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RYE: 0.1 pg/mL
KMSEE: 3.9 -250 pg/mL
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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

ESEt AT & 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard RS - AT 250 pg/ih 2 ¥
Detection Antibody {100), EMEFTRVAERER (100X) * oz |1%
biotinylated

Streptavidin-HRP (100 X) HRPAFIZHEBFRMETRIER (100X) ** 120 pi/x% 1%
Sample Diluent PT 4 FEARIERR PT 4 30 mL/#R 1R
Detection Diluent TURRRER 30 mL/i#f 14
Wash Buffer Concentrate (20 X) wIETUER (20X) 30 mL/#R 14
TMB EEEY TMB 12 mL/iR 14
Stop Solution KIER 12 mL/#R 14
Plate Cover Seals HitRAE 35K

fEFsR Mt

1. RABEFEEE2-8°CHRMATERONAHEE-20°CHRE THERILE
2: EFBEFEZAE2-8°CEHRTR

3. BRKEHERMIITER EREEFR

* AN RERRTERHITER, ERIEREESR

** FAERIERID

R ERAETFER

5.1 BREKIEMAILRUKRTMB 28K,

5.2 ERIIIE R, ERFENAMFESE, WKER, FE, OSEHFPEE;

5.3 BIRAERURAGHFIATER, SEFmIs/0ER;

5.4 EEABEARNEY, WRIMNAFRRZE, RESWENZEER, LURSDITHEHE,

N HARES

6.1 MVF: £MRAERERE 30 min/51000 X g 015 min, B EFIUZAMERRDEG-20°CHER, #RRkEHRE,

6.2 M3%: ATAEDTASATRIEAHUEST, IRAR /1000 X g 015 min, SIBMERS D E/GF-20°CER, Bk £ (TR Anas
BMEFINER, FHWAMARRAEHITHN),

6.3 FRi&: WeEERRRfE, 1000 Xgii20 min, BX LA, ZEMEMSNEF-20°CFR, BRREFRF.
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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 MRS (100X) 10 990uL AR R HI TS, BHERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, %010 pL HRPARICAVEEEFEFZRGER (100 X) 10 990uL AR R HIHITE S, BREES.

7.4 SEMEEZ:

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

BRI AMLE. M3 1:4 5 1:8 8, IRBIFARL2HLAFR, HFERE. MENEFENERTESENENHNE.
7.5 BERENIREM:

FA1mL PT 4 ¥ A RRE A ER, BIERFNT:

500 pL 500 pL 500 pL 500 pL 500 EL 500 wlL
kA -'\I 4 . 5 oAl BN 5 BN

— — ] e | 1] A »_H_,..-"l

ew VYV U Y

250 pg/nL 125 pg/ml  62.5 pg/mL  31.25 pg/mL  15.6 pg/ml 7.8 pg/ml 3.9 pe/mL

sdl

Add # pl of Standard

diluted in the previous — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# pL of Sample Diluent
1000 pL 500 pL 500 plL 500 L 500 pL 500 plL 500 plL
PT 4
I|5d7[| IdeEII IISdS n l|5d4l| l|5d3ll "562" Ilsdlll
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J\: LT E

KEF, FERMBHEAEREFEH20-30 min (KNHERER. HRPIFCESENERERAFTETHEE, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 ¥, DA NKZFLATAEFL FENAFASFL S AHIRRL00 uL, RILD I ERRAA R ERBEENFZR100 uL/fL, F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Egtri= LR, 37°CHFE2h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

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

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

8.9 2 ZFLMTMBE&R100 UL, 37°CEEE 15-20 min WNREIGBHR%, FNEHEKEBEE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

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

8.11 3%k LI630 nmARIERKIK, REIRIE450 nmiEKNERFLAICEE(ODE). MALIERES min##iTiRE, E7X630
nm RIS, WAJEREMA50 nm IR

8.12 #ED B MIERMERIODEFT REZFLIODE, REE FL, BNEIE, IR EMBIRENEALER, 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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. LRSS
9.1 & frih
(pg/mL) 0.D Average Corrected
107 Four Parameter Logistic (4-PL) Curve Fit 0.092
0 0.091 0.092 -
0.179
g N 3.9 0.17 0.175 0.083
g 0.255
Eﬁ 7.8 0.246 0.251 0.159
2 0.416
80_1 15.6 0.416 0.416 0.325
0.709
31.25 0.679 0.694 0.603
1.204
- . e . 62.5 1211 1.208 1.116
1 10 100 300
Human TNFR1 Concentration (pg/mL) 125 1'98191 1.901 1.809
1.
2.576
250 2511 2.544 2.452
9.2 BEE
WABEE: 3T TAERENEARERNESENE 2008,
REERE: 3T AEREREAREREIEZEENE 24/%
RFERE (CVR) IRIEHEZE (CV (&)
A HE  WHEpg/mL)  REE ZERRHCOV% HE TE (pg/ml) tEE  TRREVCV%
1 20 128.5 2.30 1.8 1 24 141.2 11.01 7.8
2 20 31.7 0.67 2.1 2 24 33.0 2.38 7.2
3 20 1.4 0.28 3.8 3 24 54 0.48 8.9

9.3 INAR[E W=
REATRIE, MEITASEEMEES. P, E3NKRE, #TATNFRIMIMFEINESL, SRITF:

=it R ¥(E (%) SEHE (%)
A 1:32 95 88-104
1:64 87 75-103
- 1:32 95 88-109
AR 1:64 93 88-102
o 1:32 93 83-110
o 1:64 94 89-104
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9.4 B &{E

NAAIEHFE, N34 EEARMBE.

=St

WS ABIFREEEARPINTNFRIFRE,
SEE (pg/mL)

(& (pg/mL)

ITIRER AN IERY M IRAF A (n=14) 837 464-1224
&7 (n=20) 1458 455-3336
FR&EEA (n=8) 694 335-1171

9.5 REE

201 EENZFLFHIODEM LR EREERFEIFODEFT N ERAI S U NAKREE, HFIZFRATNFRIFREERN 0.1

pg/mLo.

9.6 £k

X NIRRT, EREEIEIELRTIREER, SMEHiEDT:
(NIFE. M3RAFATRSCIBRR2E, RIRFERTATHRAE)

FTREEL
$918 (%) 96 99 93
H B (%) 89-100 94-106 90-100
59108 (%) 100 100 98
e SBE (%) 100-101 100-101 97-100
5918 (%) 103 100 101
e SBE (%) 102-106 96-104 100-102
S8 (%) 101 08 88
1:16
SBE (%) 93-104 96-101 86-89
+: EX#k
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