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RYE: 0.02 ng/mL
KOMSEE:  0.156 - 10 ng/mL
FA & I3 2 AT E 81N MBI AR KPR AGRPT8/BIPRE
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. db =
ERiER

GRPT78 (HSPAS5), t#ifn “REKERERESER" (BiP), BRAREH-70 (HSPT0)XKiEMN—5, S5RERM(ER)FERR
BITEFELE, ©ENRMIEIE EZARTAMEFRANBEHEH. BIREVGRPTS SR AT ainGlEdmEKE X,

— KR

N e ARFEDBRE (WA TARIE)
— SR IEITR TS LIS, TIATMB

Y, IRFLRIFEHTEERER, BIMALL
BRIEZNEBEHTRAEENE.

fanin

.‘\\I L:p HRPERIE =R
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=:. FEEFNLWKLEM

3.1 BBHFY (RT3£E%450 nm#1630 nmiUKK);

3.2 EfEEBRRBN—REE R,

3.3 R (FRRI FEhistiR) ;

3.4 EPE (ATHBINERRER);

3.5 lZKEMEL (BFHT);

3.6 M AIEME,;

3.7 BTFELISASER N EUBR AT HN S (FERSEING57%), W Origin, ELISA Calcg,
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m: HF2AD R EF

ESEt S s 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard FEESR - ARTAMR 20 ng/#R 2 R
Detection Antibody (100 X) M ARZER (100X) ** 120 pL/=% 1%
HRP-conjugated antibody (100 X) [HRP#RZZHUREGER (100X) ** 120 pL/z 1%
Sample Diluent PT 4B1 AR PT 4B1 30 mL/#R 1#R
Detection Diluent TURRRER 30 mL/#f 14
Wash Buffer Concentrate (20 X) RIETFRR (20X) 30 mL/#R 11
Extraction Reagent SRR 30 mL/#R 1#A
TMB E®EY TMB 12 mLU/#R 14
Stop Solution LKIER 12 mL/#R 14
Plate Cover Seals R 4 5K
TR

1: RABRHANEAIE2-8°CHR M4 TFMOTNBHEE-20°CHRE THERLE

2: BEABENEPIE2-8°CERTR

3 BREWHIEAMIITER EREER

* AN AERRNERATER, EATESRTETE

* FEEIESC

B REFEFEM

5.1 BHR R RKIEAAR BRI TMB 28R,

5.2 ERIEIE R, ERFENAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURRIAFIEITRA, S mIF7IER;

5.4 7EfEAEENERNET, IRFLUINMNEFRZGE, RE30WRNRAERR, LUREDTHIEHRE.

N BARES

6.1 MiE: 2MATAZERERE 30 min/51000 Xg B/15 min, BXEFIZEMERAHDEE-20°CER, BRREHRq.

6.2 ZBRERARR: WERABRRSS, A< (2-8°C)BI1 X PBS%37R, 500 X gBiS5 min. AREIHEL, /05 LiE; IPMSFE4RRERARR
o, BIRENL mM;IRE1X10 "R, i1 mLAERERARR (& PMSF), 7k E2U230 min, Hisl F FEEIERRE 7S, BN

b IR, 8000 X g-10000 X gB:05 min, 78 L&, 248/5-80°CHER, HABCARRRENE XA 2NE SREHRE, #ERE
/;E[ﬂgo
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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 HRPHRZZH (1X) :

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo #1010 pL HRPARIZZHURZER (100X) 1990 pL fuiEfEE &R H#ITEH], BIERES.

7.4 SEMEEZ:

NMEFFWEBITHESTCE, IERHT-ENHRREEHTER, EEREIELTIREER, NEFRNHRREEG
HEBITML.

