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—: BEER

ER MR A S MBI TR F2AKEREXEH (GITR) , XBCD357. TNFRSF18, SMBIASEEF={A (TNF-R) BRIEM
RZ—. AGITRTECD4+CD25+FoxP3+Tregs EEE/KFRA, TEMBFICIZIETHR E2MKFRIA, ECD8+CDA+RUM TR
,%&/EEP, GITRTETregs RN TR EAVFRATUEILHN, ERENTregs BiXEIREKF, GITREME (GITRL) FEREAETREE
MHAPC L, SGITREVESEERX, GITR-GITRUEE fERIMFET A S TS EN S5 T4/ E M TR AR A E AR
EF, BRSNS Treg &%,
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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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: HF2HD R EF

XA e i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PR - RTRR * 8000 pg/#h |2 4R
ooy Antibody, biotinylated 1 .y o irimiemimtsag (100%) ** 0wz 1%
zterreo F)’(tifj‘;‘sd;“(‘:;se{laodo‘; h) HRPAFIZEBFAZRAER (100X) ** op/E  |1%
Sample Diluent PT 5 AR PTS (BFAMWEHL) 30 mL/#R 1R
Sample Diluent PT 3-eg HAHRER PT 3-eg (BT AMER#EL) 30 mL/#R 1R
Sample Diluent PT 1 BAREER PT1 (BTHRLBEFR) 30 mL/#R 1R
Detection Diluent AR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) wIETUER (20X) 30 mL/#R 14
'(rfh;rBa)methylbenzidine Substrate S@Ey TMB 12 mL/#E 148
Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals HRAE 45K
R A

1: RABRAFEPIE2-8°CHH TFMO6 T AKERE-20°CEH THERLE

2: EABRHNERAE2-8°CIFRTR

3: BREBHERWTNTER,EREER

* AN AERRERATER, EATESRTETE
* FERNEED

R REFEEFEM

5.1 B RERIEMAIERIUAKNTMB BEBK;

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURRIRFIEI TR, SHmIF7IER;

5.4 TEEABERNEY, WRFMNAFRRZE, REVINZERER, LURSIITIEHRE,

In: BERER

6.1 M5E: £ MIRAZSREE 30 min/S1000 Xg Bt 15 min, B EETEMEMRAEE20°CEN, BeR S5,

6.2 M FIFAEDTA. FEEsiiTIRBR k(e o VRN, AT ASSREES 1000 X g Bi15 min, STEMERSS G- 20°CIE, B R SRR
CEE: ARAORMASIIESR, FRIAMARARE TR,

6.3 B L35 URERAIRRIE SR, 500X g B0 minBR LS, TEMERSEE 20°CER, R SR,
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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.

BRI AMLE. MREFARL2ER, 40 DEFAL2ER, HFRXE. MENEENERTRESEINENNT.

7.5 BERENIREM:

KA MBRFZ, EA2 mLPT 5 FAHEREAER; WUAMRER, £/A2 mLPT 3-eg BABRERE R NER; KINARE
EBEA, £/A2 mLPT 1 #AHRRER N ER, BEMEFNT:

500 pL 500 ul 300 pL 500 pL 500 uL 500 mlL

N A P A A A e A b A

e VY Y YU

4000 pg/ml 2000 pg/mlL 1000 pg/mL 500 pg/mL 250 pg/ml 125 pe/ml 62.5 pg/mL

sdl

Add # pl of Standard
diluted in the previous — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# pL of Sample Diluent
2000 pL 500 uL 500 pL 500 pL 500 pL 500 pL 500 pL
PT5,PT3-egorPT1
llsd?ll Ilsdﬁll “Sd5" Ilsdqll Ilsdall llsdzll Ilsdlll
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J\: LT E

SKEF, FERMBEAEZEFEH20-30 min KNHERER HRPAFCESENERERFAFTETHER, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL SR ARRRR100 UL, RFLDH IS ERRRAREmBERNAEZA100 pL/FL, 3F
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 iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EEPES4;
8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;
88 EESES4;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNRENGBHR%, FHEZEKEBETE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)

8.11 3 LA630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLAICERE (ODE). MANLLERES minR# TR, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT B MIEMANEANODEFHEZILNODE, RESFL, BNEFIIE, IR ERBRENEALTT, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

