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Speedy™ ACD80/B7-1—4 AELISAKNIAF &

BRI RIFAI AR AT

RS SE50185
A% 96T

RYE: 28.7 pg/mL
KOMSEE:  78.1-5000 pg/mL
FA & S 2AFESNME. M. M LE. RRURABERAERH ACDS0/BT-1IRE
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—: BEER

CD8OX#RB7-1, B—MIEEER, BTRENERBRK, itz TS E AR EF=AFrEmNnERISES, ET4
SEWAET A ES SR, CD80STAM FMCD2SIEEIER, (BHTAME, WA SCTIAABEMER, MEITAREK, X
WEEBRE T AT SERNTWESMY, il CDSORSEFESRIBNTE, RETES5 T HERR,

— KR
£
ARSI O TIRL, FIESHIREN
— Detection antibody Wk, RN, BRARRRIRTE
(HRP-conjugated) _ .
WATES (HRP) FHEHIRTRIINGG, 15
Antigen — @ ERPRFEOE Y. EHRPEILT, I
REBRE (TMB) FRUARHESST
e B, MALLLREEH, BRAGRESHSE
ﬁrﬂ% Eﬁj@; \“ > ERBMIELL. MEFKH450 nm, KRIER
\ ” 4630 nmo
=: FEHENXLKREM

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-
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 8FL X 12% (1
Protein standard RS - R 10000 pg/ih |2 #h
Capture antibody (100 X) HIRmERgE®R (100X) ** 60 UL/ 1%
Detection antibody, HRP- AT ok Sk
TN e;[" HAXAFY o
conjugated (100X) HRP tRiZkMTAR4ER (100 X) 60 uL/3%z 1%
T75 = ﬁ?\ é 55E \ ‘ .
Sample Diluent PT 4B1 $¥f%$¢,ﬁz PT4Bl (BFAMMA. M. 48 EEUR 30 MU/ L
PRAREEZAS)
Sample Diluent PT 4B1-ac AR PT 4Bl-ac (BATHRR3ARRIEL) 30 mL/#R 1R
Detection Diluent TUAHERR 15 mL/#R 1R
Wash Buffer Concentrate (20 X) I TTER (20X) 30 mL/#R 1R
Extraction Reagent SRR 15 mL/#R 1R
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 THERONMNAHET-20°CHR L TEFRLFE
2: BEARRAFIEAIE2-8°CHERTX
3: BREEYERFTNINER,EREER

* AN AR ERATER, BT AR, ER

* FERNEED

R REFEEFEM

5.1 B RRRIEMAIER AR TMB E&R;

WIBE R EE

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;
5.3 BB AERURRIRFIEI TR, SHmIF7IER;
5.4 EERBARIE, RIMNEFRZE, RESWIZRIER, LIRS EEHE,
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N BARES

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EHq.

6.2 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sR & /51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(CER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: WnSERRIEFTAR, 500X g Bi05 minBY L&, IZBMERMEIEE-20°CIF, #RRkEFR.

6.4 FRI&: WEERKIE, 1000 Xg&:020 min, BXEE, ZEMERASDERG-20°CER, ERREHRR.

6.5 ARERARR: WERARRSE, A2 (2-8°C)BI1 X PBS%3/R, 500 X g&i5 min. 4RI, B0 LiE; IMPMSFEZRRERARR
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 Rk (1X) 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
BRLEENT: AME. mE. M CEURERESLFE; MRM@RHAL2ELSHE; HARE, MBNEENERT
BESBOIENRE.
7.4 BERBRIITESR:
RMAME. M3, M CEURRREE, EH2 mLPTABLEARBRESRAES; RIMRRMRREE, ©E2 mLPT4B1-

acF AR E AN EmR, BIMEFNT:
500 500 pL 500 pL 500 uL 500 uL 500 ul

‘III Iii | I\i ". ji I*II I‘!I ;. fi
PTG | \ / \ / ‘ / \ ' \ / \ /
R AAAAN

5000 pg/mL 2500 pg/mL 1250 pg/mL 625 pg/mL  312.5 pg/mL 156.3 pg/mL 78.1 pg/mL

Add # ulL of Standard

diluted in the previous = 500 pL 500 plL 500 plL 500 plL 500 plL 500 pL
step
# pL of Sample Diluent

2000 plL 500 pL 500 uL 500 uL 500 uL 500 uL 500 uL

PT 4B1 or PT 4B1-ac
Ilsd7ll IISdEII "Sd5" "Sd4" "Sd3" "SdZ" "Sd 1II
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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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: Rk
9.1 Z2ZfrihE

x4

Sample Diluent PT 4B1

Four Parameter Logistic (4-PL) Curve Fit
L
=
=
D
a
=
2
2 014
o
0.01 ————ry — —_—
10 100 1000 5000
Hman CD80/B7-1 Concentration (pg/mL)
Sample Diluent PT 4B1-ac
107 Four Parameter Logistic (4-PL) Curve Fit
S
=
=
D
a
=
2
2 014
o
0.01

