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TIM3 (TAREREIXELHERDF3) XM HAVCR2, B—MRERERRZE, RATEMRRARt, SETAR. MeORAR
B, CEdETEESKEHRRMENRE, TRATRERNAEHESEEXEEMNER. TIMIEME R HHEAR
(TiLs) E&FX, SEELEERHETANSMEENFARIEEX. TEETR, PAMETIMIAEERS galectin- 9N HthECiALE
A, MG R AiRsIThaEH BB T ket ey,
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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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m: HF2AD R EF

L &R i 58
Microplate FREIMREBITAR - 96 FLIR 87L X 12% |13k
Protein standard RS - R 4000 pg/i |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
EESMH:

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

2: EABRFIERE2-8°CERTR

3: BREEFERAMNINER FEREER

* 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 f7E: £MARARZERERE 30 minf51000Xg BE/15 min, B EEIBMEAEIRE-20°CHFHK, BeREFRm.

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),

6.3 4HRE L35: WERABREIEFTR, 500 Xg Bi0S5 minBY L3E, IZBMEMAEI%E/GE-20°CTF, BRREFR.

6.4 Rk WEERRfE, 1000 XgRi020 min, BX LS, ZEMEASNEF-20°CFR, BRRE KRR
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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.

LRI . AMUBFIMEEEAR1:4T0 181, 40 EBEFEARL2MLAGRE, RIERFEARLA051:80M R, MR, MIEMEF
HE R IR SBUNERINE.

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 pL 500 pL 500 pL 500 pL 500 vL

' \ r t s \ a s a |
- i . | [ | | \ -‘
L \ \ / /
fppimic sdl
2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL  62.5 pg/mL 31.25 pg/mL
Add # uL of Standard
diluted in the previous — 500 pL 500 pL 500 plL 500 pL 500 plL 500 pL
step
# pL of Sample Diluent
2000 pL 500 uL 500 pL 500 pL 500 uL 500 pL 500 pL
PT 4B1
llsd7ll "Sd6ll llsdsll !l5d41l "Sd3” ”Sdz" llsdlll
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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

10 4 Four Parameter Logistic (4-PL) Curve Fit

=)
1

Optical Density

0.01

10 100 1000 2000

Human TIM3 Concentration (pg/mL)

2.2 KREE

RARREE: 3T FRIREFREIRNEENE 8 'X;
RIEWEE E: 3T ARIREFREIRIEEENE 16 Ko

(pg/mL) 0.D Average Corrected
0 8:81;2 0.0135 -
31.25 gjgsgg’ 0.08045 0.06695
62.5 g:iﬁi’ 0.14635 0.13285
125 83%2 0.28965 0.27615
250 g:gi% 0.56455 0.55105
500 igggg 1.055 1.0415
1000 ig;—;’; 1.82615 1.81265
2000 ;:gégg 2.5898 2.5763

RPIFEEEE (CVA)

IRIEWEEE (CV i)

BR #HE  FHE(pg/mb)  EE  BREBCVY BAR WE TYE(pg/ml) EE  TREHRCVY
1 8 1,016.0 37.0 3.6 1 16 954.6 78.4 8.2
2 8 252.6 6.3 2.5 2 16 250.1 11.2 4.5
3 8 125.6 6.1 4.8 3 16 1243 7.3 5.8

9.3 INAR[E W=
HAREIE, ETMEEMEES. B B3NRE, #TATIMIMIFEMERR, SRT:

=it R FI(E (%) SEHE (%)

A& 1:32 87 80-94

4R 5% 1:4 101 97-105

FR®& 1:160 109 106-112
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9.4 & 1E
A3/ R - RAAIAE, A MERRRR AT ATIM3MRE,

(EFieSil] ¥I{E (ng/mL) SEE (ng/mL)
ANIMEREZ (n=16) 34 14-5.0
RIBIEZS (n=8) 59.9 29.1-92.1

A E7E - TEE10% A ME. 50 pM B-3EZERE. 2 mM L-AERAE. 100 U/mL FEEHEM100 pg/mL MERESRAIRPM ST
Hehigss ASME M MZAMPBMC (1 x 108 NEI/mL). FI10 pg/mL EYIMEREERPHA RIMARRS R, UeEE4mp EaHi
MATIM3BTARE

RURGRF 5K (pg/mL)

KRR 591.0

RIER 2023.2

9.5 R E

20N EENZFLFHYODEM LA EINEESEIFIODET NINVERAINS BT NAREE, iXFIEPATIMIBIRBE NS
pg/mLo

9.6 £

XA HRRERRE, EREEIOIELSTAREEER, &MENT:
(NGB ATRSCARRE2E, PRIRIFATSEHRR201E. )

AlfnsE B R |
0E (%) 100 100 100
e SEE (%)
BE (%) 99 96 101
H SEE (%) 96-103 85-106 100-102
ME (%) 97 101 103
e SBE (%) 96-98 90-113 101-105
0E (%) 102 102 101
1:16
SEE (%) 98-105 91-114 97-104
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9.7 K=

AT RASFFMIRFIRATELAATIMI, NS0 ng/mLUL THRETF, TAEBRX RN,
Human:

Galectin-9

TIM-1/KIM-1

+: ZEXHE

1. Wang J, et al. (2025) J Immunother Cancer. 13(1):e010618.
2. Sandra Algaze, et al. (2022) Journal of Clinical Oncology. 40 (16_suppl):3547-3547.
3.Wang J, et al. (2025) J Immunother Cancer. 13(1):e010618.
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