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 BIEE37°CIFE, Bt
5 [&WLR 100l |0 9%k FERELF
6 | MIAZIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINREE5 7%

: Rk
9.1 2EfrihE

x4
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o (pg/mL) 0.D Average Corrected
E Sample Diluent PT 5 0.09
Four Parameter Logistic (4-PL) Curve Fit 0 0.698 0.094 -
0.165
5 B 62.5 0.168 0.1665 0.0725
E 0.236
2 125 0.242 0.239 0.145
=
2 0.362
Eo1 250 0.363 0.3625 0.2685
0.595
500 0.566 0.5805 0.4865
0.917
i ——ry S —— — 1000 0.922 0.828
e 100 1000 4000 0.927
Human TNFRSF18 Concentration(pg/mL) 2000 1.464 1.459 1.365
1454
2.095
4000 2.044 2.0695 1.9755
o (pg/mL) 0.D Average Corrected
Sample Diluent PT 3-eg 0 0.068 0.068 -
Four Parameter Logistic (4-PL) Curve Fit 0.068
0.131
% il 62.5 0.134 0.1325 0.0645
Z 0.199
E 125 0.201 0.200 0.132
g 0.312
£0] 250 0314 0.313 0.245
0.528
500 0.512 0.520 0.452
0.872
- ——rry — 1000 0.866 0.798
o 100 1000 4000 0.86
Human TNFRSF18 Concentration(pg/mL) 2000 1.467 1.436 1.368
1.405 i i
2,191
4000 2.144 2.1675 2.0995
- (pg/mL) 0.D Average Corrected
Sample Diluent PT 1 0.104
Four Parameter Logistic (4-PL) Curve Fit 0 0.103 0.1035 -
0.181
% 62.5 0.176 0.1785 0.075
z 0.253
& 125 0.252 0.2525 0.149
<
2 0.376
o1 250 03se| 0381 0.2775
0.608
500 0.604 0.606 0.5025
1.024
i —_r ————rry — 1000 1.0385 0.935
o 10 100 1000 4000 1.053
Human TNFRSF18 Concentration(pg/mL) 2000 1.717 1.667 1.5635
1.617
2.403
4000 2.41 2.4065 2.303
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2.2 KEE

RARBEE: 3T ARIRENFRERNEENE 200%;
RENEEE: 3T ARIRENFREREEENE 24K

IRAFEEE (CVA) HRIEWEEEE (CV i8))
A HE  FTHE(pg/ml) tNEE B HE  TIYE(pg/mL)  EE
1 20 165.7 22 13 1 24 169.7 7.2 4.3
2 20 663.9 133 2.0 2 24 694.1 19.8 2.8
3 20 2,812.0 99.6 35 3 24 2,957.6 107.8 3.6

9.3 INAR[E Y=
REATRIE, ETMEEMEES. P E3RE, #TAGITR/TNFRSF1SHNMFEINESRL, MHRITT:

=St R EY (& (%) SEE (%)
1:2 84 75-97
INiib
1:4 82 74-89
1:2 88 75-112
Nk
1:4 97 84-112
1:2 108 95-124
e LF
1:4 112 97-124
9.4 H&{E
MAFRHAFZ, IREALE. mKXPAIAGITR/TNFRSF18 BIRE,
=it SEE (pg/mL) )& (pg/mL)
A& (n=24) 42.6-417.9 174.9
A (n=22) 25.3-655.8 2789
9.5 RE

20N EENZFLFIODEM L RERAEERFZINODEF NLEMEI S X NAVKREE, idFIZH AGITR/TNFRSF188ITEX
E711.5 pg/mLs
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9.6 £
AME. MR EEIMNSRERMAGITR/TNFRSF18EH, HERBRENEAINTENE, SESIBINT:

(=N HRER SEE (%) B(E (%)
1:2 76-105 87
1:4 77-111 93
A7 (B AHEERPT 5)
1:8 92-127 108
1:16 106-119 113
1:2 79-89 86
1:4 87-107 98
AN (BFFHRRPT 3-eg)
1:8 93-114 102
1:16 88-123 103
1:2 85-104 95
1:4 89-111 100
4R LB (FAHRRPT 1)
1:8 88-116 102
1:16 88-118 103
+: ZEXE
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