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RYE: 0.6 pg/mL
KMSEE: 9.4 -600 pg/mL
FA & A 2RFESNE. MK, M EE. ARRBRURRRFABT-H3/CD2T6/RE

FEmNATHFRR, NMERTIRRIZET
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B7-H3, ##fACD276, B—MIEEKRER, RATEZMARNMARLEE, ER—MHFENI00 kDakEER, EBFBTRERET
K&, FIREfFATARHRIEMINFIRFS5SRTTART SHNRENE, BT-H3ESMLAMBRIRE, SHEERMEEE
X, EEHRA—TMEERS I HHE R AT IR, MRMAEEST EEPRIA MEZAR. HEORAMR. BT, BT-H3
FRIERIIEARRESRRIREYRAMEBT-H3 (sB7-H3) o

- % M 52 38
O o
OO0 60 ,
Q000 6e66¢
T
) ¢ ARFARLERE (B EEITHRP)
Y e - S
IREIME a0 ERE, TIANTMB
eEHe Y, WRFLRERTETRES, BIMALZL
. N AN TR B B TR E B
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lalils)
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=: FEHENKRSEM

3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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: HF2HD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard FEESR - ARTAMR 600 pg/#h 2 R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARIZHMITARSER (100 X) 120 pL/z 1%
Sample Diluent PT 1 HARBER PT 1 30 mL/#h 2 R
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) I TTER (20X) 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

* FRANNAEARRRITERETES, EAMEREFESE
* HEIESO

R REFEEFEM

5.1 B RRRIEMAIER AR TMB E&R;

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURIRFIEI TR, S mIF7IER;

5.4 TEEABERNEY, WRFMNAFRRZE, REVINZERER, LURSIITIEHRE,

N BRER

6.1 I35: £MAFAZEREERE 30 minf51000 X g Bi0x15 min, BB EMEREHEG-20°CIEK, #HRrE 5,

6.2 IM32: AJAEDTA FFERTATEER L E LT, AR REE/F1000 X g Bi15 min, EMERS A EF-20°CTEM, Bt R 255!
CER: HARBMEFINER, RWSMARRRE#ITIMN),

6.3 4HRE 137 WRER4BREIEFTR, 500X g B0S5 minBX L3F, IZBMEMAEI%GE-20°CTF, BRRE R,

6.4 FR&: WERRE, 1000 XgEi020 min, B LR, BMERASHDERF-20°CTER, BRREHRRL.

6.5 MMRARR: USRS, T4 (2-8°C)AI1 X PBSi#37%, 500 X g5 min. 4RREIHEK, B0 FF i ; IIPMSF E4BRESYRR

o, ZGREAL mM;IRE1X10 TN, AL mLARERARR(SPMSF), 7k £330 min, Hial - FEEERBE RS, B K
hEALER, 8000 X g-10000 X gB 05 min, 78 L&, 24/5-80°CER, HABCARRRENE X2 NEREERE, #ERE
/?Emﬁo
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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 HRPARZIMFIARZE®R (100X) 70990 uL HiikmRm#TE S, BZRES,

7.3 A

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

WRELLERFINT . AMUBFMAMEK L8 16T5%E, FRIRL2E1:ATERE, 4 E/E1 214, HAERAER1:3208(1:640/HF, 1*
maREE. AMEMETFNER RS BNENCLE.

7.4 BEBRENIEM:

FA1 mLPT 1 FAHREREATEmR, BIMEFNT:

500 u[ 500 ii: 500 u: 500 pl 500 |i1 5uu )

PG \ ) !
S w w vV v
600 pg/mL 300 pg/mL 150 pg/mL 75 pe/mL 37.5 pr/ml.  18.8 pg/ul. 9.4 pg/nl
Add # pL of
Standard diluted in == 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
the previous step
# L of Sample
1000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
Diluent PT1
Ilsd?'rl "Sdﬁ” IIEdE“ Ilsdq-rl Ilsdgﬂ rISdzll Hﬁdj_“
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J\: LT E

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

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 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:
=B TTERIRER WERE
1 |FvEREEE 100 pL 120 93%h VN BEE37TCHEE
2 [HRPHRZHEMATLA (1 X) 100 pL 40 FH 4R BER3T°CEE
3 |E&TMB 100l [15-20 %k FEERK BEE3TCIES, Bt
4 | &R 100 uL 0 %k FRELF
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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: Rk
9.1 Z2ZfrihE

x4

= (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 5 8:8; i 0054 ]
- o4 |11 oa1s 0.08
1875|939 ] o010 0158
g.o_l ] 37.5 g:gi 0.328 0.293
75 gzggg 0.576 0.542
001 4 150 11'?021? 1.034 1.0
Human B7-H3/CD276 Concentration(pg/mL) 200 132 1718 1683
600 ;:gg‘; 2.566 2.531
9.2 BERE
WABEE: 3T TAERENEARERNESENE 2008,
REERE: 3T AEREREAREREIEZEENE 24/%
IRAFEZEE (CVA) IRIEWEZE (CV (&)
HE YE (pg/mL)  tREE  TREREHCV% A WE FYE(pg/ml)  REE TREHRCV%
1 | 20 289.4 8.5 2.9 1| 24 289.0 103 36
2 | 20 60.4 1.3 2.1 2 | 24 60.1 1.7 2.9
3 | 20 14.2 0.4 25 3 | 24 143 06 4.4
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9.3 fntx el Z
REATRRYS, TEITESEEMSEER. B @3 RE, #ITABT-H3/CO2T6MMMITEINESL, SRIT:

EiNeit] TTRfEER B (%)
1:32 86 77-93
Al
1:64 84 79-90
1:8 86 79-97
R&
1:16 88 83-93
1:4 89 77-104
AR EE
1:8 86 76-100
1:640 90 84-101
SRR
1:1280 86 75-100
9.4 B
MAEENE, NRBEEAFEEARFHABT-H3/CD276RKE,
(EFieSit] #{E(pg/mL) SEE (pg/mL)
AINJE (n=24) 3576 1468-6297
Ri&(n=8) 534 197-1410

M _EE- AFDRAREASA9TE 2B 10%4 IE. 2.5 mM L-AEEAZ. 100 U/mLESER. 100 pg/mLRERE B RADMEMIBFRE
ISR, WERHR EE, HMABT7-H3/CD276R9REF155 pg/mL.

M REAR .

FEASERY B7-H3/CD276 (pg/mL)

A549 ZBREZARR 25917 22

9.5 RYE

20N EENZFLFHIODEN LR EREERFENODERNT AR S W NAKREE, HiAFIZHRABT-H3/CD2T6HIREE
730.6 pg/mLs
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
(NBRFATARRRAE, MERBRINSTIHRESE)

MRENAER

908 (%) 100 100 100 100
S = . : : :

BE (%) 104 103 103 101
SRR P 103-104 97-106 97-109 95-107
. 90E (%) 105 100 102 102
Y e (%) 97-112 91-106 99-106 94-110

90 (%) 109 104 110 103
1:16

BE (%) 104-112 94-110 94-121 91-110
+: s
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