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RYE: 30.7 pg/mL
KOMSEE:  78.1-5000 pg/mL
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—: 52ER

CD86 (XHBT-2) B—FEMESF, BFREHED (g B5iE, CDS6ETERATHEESMM (APCs) , GIEBAM. i
SORAARA] EUEAER, CD865S— MBI FCDS0 (B7-1) EARIBLHIRMNYE., CD86HICDS0ETAMEERINE
EICD28HEAAIIE M THEARES (CTLA4) BUBHE, CD863KCD80SCD28HIELA ETHIMIE(. WImfIMiEEF i e att
FIEES, CD86TCDB0SCTIA4L%S, MEEHTARSEN, HMESHERIE. CDS6HICDS0SCTLAALAMEMNS

FCD28, CTLA47SHICDSCEEMBEIERIAS B S REE %X,

D RNEE

O &
00 66
0000 obbé
\_/'
) ¢ CUATDERE (B AEITHRP)
N wmnes o o
AR VRIS RS DTS, INTMB
ke Y, RIREEEETRES, BIMALL
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NYa )
egga MBS
/ ki

=: FEHENKERSEM

3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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m: HF2AD R EF

L &R i 58
Microplate FREIMREBITAR - 96FLiRk 87L X 12% |13k
Protein standard PSR - ARTAR 5000 pg/#h 2 #R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARZHMIARZER (100 X) 120 pb/z 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 1#R
Detection Diluent MAHER 30 mL/#R 1#R
Wash Buffer Concentrate (20 X) RIEFTZR (20 X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)

Stop Solution KIERK 12 mL/#R 1R
Plate Cover Seals ELE 4 3K
EEEM:

1) RABRAFERIE2-8° CEHTHEBRONAHEE-20°CR U TERLE

2: BEABRFIER7E2-8°CIFTX

3: BRERERFNINER,EFREER

* AN AR ERATER, SRS ETE
> FERNEREID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIdiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERUREGHFIHITER, S mIs/ER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERRSEG-20°CHER, #RRkEHh,
6.2 [M3%: RAIAEDTA FFERTATIRERER(EAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R SRR
(ER: MAMSMNER, RS MARRREHTRM),
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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 HRPARIZKMIARZER (100X) 10 990uL &R HITRCH, BB,

7.3 A

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

WRELCGEREI T AME. MRFRLAER, FmRE. MIENEEFNERPTESEERNE

7.4 BEBRENIEM:

fEML mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 uL 500 pL 500 uL 500 pL 500 plL 500 wL
a L ! I 7 r\‘-‘_‘_'_F! .J) . ,

. - U W

5000 pg/mL 2500 pg/mL 1250 pg/mL 625 pg/mL  312.5 pg/mL 156.3 pg/mL 78.1 pg/mL

sdl

Add # pL of Standard

diluted in the previous = 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# uL of Sample Diluent
1000 pL 500 pL 500 pL 500 plL 500 pL 500 plL 500 pL
PT 4B1
Ilsd7ll IISdEII llsd5ll “Sd4“ Ilsd3!I Ilsdzll IISd 1II
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J\: LT E

KRE, RERAMRBANEZEFE20-30 min (HRPAFEENRERERF B ETEHER, BNARE) ; E#{TIOE

may FALDRABEFMER, 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 26 HFLMTMBE&ER100 UL, 37°CEEE 15-20 min WNREGBHR%, FNEZEKEBETE], FBiE30 min;(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

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

8.9 3K LI630 nmARIERIK, AESIRIE450 nmiIKNIERFLAICRE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERAER450 nm RIS

8.10 #EDIT: B MIEMANEANODEFMEZILNODE, RESFL, BEFIE, LI ERBRENEALTT, OD EHHE
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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: Rk
9.1 Z2ZfrihE

x4

oo (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 0.05
0 0.047 0.049 -
0.138
& 1 78.1 0.138 0.138 0.090
% 0.23
% 156.25 0.221 0.226 0.177
2 0.417
8. 014 312.5 0.39 0.404 0.355
0.722
625 0.678 0.700 0.652
1.295
. 10 T o w0 5000 1250 1.204 1250 1.201
Human CD86 Concentration(pg/ml.) 2500 1.987 1.945 1.897
1.903
2.723
5000 2.652 2.688 2.639
92 BFERE
RBERE: 3P NERENESERRNEENE 200K;
REWERE . 3P AERENESEREBESNE 247Ko
RAFEEE (CVR) IRIEFEERE (CV [8)
HE THE(pg/mL)  tEE EREHCVY% B HE  THE(pg/mL)  tEE  BREHCO%
1 | 20 4,930.1 1439 2.9 1 | 24 4,989.5 155.1 3.1
2 20 1,107.4 28.6 2.6 2 24 1,126.1 51.6 4.6
3 20 305.1 23.2 7.6 3 24 277.6 20.3 7.3

9.3 INAR[E W=
HAREIE, ETMEEMEES. B B3 NRE, #TACDSCIIFEINESL, SRINT:

=i R EER BI(E (%) SEE (%)
jom 1:8 86 72-103
b 1:16 98 93-103
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9.4 & 1E
BRAHAIE, HIRE ISR MR A A CDSGHIRE:

PEZAR A (& (pg/mL) SEE (pg/mL)

AISE (n=16) 1506.01 516.67-4914.45

AL (n=16) 1081.71 146.16-3523.16

9.5 RYE

20N EERNEF FHIODEN _ EREIREEFRINODES NMMEMAINES EXINAREE, idFIEHh ACDS6H REE 730.7
pg/mLo

9.6 &%

PR AR R R R LR S, HREIEN S TAREER, &MInT:
(NIERFAFRTHRE2(E)

TS NI
¥ME (%) 100
1:2
SEE (%)
¥E (%) 117
1:4
SEE (%) 109-123
¥ME (%) 119
1:8
SBE (%) 108-127
BE (%) 101
1:16
SEE (%) 91-121
9.7 FIRM
FAF SRR MEIRFIRATELACDSS, MIAN50 ng/mLUATHEEF, TEARRN R
Human: Mouse:
CTLA-4 B7-2/CD86
IL-10
CD28
B7-1/CD80
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