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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 BFELISASER SR DTSR IS T (EFFINSEUNE 5 7E), 90 Origin, ELISA Calc%,
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard PEESR - RTRYR 2000 pg/ii |2 3R
Detection antibody, HRP- TR s

conjugated (100 X) HRPARIZHMITARSER (100 X) 120 pL/z 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#A. 1#R
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIETTER (20 X) 30 mL/#R 1R
Extraction Reagent R 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals HRER 4 5K
R A

1! RABRAFEEIE2-8°CHFH THERONAHET-20°CHR L TEFRLFE

2: BARRAFIEAIE2-8°CHERTX

3: BREEYERFTNINER,EREER

* AN AERRIERATER, EATESRTETE

> FEANERID

R REFEEFEM

5.1 B RERIEMAIERIUAKNTMB BEBK;

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURIRFIEI TR, S mIF7IER;

5.4 TEEABERNEY, WRFMNAFRRZE, REVINZERER, LURSIITIEHRE,

N, BEXER

6.1 BRKMRR:

1) ERTULHIL X PBSEFRLAR, WF7K /G, FAETIS0HE, INEERRERR (MPMSFERRF, ZKREN1 mM, §100 mg
HLAMINL mLRAER, FEEAFEITNW);

2) BBEIFULBIRSREEF, SIKAN20-30TF, SPRMRSMAEEBMNARLIERX, FEAMENARRFENDREERANE, F
BiTAL;

3) 5J3%20-30/R[FER£92-3 ULABREAAR SR BBTERII A EHE RRERE TR, NN ZBRE L A IR s B RRRAZAS, W BRZBRE()
e, WNRBT0-80%NMITIZE A MTTHEMRAS, RBARELT R, W#EHTF—P L, [N, JFSIK10-30%
BRI ZEDI0% LM,

4) ZBREEKEF/E8000Xg-10000 X gBS min, 3B _EF, 73/5-80°CHEH, HABCAZERRENEXFENE SELRE, &R

R E R
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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 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

HRLCIEEFII T ARRBRAFARL2S AR, FmXE. MENEENES T SEINENN .

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 pL 500 pL 500 pL 500 pL 500 L

- '\ o [ I fo - J
PTG v v v \ o . /
& w v

1000 E)g/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL  31.25 pg/mL 15.6 pg/mL

Add # pL of Standard

diluted in the previous — 500 pL 500 uL 500 pL 500 pL 500 pL 500 pL
step

# pL of Sample Diluent

2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT4B1
Ilsd7ll "Sd6" IISdSII "Sd4” ”Sd3“ Ilsdzll Ilsdlll
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR 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
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 HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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9.1 Z2ZfrihE

x4

(pg/mL) 0.D Average Corrected
N Four Parameter Logistic (4-PL) Curve Fit 0.0563
0 0.0548 0.05555 -
0.1372
o 1] 15.6 0.1318 0.1345 0.07895
Z 0.1998
2 31.25 0.2004 0.2001 0.14455
B 0.3283
% B 62.5 0.3251 0.3267 0.27115
0.6095
125 0.5789 0.5942 0.53865
0.9823
; ——— ————— 250 0.9768 0.9212
- 10 100 1000 > 0.9713 o7 92125
Human/Mouse/Rat CRTAM/CD355 Concentration (pg/mL) 500 1.6527 1.61865 1.5631
1.5846 ) )
2.4214
1000 2.3642 2.3928 2.33725
92 REE
IR E: 3IPRERERFRERNEENE 8 /X
RIEHEEE: 3P REIRERNFAEREZENE 16 Ko
RFERE (CVR) IRIEHEZE (CV (&)
A HE  PE(pg/mL)  EE BRARMCV% BA HE  TYE(pg/ml)  EE  TRHRHCV%
1 8 525.8 15.7 3.0 1 16 525.1 17.8 34
2 8 121.6 7.3 6.0 2 16 124.9 6.6 53
3 8 59.1 14 24 3 16 60.1 2.5 4.1

9.3 INAR[E W=
REATRIE, MEITASEEMEES. P E3KRE, #TA/E/ABECRTAM/CD3S5MIMFEINESL, LRMT:

R RR R M (%) SBE (%)
18 105 92-117
BRBIRR
1:16 96 88-105
9.4 H&1E
ZilaE

CRTAM/CD355 (pg/mL)

INERBRLR BRI 604.2 6.6
K ERARRER 495.5 8.2
718
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9.5 REE

B0 EENEFFY0DEIN EREINEESTIFNODES NI MEMLLINES HXIWASKREE, tidFadh A/ NE/AR
CRTAM/CD35589 R 8E /2.5 pg/mLe

9.6 &M%
SN A BRRIBRIER, CRREERIELTRETEER, S4EHENT:
UREET |
BE (%) 100
1:2
SBE (%)
BE (%) 100
1:4
SEE (%) 93-108
BiE (%) 111
18
SEE (%) 108-114
¥E (%) 123
1:16
SEE (%) 121-125
9.7 FEM

AT 2R MIRGIRAMEL A /N E/KECRTAM/CD355,

+: ZEXE
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