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

200 pL 200 pL 200 pL 200 pL 200 pL 200 pL
100 pL Std. 1 B | =1 ___] ] 1 &
(e = =2
7000 pg/mL 700 pg/mL 350 pg/mL 175pg/mL 875pg/mL 438 pg/mL 21.9pg/mL 10.9 pg/mL

C. 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.
® |tis 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.

14



VII.LASSAY 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.

10.

Prepare all reagents, samples 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 50 pL of Assay Diluent RD1-63 to each well.

Add 50 pL of Standard and sample per well. Mix by gently tapping the plate frame
for 1 minute. 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.

Aspirate each well and wash, repeating the process four times for a total of five
washes. Wash by filling each well with Wash Buffer (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 mouse TNF-a conjugate to each well. Cover with a new adhesive

strip. Incubate for 2 hours at room temperature.
Repeat the aspiration/wash as in step 5.

Add 100 yL of TMB Substrate to each well. Incubate for 30 minutes at room

temperature. Protect from light.

Add 100 pL of Stop Solution to each well. 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 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.

15



11. CALCULATION OF RESULTS.

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density (O.D.).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 mouse 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.

16
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PPl T 117 R, /N TNF-af s el dil7 & (MDD) JE[HA 0.36~7.21 pg/mL,
~F-#5 MDD 4 1.88 pg/mL.

MDD &R $ 20 /™ & 1 Z bR i FL I FE AR R~ S0 5 435 A v 22 0 F 545 20 RO AR X
MR

D. ®IE

I ELISA X754 R&D Systems®4: 7~ B 41/ B, TNF-aik A T 1E

ARG IE WHO %95t 88/532 4T T P-4l » £ P& A 5 FR 1 ug A EE 4/
R TNF-a, FE#IR T 200,000 U/ 223 AT B BRI . ZRRE H Valukine™ /)N iR TNF-ai i)
BARTB IREA B 7 ¥ i BL ) NIBSC #47, &ML R A

NIBSC/WHO (88/532)ir Ll (U/mL) = 1.8553 X Valukine /)it TNF-a (pg/mL)

VR HF 2017 £ 3 HLEEHIEHE

E. &%
ANFIFEAR RS A BB AR
BB /N B TNF-a, 2R i \ \
o ‘ )b e & EDTAMLY | AFRMHE
FERH . PO A 1 s T T
(n=4) (n=4) (n=4) (n=4)
RD5K/RD6-12:¥ £ A Fi B 3
K nya Ny, e H ekt .
SFHMEMIFE (%) 106 103 104 105
1:2
W (%) 102 - 110 90 - 111 102-105 | 98-108
FHMEMIFE (%) 105 105 105 110
1:4
Y (%) 98 -112 92-110 101-109 | 105-115
FYMEMARHME (%) 100 107 107 112
1:8
W (%) 89-113 99 - 111 101-113 | 110-115
FHMEMIFE (%) 105 107 109 109
1:16
Y (%) 99 - 110 97 -112 | 101-115 | 101 - 117
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F. FEATUE

IS - (EARKRI, 20 45 Hh N B RS REAR AT T /N B TNF-ak
VA, BT REAR I % T/ B TNF-oui bR (10.9 pg/mL)

Mt LiR:

¥ EL-4 /DR EREGI (2 x 103 40HE/mL) 1595 T DMEM K583, iR 383805
T 0% M5 2 mM L-B & B 100 U/mL 521 100 pg/mL BRI 2. 4
B ATEAR RIS T, 8078 10 pg/mL fis 2 8% (LPS) 1100 ng/mL HEA/MR (rm)
IL-10 FBEAA M FE9% 4 Ko WCEEANIRG 77 RIS 0 25065, FERMI A /N iR TNF-
a7KFo

X1 (pg/mL)
K ND
¥ 1220

ND="f At

WRAW 264.7/) R EAZIE VAN (3.5 x 108 4ifi/mL) £ 3% FDMEME; F:3E, %555
FAIN T 10% MM 2 mM L-B 2%, 100 U/mLT 2 5 1100 pg/mL iR % .
A0 AE AR RS T, Bi7E5.0 ug/mLAEZHE (LPS) #1100 ng/mLE /MR (rm) IL-
10RO N REFRT R o WA B RE 77 3B 20 e i, AN A (/N BRTNF-aK P

FA (pg/mL)
ANHIT 151
¥ 9605

MR R & FERUGHERE, 7E1x PBSHPEE, HEB T8 F 1x PBSHAE ik LIRAF. ¥
WEVIRA-22 K/, S A AT S 0K . QMRS IR TUR N T 10% i 2 1 i
2mM L-B &% . 100 U/mLiE5 52 F1100 pg/mLBi iR 55 = (RPMI 164085 355, 41
FL53 S E A 46 R BRAE 1.0 pg/mL LPSHI A R IR 1K . ISR R: 9% LI
SrRERER, FERII RN RTNF-a7K
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HIRTY KRB (pg/mL) F¥ (pg/mL)
/1N BRI ND 25.7
71N B 55.9 97.3
7N BRI ND 34.6
ND= 4
G. Rk