BRI T AMUBHFARL2WERE, MIENERIFARL2H1AFR, FaRE. LENEFNERTESBUIERNE,

7.5 BERENIREM:

F32 mL PT 4B1iF AR E BT Em, BEEIFNT:

500 pL 500 pL 500 pL 500 pL 500 pL 500 wL

=] . I\Hﬂ_._f /f *\-h._;/f

/

sdl

5 ng/mL 2.5 ng/mL 1.25 ng/mL  0.625 ng/mL 0. 313 ng/mL 0.156 ng/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 uL 500 pL 500 pL 500 pL 500 pL 500 pL
PT4B1
IISd7II Ilsdsll IISdSII “Sd4" IISd3II “Sdz“ “Sd 1II
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J\: LT E

SKEF, FERMBEAEZEFHE20-30 min (KMHE KRER. HRPIFEZHRRERFAFZEZFHEE, A ;
wE#TAEm. BARURFERFIMER, Efiesk, S8REMHMARNAETE, FRNEAT, ERARRNMEFRE;

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 EESES8.4;

8.7 &¥LhN 100 uL HRPAREZH (1X) (BREHFEEES7.3), ZLHRER, 37°CHFE40 min;

88 EESES84;

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

812 HiENH: S MIERMFARRODEFRHEZFLAIODE, KREE L, ETIE DIANEmMBVRE N, ODENHEL
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
RN TORIRE WERE
1 |FvEREEE 100 pL 120 9% 4% BEE37T°CHE
2[R (1X) 100 pL 60 3% 4% EREE3T°CHE
3 [HRPIREZZHT (1X) 100 pL 40 ek 4R BEE37°CIHE
4 | E6BTMB 100 pL 15-20 3¢k RRETF BIRE3T°CIEE, B¢
5 [&WLR 100 pL 0 2% FERELF
6 | MIAZIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINREE5 7%
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N KBS
9.1 ZFfrih
10 - (ng/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit
0 0.04 0.04 _
0.0403 )
0.1445
& 1 0.156 0.1373 0.141 0.101
£ 0.2634
2 0.313 0.257 0.26 0.22
£ 0.4512
g. o1 0.625 0.434 0.443 0.402
0.784
1.25 0.7761 0.78 0.74
1.3731
ool o o 2.5 13502 1.362 1.322
0.1 1 10 2.1202
Human GRP78/BIP Concentration(ng/mL) > 2.0482 2.084 2.044
2.7313
10 2.6764 2.704 2.664
9.2 REE
RBERE: 3P NERENESERRNEENE 200K;
REWERE . 3P AERENESEREBESNE 247Ko
RPIFEEEE (CVA) IRIEFEERE (CV [8)
A (ng/mL) tEE  BREREHCV% B HE  THE(g/mL)  EE BREHCO%
1 20 4.97 0.23 4.62 1 24 4.47 0.28 6.30
2 20 1.22 0.02 1.80 2 24 1.15 0.06 5.47
3 20 0.30 0.01 3.17 3 24 0.30 0.01 4.74

9.3 INAR[E W=
HEARIE, EITMEEMEES. P B3NKRE, #TAGRPTS/BIPMAMFEINESRL, LRITT:

=it R F(E (%) SEHE (%)
1:2 83 71-97
A&
1:4 87 82-98
1:8 96 90-102
PR
1:16 102 85-116
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9.4 & 1E
A3 - AR, WAMERAST AGRPTS/BIPHIKE.

EFieit] ¥E (ng/mL) SEE (ng/mL)

A& (n=16) 0.22 0.07-0.41

MIARER - 112 ug/mURE RS/ NI IERIHe la B RAFRI AL IZATH e laZAfR R AR R HINEGRP 78 /BIPBYAR

Human GRP78/BIP (ng/mL) BEQ (mg/mL)
B EHelaZHEERR 15.29 5.60
RAIEHe la AR SHfRK 7.38 7.20
9.5 RENE

20N EEMZFLFHODEN LAEIREERRINODEFT NTEEIN S W NAREE, LWidFIZ+ AGRPT8/BIPHRE
790.02 ng/mLs

9.6 &4

ANIEMNSRERAGRPT8/BIPER, #HBERREMIFAIMITLE; MRRERAXNFSERRIRIEEL, EHREERN
ERTARESEER, ST

A& MINAER
¥E (%) 74 100
e SEE (%) 70-79
E (%) 106 116
H SBE (%) 98-111 112-120
¥ME (%) 116 88
e SEE (%) 109-121 79-94
¥E (%) 120 112
1:16
SBE (%) 117-123 104-122
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