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OX40 (CD134) BTNFRZMABERIEHNIRL . OX40 EEEEWMTARE LRIX, WERIRAIAOX40L (CD134L) BUEHENTAHREIR]
AN FRIEER. 0X40-OX40LEEEREMRIBNIENBE B RERBTEATEER. OX40RJLISTRAF2, TRAF3MITRAFSIEE 1R/,
BRT PRSI, OXA0IRLARIAMRAFE, HERIHEAERER.
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3.1 BEHRY (FT35EX450 nmA630 nmIGEK);

3.2 SHREEBRB N —RUEREEICXK,;

3.3 AR (IREIFahisEtR) 5

34 EPE (BTFHBIRAERKRIEL);

3.5 K EMSEL (BFIET);

3.6 BT FIEMRE,;

3.7 BFELISASE SR AT RR IS TG (FFINSEINS 5 7E), 90 Origin, ELISA Calc%,
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: HF2HD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PEESR - RTRYR 4000 pg/#a |2 7R
'(’le;g;t;“ antibody, biotinylated | oo o iR RER (100X) ** oWz |1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPARICHEESEMEKLER (100X) 120 pl/%z 1%
Sample Diluent PT 5 AR PTS 30 mL/#h 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 HRAE 4 5K
EFEERM:

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

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

i LWFEFEmM

5.1 B TRk iR ERUUINTMB B6&K;

5.2 7E5R50diET, FEFENAMIPES, WKKER, FE, OSNFEE;

5.3 BEMEAREHURRNAFI#ITREA, S SIEER;

5.4 IEER BRI, RFLMNEERZE, IRB30MHSEER, LIRS HIIEHRE,

N BERES

6.1 ME: £MARAERERE 30 minf51000Xg Ei0\15 min, B EEFIZAMERARDEG-20°CHER, Bk EFRq,
6.2 M3#%: ATAEDTA FFRTATIRBRERE UL, 174SREE/F1000 X g Bl 15 min, IZEMERR D EG-20°CER, Bi% R SR
CER: fMAMSRMNER, RAMARRAE#TRM),
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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.

WRELCEREI T AME. MRFRL2ER, HFmRE. MENEEFNER P ESBNERIIE.

7.5 BERENIREM:

F32 mL PT S1¥ AR E AT o, R FIN T

500 L 500 pL 500 uL 500 L 500 L 500 ul

'i1P’T£G d II ; | II I. /
8w VYV U U
2000 pg/ml. 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL  62.5 pg/mL  31.25 pg/mL
Add # pl of Standard
diluted in the = 500 pL 500 pL 500 pL 500 plL 500 pL 500 pL
previous step
# pL of Sample
2000 pL 500 pL 500 pL 500 pL 500 plL 500 pL 500 plL
Diluent PT 5
"Sd7" "Sd6" "SdS“ "Sd4" llsd3|l "Sd2" “Sdl"
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J\: LT E

KEH, FERAFEAEZETE20-30 min (KUHERER. HRPIFICEEFXNERERALTETEHER, DA
BY); E#fTAER. BAURAERFMERN, Eifiesk, 8RR IRNAKE, FRNEF, ERAFRNMEE,
8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
EREFESE (B ERAIFRESHE, REERKIIRE, WRLFTEYE, 5-10 minsThiliF);

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) IBAHIRE GhFRR, BRfEIASBREELHSTL), FRIE, BF;

2) BRI (1X) FiFMRksk, S1350-400 uL, ARG, BiEREETFRS, EERDEUR, BRIVHNRILURIRFZTIE;
8.5 /FLIN100 pL #MFA (1X) (BRIAFIESEEDT.2), HEHIRE, 37°CHEE1 h;

8.6 EESES8.4;

8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BRIRAFIEEENT.3), HE LR, 37°CHFE40 min;

88 EESES84;

8.9 E&:BFLINTMBE&I&R100 pL, 37°CEFE 15-20 min (J1RENBIR%, A& K E BYE), FEI30 min; (RIFZGEK
YRR TR, ERRVENFIINELTESER, MEEE, B7EA);

8.10 &1k BFIMAILKI0 L, BETEEB, KIDRSTMBEERAVIFINF—2 (2 IREBMEZ R REARZLIER);
8.11 BRE: LA630 nmARIERIK, AEHRMYIEA50 nmiBIKIERFLAICEE (ODE). IMAL LRSS minR# TS, EF630
nm RIS, WAJEREMA50 nm IR

812 HED & MRERNEARNODEFR HMEZFLAIODE, IREE L, INETIIE LN EmBVRE AT, ODENHE
7, EFR TR (300rigin. ELISACalc) #{TISHINE (4-PL), iRIBHABODEMINELE R HINETRE, UGG
RERFANTNRE,

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 BIEF37°CIFE, Bt
5 [&WLR 100l |0 9%k FERELF
6 | MAZEREL630 nmARIEFE, F450 nmAbUEO0DE, IidiEEINABIE55
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h: KBS
9.1 & frih
(pg/mL) 0.D Average Corrected
10 5
Four Parameter Logistic (4-PL) Curve Fit 0.020 _
0 0.017 0.018
0.126
o 31.25 0.111 0.118 0.10
Z 0.237
g R 555 62.5 0.197 0.217 0.198
3 0.427
E- . 125 0.364 0.395 0.377
0.790
250 0.632 0.711 0.693
1 1.237
. N L . 500 1167 1.202 1.184
10 100 1000 2000 2.052
Human 0X40/CD134 Concentration(pg/mL) 1000 1.836 1.944 1.926
2.722
2000 2.607 2.665 2.646
92 REE
IREEE: 3T FRIRERFAEIRAEENE 200%;
REHEEE . 3T FREIRERFAEREEZEENE 24/R.
RFERE (CVR) IRIEHEZE (CV (&)
A HE  PE(pg/mL)  EE BRARMCV% BA HE  TYE(pg/ml)  EE  TRHRHCV%
1 20 79.1 2.8 3.6 1 24 68.9 5.8 8.4
2 20 290.5 9.1 3.1 2 24 278.3 254 9.1
3 20 1,270.6 67.0 53 3 24 1,144.6 59.9 5.2

9.3 INAR[E W=
REATRIE, MEITASEEPMEES. P, E3NKE, #{TA0X40/CDI34MNMRRIMEERL:, LRITT:

E S HRELE G ¥IE (%) SEE (%)
. 12 100 85-110
1:4 96 84-102
o 12 111 101-118
1:4 104 98-110
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9.4 & 1E
MR, RUALE, M AT AOX40/CDI34MIKE,

PR (& (pg/mL) SEE (pg/mL)

A5 (n=24) 1424 37.9-483

AL (n=16) 9.5 22.9-518.7

9.5 RYE

20N EENZFLFYODEM LA EINEESEIFIODET NNVERAINS B NAREE, idFIE5 A0X40/CD134MREE

795.8 pg/mL,

9.6 &%

AIMME. MFHERIMASREMNAOX40/CD134EH, HERRERMEARMIREME, SEFEINT:
FRTR(EEL A (%) SEE (%)
12 87 82-93

PNiih 1:4 84 78-89
1:8 84 81-89
1:16 87 84-89
12 101 98-104

PNt A 1:4 91 84-98
1:8 94 92-96
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