U ELISA ¥ T Rl R AR K B /N B, TNF-ad H

W LT BRI AN [ FR A o4 ot 3 B VT 1) B 100ng/miL IR FEE SR il 5 /8 B TNF-af) 58 X
SR K 100 ng/mb (F-HEEE 75 A Hh )5S A B 41/ B TNF-abmie dl o, DAESRAer Il

XN TNF-aff 4. A WL S B 8 58 SO B BT

Recombinant mouse

Other Recombinant

CD40 TNF-a

CD40 ligand Recombinant canine
Fas TNF-a

Fas ligand Recombinant porcine
LIF TNF-a

OPG

RANK

RANK-L

TNF-

TRAIL

TROY

HHEHAKRTNF-af47 %158 RS .

H /N TNF RIFITNF RUZEHR EE 23 51K F1.25ng/mLAT12.5ng/mLIE, 2= TP TNF-a 6

.
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IV. 24

v B 2% S

bR BRI ST, BRI 22 ) LT L R B T 2

CELL CULTURE SUPERNATE ASSAY

g T

Mouse TNF-u Concentration (pg/mL)
SERUM/PLASMA ASSAY
g -

10

100 1000
Mouse TNF-a Concentration (pg/ml)
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(pa/mL) 0.D. Average Corrected
0 0.020 0.021 ==

0.021

10.9 0.060 0.061 0.040
0.061

21.9 0.099 0.100 0.079
0.101

438 0.179 0.180 0.159
0.181

87.5 0.336 0.340 0.31%
0.344

175 0.632 0.635 0.614
0.637

350 1.203 1.223 1.202
1.242

700 2.265 2.273 2.252
2,281

{pg/mL) 0.D. Average Corrected
1] 0.013 0.015 —

0.016

10.9 0.051 0.051 0.036
0.051

2.9 0.091 0.095 0.080
0.099

43.8 0.167 0.169 0.154
0.171

87.5 0.285 0.294 0.279
0.302

175 0.571 0.573 0.558
0.574

350 1.057 1.074 1.059
1.090

700 2M 2.125 2.110
2,139




V. BFIELH LR
A. FRIEAR

H K Eiip A%
: BTNF-offi ikl 96 FLIKHEZ I

Mouse TNF-a Microplate E%ﬁzﬁgﬁzz %GEFILMKEI’J LRE LI 1 Bl

Mouse TNF-a Conjugate R brAs BTN B TNF-oft f4 1
INRTNF-obsifE s GHETF) TSP TEH

Mouse TNF-a Standard MEME AR Y. =Fh S trasdrE | 2
%‘5?

Assay Diluent RD1-63 5 73 JS 7 ) 2 e B L 1 4

. . IR ERE AR . AR ‘

Calibrator Diluent RD5K e 19
Wab/=7 %
53 AfC[ \éf‘ pacs ﬁf‘io REZS ) ‘

Calibrator Diluent RD6-12 RAINEIT RPN PG
FEA

Wash Buffer Concentrate , e SAe ol S \
WAFHER TR (25%) 18

(25%)

TMB Substrate TMB ELISA KWW ITMB YD 1

Stop Solution 2SR 1 |

Plate Sealers ES Y 35K

28




B. AFI &M

ARTFEAIGE | 2-8CHfE: IR A AP

Vel (1%)

1R
2-8°CHtfs, 30K*.
1152 A R U ETIREN
TMBJEY
ST, R | AR BRAE R HTEERCH) . A S £ 5.

By E A IR —
K% RD1-63

FrvE B RDSK | 2-8°CHigfs, % 30 K*

PR A B R RD6-12

PR AR TR Bl 7t A TR AR AR A,

it A 4 o

* AR R A BHH N

C. SEOFTR H & RK M

® [iFhrf (AT E450 nnfa I K AR IRE £ 540 nmE570 nmA IE K IR ISR D) 5
® RN A S IR Sk

® FEIHKEEETK;

® VR (WU . ZIEIEPAR AR E SR

® 500 mLEE;

D. HEEM

o WA Gt S HBER, RTRESE BT U B, BRI .

o RAAEFT MK ILBAARMEE, [FHEHIFRE . . il LARRIIBEY .
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VI. SR

A. FERUE RAETF

AP HEARREMERZANBE—RIESE . AR ENRET T .
PRRETR LIBW: BRI B0 BB SRR AR A . BEAUSCER JG AN SR, 5 4% —
UAT 50258, VRAT T<-20°CUKFE A, 38 b S S VR A o % A AT R 75 22 T At i B VR D5 K
ik o
MEREA: R FEAE SR FEEE 2/M T, SRJ52000 x g5 0020404 . W H I i FEAS 22 Ji5 B
ZIFHFREI, sk, <-20°CIA74 o WG SRR . FEAS TT BE 75 B2 b v o A R T
RD6-12F7 B .
3. {FFHEDTAS EAE NPUEFIRE MK . RAESG305080 N, L2000 x gi5.022053-4k
RIS AR A Z JE BN ZI AT, T<-20°C 26 1F o kS R B URRk . A ACH] BE 75 2 Rl An itk
i H R RD6-1 2575 B
VR WRBMAIFER N TR,

