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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 BFELISASE SR AT RR IS TG (FFINSEINS 5 7E), 90 Origin, ELISA Calc%,
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: HF2HD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 8FLX12% 11R
Protein standard PEESR - RTRYR 4000 pg/#a |2 7R
Detection Antibody (100), EMEATEOMAERER (100%) ** DowE 1%
biotinylated

Streptavidin-horseradish EMEATDOMARRIER (100X) ** ow/E (1%
peroxidase (HRP) (100 X) ARV ARy H

Sample Diluent PT 4 AR PT 4 30 mL/#h 2R
Detection Diluent TUAIHERR 30 mL/#R 1A
Wash Buffer Concentrate (20 X) RIEIER (20 X) 30 mL/#R 1#R
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAE 4 5K
EFEERM:

1. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

B REFEFEM

5.1 BRERIEMAILRUKRTMB B8R,

52 ERIIRER, FRFEMABIPES, KKK, FE, ASMNIFEHE,

5.3 BB AEHURBNAFIHTRA, JHIFmIs/0Em;

5.4 TEER BRI, RFLMNEFRZ G, 1§E30WHEERERE, MIRESHEHE,

N BRES

6.1 M58 £ MARAZSREE 30 minfS1000 Xg B015 min, BLEETEMEERERE 20°CEN, BRE SR,

6.2 M3%: AIFIEDTA. FFESU Bt E R FUEER, FRAREES1000X g BEL5 min, EMERR S 20°CIEH, SR S e
CEE: AFARMAMGTIESR, FRIAMARARE TR,

6.3 AR 75 WNEERRIETR, 500Xg Ei05 minBY LS, MEMEASDEG-20°CTER, ER kSRR
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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.

HRRLCHEEIO T NRIDBMIMRZ AR 2R, A E/E451:80301:16075%F; #H#mKE. WMENEEFEMNERESBUNERK

7.5 BEBENIRER:
fER2 mLPT 4 HAHRESRITER, BIERFEOT:

500 pL 500 pL 500 pL 500 plL 500 pL 500 wlL

—— Ik_“_‘___#_/ﬂ P A ‘\_‘_‘_-_'_‘_,‘: N_J_,«] K_-__F}

2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/ml.  62.5 pg/mL  31.25 pg/mL

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 plL 500 pL 500 pL 500 pL 500 pL 500 pL

PT4
ned7" ned6" ned5” nedar ned3” ned" ned1"
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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) BFEHIRE GhFRR, B#REIASEREEHES) , 7&K, 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:
7t S K =B TORIRER WERE

1 | FRAEmEFEA 100 UL [ 120 9% 4., BIEE37°CIFE
2 | HlETE (1X) 100 uL | 60 93%h 4% BIEEITCHE
3 [HRPARCHEBERFENE (1X) 100 pL |40 %k 4R BIRE3T°CHE
4 |EEBTMB 100 uL | 15-20 3% RRETF BIRE37T°CIEE, &bt
5 |&LE& 100 UL |0 Z3p NRER
6 |[MIAZIB&RE630 nmARIERKE, 7450 nmbMIEO0ODME, IR IREES S #
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: Rk
9.1 Z2ZfrihE

x4

- (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit o 8:8 Zgg 0008h ]
-~ 125 | 91271 oo 0.0917
éga 625 | 2% | 021305 0.16555
g ol 125 8325 0.35985 0.31145
250 g:gfgi 0.642 0.5936
or - — 500 iggﬁ 1.07445 1.02605
Mouse IL-2 Concentration(pg/mL) 1000 17589 | | aroo 73955
1.817
2000 ;gg;i 2.50815 2.45975
9.2 BERE
IRAFEZE: 3INFRIRENEFEATERNESENE 2008,
IRIEWEZE: 3INFRIRENEFEAERBIESENE 247K,
IRAFEEE (CVI) IRIEHEZE (CV &)
wE  TE(pg/mL)  REE  TERR¥ECV% A WE FYE(pg/ml)  REE TREHRCV%
1 | 20 765.1 272 35 1 | 24 836.7 406 48
2 | 20 188.5 8.6 46 2 | 24 187.4 8.2 4.4
3 | 20 419 32 75 3 | 24 431 45 105

9.3 INAR[E W=
HARRIE, ETMEEMERES. B B3NRE, #T RIL-2MIIFEINESLS, SRITT:

=it HRREEL T(E (%) SEE (%)
12 77 71-84
INR B
1:4 82 74-90
. 1:150 96 80-106
M EE
1:300 100 92-105
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9.4 B &{E

NRIME-HAARRFE, wlleMNRMEFERPIL-28RE, ER15MERERTFIFHRRZESR31.25 pg/mL, 1 ME@NE45.2
pg/mLo

R _3E - EL-4/NEHEE4R(100 cells/mL)7EE B 10%R4 MEHIDMEMAEEFR, HA10 ug/mL PHAFI10 ng/mL PMAR#3 %K
[Fo WL £3E, HIMRIL-289%EZ932.9 ng/mL,

9.5 RE

201 EENEFLFI0DEN EREINEESRINODET NLELINE HXTWAREE, idFEr/NRIL-2BTBE 4.5
pg/mLo

9.6 &4

NRIBEMASRENNEIL-2ER, HERREELNFEAITESE, e EERANNESHERBEREE, EHFREIIEST
IRESEER, LMEENT:
(BRR LB AT RE401E)

INRIME

¥ME (%) 83 100
1:2

SEE (%) 75-87

¥ME (%) 85 110
1:4

SEE (%) 75-92 96-122

ME (%) 98 110
1:8

SEE (%) 84-104 85-123

¥E (%) 109 125
1:16

SEE (%) 99-116 123-128
+: 2EE

1. Spangler JB. et al. (2015). Immunity. 42: 815-25.

2. Rosenberg SA. et al. (2014). J Immunol. 192: 5451-8.
3. Nelson BH. et al. (2004). J Immunol. 172: 3983-8.

4. Turka LA. et al. (2008). Front Biosci. 13: 1440-6.
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