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AREEIRSERF (Tumor necrosis factor, TNF) B—MZIEEMAMREAT, 25T RERNMARBATEEIEDIRE, TNFEESH
MIEREZE (TNFR1. TNFR2) ZEELUAIEHAXESER, TNFRII 2O T ESMEERR, UEETESiiE4aaRm.
TNFRIEBI LM (Death domain) , #IAARTINFESIEEMXEZE, TNFSTNFRIGEEERRAFNFB, NS4H
AL, BRRERKERN, ERMENTRSERATLIEEEER, INFRIENEE5E5REHER, BIASIBESHNEXT
RMNAFMLIBIEIRE (SLE) XBATF,

D RNEE
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=: FEHENKERSEM

3.1 EBHTHY (BIiEEN450 nmAF1630 nmIGEE) ;

3.2 BREES RIS R E Rk,

3.3 BAKHEBFIK;

3.4 AR (IR FE0sEAR) 5

3.5 EPE (BT RBEIRERRIFAR);

3.6 IKEMTERLE (BFHET);

3.7 R FIE1E;

3.8 100 mM PMSF (phenylmethanespLfonyl fluoride) 77fi#i#& (1 g PMSFAF57 mLRRES), HAEEXMEAR;
3.9 A FELISASEBAYEUR DTS HN ST (HFENSEINETE), W: Origin, ELISA Calc%,
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: HF2HD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard FEESR - ARTAMR 500 pg/#h 2 R
'(’le;g;t;“ antibody, biotinylated | oo o iR RER (100X) ** oWz |1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPARICHEESEMEKLER (100X) 120 L/ 1%
Sample Diluent PT 3 AR PT 3 30 mL/#f. 1R
Detection Diluent TUAIHERR 30 mL/#R 1A
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAR 4 5K
EFEERM:

1. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

B REFEFEM

5.1 BRERIEMAILRUKRTMB B8R,

52 ERIIRER, FRFEMABIPES, KKK, FE, ASMNIFEHE,

5.3 BB AEHURBNAFIHTRA, JHIFmIs/0Em;

5.4 TEER BRI, RFLMNEFRZ G, 1§E30WHEERERE, MIRESHEHE,

N BRES

6.1 M58 £ MARAZSREE 30 minfS1000 Xg B015 min, BLEETEMEERERE 20°CEN, BRE SR,

6.2 M3%: AIFIEDTA. FFESU Bt E R FUEER, FRAREES1000X g BEL5 min, EMERR S 20°CIEH, SR S e
CEE: AFARMAMGTIESR, FRIAMARARE TR,

6.3 AR 75 WNEERRIETR, 500Xg Ei05 minBY LS, MEMEASDEG-20°CTER, ER kSRR
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, %010 pL HRPARICAVEEBFZMZER4ER (100X) 10990 uL A BRRRHTES, BREES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

WL DNRIDEMMRFFARL: 4501 8HFE, 4l EERAL: 251 415K, HMXR&E. WIEMEFNERIESIEN
BRI,

7.5 BERENIREM:

fERL mLPT 3 HAWEREBITEmR, BIERENT:

500 pl 500 pL 500 pL 500 pL a00 pL 500 vl
p— [ _-/i '“‘“-—..._,.a"ill lk“—._,«-/I k‘“——-—-—“’,] (k""—--“”/ |

— "
-

s U U U

500 pg/mL 250 pg/ml 125 pg/ml.  62.5 peg/mL.  31.25 pe/ml. 15.6 pe/ml 7.8 pe/mL

sdl

Add # pl of Standard
diluted in the — 500 pL 500 pL 500 pL 500 plL 500 pL 500 plL

previous step

# pL of Sample
Diluent PT 3 1000 pL 500 pL 500 uL 500 pL 500 L 500 pL 500 uL
llsd?’ﬂ llsdsll IISdSII llsddll I|5d3ll llsdzll Ilsdill
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J\: LT E

SKEF, FERMBEAEZEFEH20-30 min KNHERER HRPAFCESENERERFAFTETHER, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL SR ARRRR100 UL, RFLDH IS ERRRAREmBERNAEZA100 pL/FL, 3F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EEPES4;
8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;
88 EESES4;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNRENGBHR%, FHEZEKEBETE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)

8.11 3 LA630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLAICERE (ODE). MANLLERES minR# TR, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT B MIEMANEANODEFHEZILNODE, RESFL, BNEFIIE, IR ERBRENEALTT, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
EERE TOERIRER BeRE
1 |[fREmEER 100Ul [ 120 o5 4% BEE3T°CIHE
2 | KA (1X) 100 UL |60 7%F 4R BEE3TCHE
3 | HRPRIZHEEFEME (1X) 100 uL |40 o5 4 BRE3T°CHE
4 [EETMB 100 uL [ 15-20 73%F FRELF BIEE37°CIFE, Bt
5 [&WLR 100l |0 9%k FERELF
6 | MIAZIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINREE5 7%
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: Rk
9.1 Z2ZfrihE

x4

- (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit o 88;? 0.027 .
W 78 |oia | ows 0.118
g 15.6 8:;?? 0.256 0.229
5125 | %35 ouu 04145
625 |07\ o773 0.7465
e 125 3(5); 1.281 1.2545
Mouse TNFR1/TNFRSF1A Concentration(pg/mL) 250 1.922 1.937 1.91
1.951
500 ;:g;g 2.551 2.551
9.2 BERE
IRAFEZE: 3INFRIRENEFEATERNESENE 2008,
IRIEWEZE: 3INFRIRENEFEAERBIESENE 247K,
IRAFEEE (CVI) IRIEWEZEE (CV &)
wE  TE(pg/mL)  REE  TERR¥ECV% HE FYE(pg/mL) EE  BERRHECV%
1| 20 219.9 6.3 29 1| 24 205.8 7.4 36
2 | 20 52.2 13 25 2 | 24 51.9 2.1 40
3 | 20 12.1 0.4 3.0 3 | 24 12,5 0.6 47

9.3 IN#r[o] =

FAHRE, EmEERERES. B {3 NRE, #1TNETNFRIBIIMREIKERSILE, SRINTF:

EFieit] R EER B (%)

1:15 99 81-123
/NRIE

1:30 96 80-114

1:8 100 78-124
4hf 55

1:16 91 71-124
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9.4 B &{E

INRIE - MAEIEAE, Nl16R/NRIEFH/ NETNFRIEGRE,

EFieit] ¥IE (pg/mL) SEE (pg/mL)

/NRIDE (n=16) 717.6 455.7-949.9

A L5 - 1EATE10%D M5EAIL-SEEHARE) MEM sz B AF440H0 1-929 (1 x 10%cells/mL) , HE553 K. R4 LS, K
MTNFRIAREHN174.1 pg/mLo

9.5 RYE

20N EEMNZTFLFIY0ODEN LS EESEMODEH NF RIS BT NASKRER, HiRFIEF/NETNFRIFREE N 0.5
pg/mLo

9.6 &%

AR ERRERRE, EREEIOIELSTAREEER, &MENT:
UNR B AT RE2(5)

RRREEN INR I

BE (%) 100 100
1:2

SEE (%)

¥E (%) 103 104
1:4

SEE (%) 97-110 96-118

HE (%) 112 114
1:8

SEE (%) 111-114 113-115

BiE (%) 103 108
1:16

SEE (%) 99-107 97-115
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