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Speedy™ ACTLA-4/CD152—F AELISAR A&

BRI RIFAI AR AT

RS SE50106
A% 96T

REE: 7.8 pg/mL
KMSEE:  23.4-1500 pg/mL
FA & A 2RFESONIE. MR, M EE. RRURABMEERERTIIACTLA-4/CDIS2IRE
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CTLA4, XFRCD152, BT REHERBRE, TBEATENTAMMETIETAR (Tregs) Fo CTLAASTAHMERESF
CD28BIAEE, T FH5HE R4 FMBT-1FIBT-245, CTLAASTAE MMATETHF. BT 2KEERR

g8, CTLA-4ELIERIERIATATIE (SCTLA4) 7275

yl
il

I~

— KNEE

*

TURSTAT B TIRL, AIEEHIREAY

— Detection antibody WA, FURIA, BRI RERIRTE
(HRP-conjugated) _. N
WHIES (HRP) ARBHIRIMIAGIING, 72
Antigen — @ ERPRFEOE Y. EHRPEILT, I
. FREBER (TMB) BRYSARELEL
T -
— B, MALLLREEH, BRAGRESHSE
Arltik;tzg . EEEMIEL. MERKA450 nm, KRIEH
antibo
y \‘\ ;’ 4630 nmo

=: FEHENKRSEM

3.1 BEARY (RTIEER450nmFN630nmIUK )

3.2 BREBRER XM REEI0K;

33 A (FREJFEDER) 5

34EPE (BTFHEITERKIESR) ;

3.5 KEMEIEE BFHEF)

3.6 IXMANERE;

3.7 BFELISASERR IR AR IS RMY GEENSEHINGTSE) , W Origin, ELISA CalcZ, rIfEMAProteintech AE)%K
TG https: //www.ptgen.com/products/elisa-kits/;

3.8 MFLIRIE RIS AER-

3/10

USA: Proteintech@ptglab.com
UK & Europe: Europe@ptglab.com

China: Proteintech-CN@ptglab.com ptglab.com




m: HF2AD R EF

HXAT B L 58

Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13

Protein standard FEESR - ARTAMR 3000 pg/ii |2 ¥R

Capture antibody (100 X) HIRmERgE®R (100X) ** 60 UL/ 1%

Detection antibody, HRP- kAT S s o

conjugated (100X) HRP tRiZkMTAR4ER (100 X) 60 UL/ 1%

Sample Diluent PT 1 BARBERPT1 (BT AEMMREL) 30 mL/#R 1R

T 4 = = = ZU

Sample Diluent PT 4B1 *¥?‘ﬁ%ﬁ;ﬁi PT4Bl (BATF4ERELAE. FRRUAMMS 30 ML/ 145
RRREEZS)

Detection Diluent MEERER 15 mL/#R 1R

Wash Buffer Concentrate (20 X) AGESER (20 X) 30 mL/#R 1R

Extraction Reagent R 15 mL/#R 1ih

Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145

(TMB)

Stop Solution £IER 12 mL/#R 1#R

Plate Cover Seals HRER 45K

R A

1! RABRAFEEIE2-8°CHFH THERONMNAHET-20°CHR L TEFRLFE

2: BEARRAFIEAIE2-8°CHERTX

3: BRXBYERHNINER,FREER

* AN AR ERATER, 1FILTA48, ERIEEETESR
* 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,
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N BARES

6.1 MiE: RMATAZERERE 30 min/51000 X g BEi015 min, BXEEIEMERRDEE-20°CER, BRR S5,
6.2 IM¥: AIAEDTA FFRTATERER SR E LT, ARASSREEIS1000 X g Biv15 min, M EMERAS S EF-20°CTEM, B R 255
CER: HARBMEFIONER, RWAMARRREHITIN),
6.3 4HfE 177 WNERABREIEF R, 500 X g B0S minBY L3F, IZBMEMAEI%EE-20°CTFN, BRREFRt.
6.4 FR&: WEERAZS, 1000 Xg&i020 min, BXEE, ZBMERASHEF-20°CTER, BRRERR.
6.5 dRANARR: WEARRSE, T4 (2-8°C)8I1 X PBSHE37R, 500 X g5 min. AR, BiLFF LiE; IPMSFE4RRARARR

h, ZIRENL mM;IRE1X10 "IN, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
FFALIE, 8000 X g-10000 X gB5/0v5 min, B & L&, 93 f5-80°CTF, HABCARRRENE XN @NESERRE, #ERE
R