FOFRIR 2k 1l HE A 22 B AT T A

B. KlFT#ER T/E

il FH RS R AT BGRCE T

VR (1%) = AUKFE IO RGO Re A 4 e, B TIEW LG MCE =R, B
21, A4l dh e eV il IR VR B . PDR20 mUIRZE MR (26%) HIZRTR/KE 5
FIKABERCHI B 500mML TAEMRFE PRl (1%)

/NRTNF-afn i : SIRARHE R SER R RERE TR . (15 & 7KK
IR/ R TNF-abm i it . B8 575 21 297000 pg/mLI i & . fEBEATFRERT, ik
prdEdh =0 ES B, FRRIRG.

AN RER, EERBATIEARSH

FE700 pg/mLEIH R F1 900 pLARiE i BERDEK (7 AR LIGFEA) Bibn
HE SRR FRIRD6-12 (HFllyad M A 5 AR 0 N 200 pLAH LA v
MR . K bR S BE S I N B R SRR, B AR/ RAE HBIE ~F—&. 700
PO/MLE VEAREE Bl 28 B v pt, A SL H bR S B R 0 PT FR VEARHE R 2R 22 05 (0 pg/mL)
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200 pL 200l 200pL 200l 200pL 200 pL

= YW an Wan /""A /".l /"i
100 pL Std.

T =
S-00000°0

7000 pg/mL 700 pg/mL 350pg/mL 175pg/mL 875pg/mL 438pg/mL 219pg/mL 10.9 pg/mL

a

C. HARNMRR

® YRAHNEEEAWN, REB Rk,

® Jy R IGYY, MHIAFIREERRER . EREL IS FERRE R E ek 54k
AN RIS 20 7056 P AS [ RO RS VA 5

® EUASI B SE BRI A
® REUUMEEMY, I BRI R ORAUESS SR HERA

® TMBJERMF AL EARATRN AT, IR IRAF s IMAGILIBUE, K e A AN RIA
JE R BE s

® 2 EVR BRI B[R TMBEIVA T L AROBUT — B0 I Z 1B U , FLN B f AR 3
AL A, NERBSLNBRIARIESIE R MRS .
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VILIZRIEZ B

FERABTER A RAARERRE T ZR, BUUTH KSR AARE &S AL .

1. MR =R UE, R TR BRI R IR

2. NP IR AR B RAELR, R BAE R R R TS, SR

3. TEFAFILH IS0 LA RD1-63;

4. 5y KGN TRIAR BE AR S DS IRFE A I A AL, R4l 50 pL. B Ec BE 1 43
PRULR A, FEMR ISR BAL, EERE 2 M. UL T ik 96 1L
BRI, AT FH e Sobm i it A0 R AR R P4 7

5. RERR PIRAARIR 25, A F BRI L 2 i3 BEAR A5 B B SRR « B ALINBE S 400 pL,
SRIGREAR A e 25 o BT HRAEAVR, JLPEEIR . RRCHARUR IR 5% B A 2 H B
TARBNFISEIe 45 H . f)a—IRTREE R, 5B T AT T SO s &, 7R
IKARAT T FT A Bk BR A s

6. TERMFLAIIA100 uLEEFRAT PR . FHEBUREHE RN FL, ERBE 2/

7. BEEESLUHERE;

8. TERAMMILAIMAI00 L TMBJEIATR, ZiRFFE305-80. EEE:

9. TEFMMILAIINIAI00 uLZe b, ERMALI, EIRE &5

10. I IEWUE 105380, Ad BRI E450 nm WG, % E540 nmE570 nm
VE NI IEB A o W KR IEATT A, L4550 nmff 40 2:540 nmz 570 nmf sy
X k2R AL ERERR AR b 2= BRI . A R IE T B 7E450 nmAbiEAT (152450 mT g
S i HLE AR5

1. THEEGER: B FIRE S I E RO CEBCPEME, SR )52 ha i -F30D
fd (0.D. , FATHENHAENSEEE (4-PL) MRG0 @i, H—&
RO7idse, B2l y il AR FREE S T S G 5 xl_E FR R B SR b v i 2,
FiE I B R sl E R A i 2R . B mT DU 2/ R TNF-aik B2 6 45 0.D.
(ot ok itk Ab, I HI AR A 26T LU BRI 2« SRR P A R H AR
NG B AR
UNSRRE SRR RE, MRS vHE 28 TS ) R P 0 23 LA R 5 4
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