10 100 1000 5000
Hman CD80/B7-1 Concentration (pg/mL)

9.2 BRE

IRPBEE: 3P FERENFRERAEENTE 8 'X;
RIEHERE: 3P AEARENFRERBEZENTE 16 Ko

(pg/mL) 0.D Average Corrected
0 08(151 0.01755 -
78.1 g:gg?é 0.0772 0.05965
1563 | 012781 01253 0.10775
312.5 8:;-;’5532 0.232 0.21445
625 g:ggg 0.43095 0.4134
1250 8:;32’; 0.7687 0.75115
2500 i:zggg 1.384 1.36645
5000 ;igig 2.26455 2.247
(pg/mL) 0.D Average Corrected
0 g:gz;;* 0.05155 -
78.1 8:18;? 0.1039 0.05235
156.3 06_114:;8 0.1469 0.09535
312.5 8:;23? 0.2518 0.20025
625 gzggi 0.4387 0.38715
1250 09'7796772 0.7821 0.73055
2500 iggg 1.3668 1.31525
5000 23233 2.28695 2.2354

RAFBEE (CV)
BA WE HYE(pg/mL) FEE TREHCV%

IRIEHEZRE (CV )

BA BB THE(pg/ml)  REE EE%E‘:‘&CV%‘

1 8 2,458.7 72.2 2.9 1 16 2,581.8 1415 5.5
2 8 583.6 151 2.6 2 16 612.8 33.9 5.5
3 8 2814 7.0 2.5 3 16 288.4 10.7 3.7
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9.3 fntx el Z
REASTRRS, TEITESEEMSEER. B E3RE, #1TACDS0/BT-1MMMTEINESEL, LRITT:

EFieit] RRR(EER T1E (%) SBE (%)
12 78 71-85
A3
1:4 81 80-83
12 109 107-112
Z0pE EF
1:4 103 100-106
12 94 87-98
R
1:4 100 95-105
18 72 71-75
ARSRR
1:16 80 77-82
9.4 HF&1{E
A% - AT, WM AMmKEEDRHACDSO/BT-1HRE,

JEFieit] ¥91& (pg/mL) SEE (pg/mL)

ANIFEEZA (n=16) 260.2 178.9-387.2

R - NARIRFIE, WNSHRKIEAT ACDS0/BT-1AKRE, —FIEA+iNINN107.2 pg/mL, HAREAEFHRNTETS.1
pg/mLo

AR 55 - RajidifE(1 X 10° cells/mL)TEEB10%REIE. 2 mM L-ASEHAR. 100 U/mLEBEM100 ug/mLREESEM
DMEMIZFERIETR, WS LE, FHMACDS0/BT-1, iMl{EHN541.3 pg/mL.

MR fE R
ACD80/B7-1 (pg/mL)

RajiZHfu SRR 6976.7 12

DaudifBREZAR R 1092.2 15
9.5 REE
20N EENZFLFIODEMN LRENEERFEINODEF N EMED S HNNAYREE, tidFfIZ+ ACD80/BT-1HIREEN
28.7 pg/mLo
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9.6 £

ARE LBMRBEF SIS RERACDS0/BT-1ER, HEMEEMFAIIRENE, AMRMAMRKERANNFIERRIGRE
A, EHRREERICIELTIRHEER, LIESENT:

PNk . N MR
o 4HpE B35 PR& -
Bk PT . o R PT 4B1-
(A (BARERPTABL)  (HARERPT4BY) A
4B1) ac)
¥E (%) 100 118 83 100
1:2
SBE (%) - 112-125 79-87 -
HE (%) 91 113 98 110
1:4
SEE (%) 86-96 110-115 95-100 109-111
HE (%) 93 104 105 81
1:8
SEE (%) 86-100 103-104 103-107 79-83
9E (%) 91 92 106 76
1:16
BE (%) 83-100 90-93 105-107 75-77
9.7 B &

FIRFIEREREIRBIRATELHACDSO/BT-1
IONS0 ng/mLLL FREAF, TRHERX KR
Human:

CTLA4

+: &E#

1. Chen, Rui et al. Medicinal research reviews vol. 40,2 (2020): 654-682.
2. Park, Jang-June et al. Blood vol. 116,8 (2010): 1291-8.
3. Short, Joshua J et al. Virus research vol. 122,1-2 (2006): 144-53.
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