+: AFESR
7.1 Bk (LX) MRS
MBFER 20X) BREM, 3T°CNAERELEEMR, RL20HBREHETHRE G0 mUREDSHR 20X) , A
570 mL BAKHEB TR, BEILXEHR.
7.2 ERER (1X) WS
EFENEL, SRR ERES IR 100 LAIFRERZIA—SHRRT, BHREIFRENIER. FI: 1§50
WLERHARER (100X) FI50 pURTIFHARSER (100X) MO 4900 uLAARER, SBORESIRL X FSE AT,
7.3 R
TR AERENNEARRRSTHE, IRESOIEBTTHRETE, AT CNRERERTER, EHA
RO TIER FATESTERN, TR AR AR ST Ko
FRLEENT: A& M. M0 RRURARMRREALIFE, HRRE, LEREENERTESIENS

iy
o

7.4 BERBNIRES:
B AMBAIEAEA, 2 mLPT INARRREATER; WU LS, RRURAREMRIA, F2 mLPT ABLEARE

RE Bt Em. BEARIFIT:
| i 500 |.;[ 500 |J.L 500 iL 500 L
e V Vv v v v -

1500 pg/ml. 750 pe/mL 375 pg/ol 1875 pe/ml 93.8 pe/ml 46,9 peful  23.4 peiol

Add & gL of Standard

diluted in the previous = 500 L 500 L 500 L 500 pL 500 L 500 L
step
# pL of Sample Diluent
2000 pL 500 pL SO0 pL SO0 L SO0 pL 500 pL 500 pL
PT lor PT4B1
Ilsd?'ll "5{’5" ”5d5" Ilsmll Ilsdall Ilsdlll Ilsdlll
510
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J\: LT E

KEF, FERMBFHEAEZEFHE20-30  min (HERVEKRERAMHRPIFCEMURAERERFFZEZFHER, BNAEP
) ; FE#TIRERBERURAERFMERN, EHe Sk, B R L IR ARE, AR, AR R

&

8.1 RIEXLILAE, MEFTERIREBITRE, RRRFMATEIRNREREHEEFRT4AC, AT —AZRAR;

8.2 M#E, DANRZFLANEFL FEIFZAFLo SFLINFAHIIRS0 UL, RELDH IS EHRRRAANERBERIAFEZAS0 ul/fl, =
FEFEE (BUTERTFAEHET, RESRLWIRE, WRLEHEAERT, 5-10 min FERMNE) ;

8.3 BFLINS0 uL FERER (1 X) (BRIAFESEEDT .2), HLERER, 18RIFR%H2E £37°C 400 rpm FE 1 h(EEXRIERIRS
28, WPEENTCHERE2h) ;

8.4 ik

1) BFEHRE GhiFER, BRFIASEREEHEL) , FRIE, BT;

2) WHRR (1X) FFRS%, SFL350-400 uL, FFGE, BERERTIRE, EERSEIR, BRBVFENRTL;

8.5 B FFLINTMBEEK100 L, 1ERIK7H25 £37°C 400 rpm fFE15-20 min QIRENER%, FIE S EK B &Y E), Rl
30 min; REZEERYIBAL TS, SRRVENSFINELRER, MEXE, B7ER) ;

8.6 &1k SFLMAILKIOO L, EETEt, KILRSTMBEERNIMFINF—2;, CIE: REEMREKER EMLIER)
8.7 IRER:LA630 nmARIERIK, AEIRYIE450 nmiKIKNER LBV E (ODIE). IIARILRES minAI# 7L, F7630
MK, BAJEREMRA50 nmik IR

8.8 HiENHT: B MR ERMIFEARODEFE HEZFLAIODE, IREEFL, INETIE DR EMBTRE ST, ODENHELIT,
AT (WN0rigin. ELISACalc®) #HITIUSEING (4-PL) , RIEFANODERIMEMIEEHMNERE, RUBREHRSG
BAF AEYSENRE
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TN 50 pL e it B A 20 AL

AV
LI 50 pL PRI A

v
37°C 400 rpm ¥ 1h

AV 4
HEFLINA 400 pL Wash buffer 51k 4 ¥

AV
#H4LINA 100 pL TMB

v‘l“ W 2
37 °C 400 rpm HEEHFEEH 15min

4
SEFLIN 100 pL £ 1E3 ) 15

710
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N LS
9.1 BEIrHhE
. Sample Diluent PT 1 (pg/mL) 0.D Average Corrected
3 Four Parameter Logistic (4-PL) Curve Fit 0.0152 )
0 0.0131 0.01415
. 0.0704
] 23.4 0.0627 0.06655 0.0524
g 0.1095
g 46.9 0.1052 0.10735 0.0932
E 0.1971
E‘ o 93.8 0.1801 0.1931 0.17895
0.3705
187.5 0.3527 0.3616 0.34745
0.6603
X ———rr —————rt . 375 0.7008 0.68665
o 10 100 1000 2000 0.7413
Human CTLA-4/CD152 Concentration (pg/mL) 750 12222 1.29175 1.2776
2.3786
1500 2.3862 2.3824 2.36825
. Sample Diluent PT 4B1 (pg/mL) 0.D Average Corrected
E Four Parameter Logistic (4-PL) Curve Fit 0.0234 )
0 0.0181 0.02075
0.0724
] 23.4 0.064 0.0682 0.04745
£ 0.1198
g 46.9 0.1076 0.1137 0.09295
3 0.2152
£ 93.8 o105 | 02041 0.18335
0.4079
187.5 0.3626 0.38525 0.3645
0.7051
! : : 375 0.6884 0.66765
o 10 100 1000 2000 0.6717
Human CTLA-4/CD152 Concentration (pg/mL) 750 12’;8?; 1.27825 1.2575
2.2009
1500 2.1075 2.1542 2.13345
9.2 BEE
IRAEEE: 3N TRRENEFEATRNESENE 8 /X,
REWEEE: 3N FRRENIEFEATEREESENE 16 Ko
IRAFEZE (CVH) IRIEIWEZE (CV [8))
AR HE HYE(pg/mL)  IEE  TREHCV% HAR HE  FYE(pg/mL)  iEE TBREHCV% ‘
1 8 725.7 23.3 3.2 1 16 703.0 55.2 7.9
2 8 184.8 4.0 2.2 2 16 175.6 10.2 5.8
3 8 101.8 3.0 2.9 3 16 98.2 4.6 4.7
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9.3 fntx el Z
REATRRE, TERESEREPEES. . B3 RE, #TACTLA-4/CDIS2BMMIFEIRESL, LRINT:

PR R FE (%) SEE (%)
12 82 79-85
A%
1:4 107 103-109
i 12 87 79-92
4R 5
1:4 89 80-97
L 12 75 70-80
PR
1:4 91 84-100
N 12 83 72-92
AR
1:4 94 90-96
9.4 F&E

A - 7LD, SF16-MERFHIT T AZLCTLA-4/CD152 B9 MK, 13 MEF ACTLA-4/CD152 &R RARE23.4 pg/mL.
= MEARBNEER D 59597 pg/mL. 70.7 pg/mLF142.7 pg/mLs

4pa E5E - ASMNEmEZAE (PBMC) (1 X 10%90/mL) 7ERIN10%BEFIE. 5uM B-3REZE. 2 mM |-BEEEZ. 100
U/mLEBEM1L00 pg/mLIRERES ZAIDMEMAIEFR, 10 pg/mL PHARIBARRIEF 1R, 3R, 5K, ENEFERAM S, KMA

CTLA-4/CD152897K 3,
RIS % 1 X (pg/mL) % 3 X (pg/mL) %5 X (pg/mL)
AR ND ND ND
F B ND 108.3 114.5

ND*=Non-detectable

FR& - FELIRIO S, BN FREIFA#HTT 7 ACTLA-4/CDIS2EERINE, FRERMICIESRTARERZINTR23.4 pg/mL, 7
R ERNHEEERE.

M RER - TAKIH, WPBMCHREMREM JurkatdB AR REEm#H1T T ACTLA-4/CD15289e M, FRERE @ ETRITE
23.4 pg/mLo

9.5 REE

20 EENZFLFHIODEM L RERAEERFZINODEFT NMMERMEI S BN AVREE, HidFIZH ACTLA-4/CDIS2MRBE
797.8 pg/mLs,
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9.6 £

A, FRBRUNARKERIMANSRERACTLA-4/CD152ER, HEMERMFAITEE. 48 EBHFARNNAFSHRER
WA, EREENRNERTARETEERN, LMsiEDT:

A 4HpE B8 Ri& AR
(ke Zl;F;%**‘TSi PT1) (FEZASFHERER PT (BEASTHRR PT (PR PT
*’ 4B1) 4B1) 4B1)
& (%) 83 100 78 71
1:2
SEE (%) 81-85 - 76-79 70-73
HME (%) 107 87 89 78
1:4
SEE (%) 105-109 86-88 88-90 78-79
HME (%) 108 89 96 85
1:8
SEE (%) 101-114 88-91 96-97 84-86
A (%) 101 - 101 89
1:16
SEE (%) 90-112 - 99-102 88-91
9.7 F 5=

A S FMIRGIRIATELA ACTLA-4/CD152, ANAS0 ng/mLULFAREF, TAERX R,

Human: Mouse:
B7-1 CTLA-4
B7-2

CD28

IL-17

+: ZEXE

1. Brunet JF, et al. (1987) Nature. 328(6127):267-70.

2. Harper K, et al. (1991) J Immunol. 147(3):1037-44.

3. McCoy KD, et al. (1999) Immunol Cell Biol. 77(1):1-10.
4. Oaks MK, et al. (2000) Cell Immunol. 201(2):144-53.
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