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—: BEER

CKAP4 (4R EZeMExZER4) , JMRCLIMP-63 (IREEZLEERERG3) , B— N F2/63 kDal A EZe-EEEEH,
5i%BE, CKAP4EMadin-DarbyR1E (MDCK) +R4BMfEREmM—tiBDKKILAEA, HBINSDKKIES BRS5EE

YBBIEEE, ISk, CKAPATECYs100fi s SalisigRE EatiSEDHHC BB LIS, ZEFRCKAPA R T RIEAS S HHE

FEIETER N B R,
- % M 52 38
o) &
OO0 Y ,
O000 o666
N~
) ¢ ARFARLERE (B EEITHRP)
Y e - S
IREIME a0 ERE, TIANTMB
eEHe Y, WRFLRERTETRES, BIMALZL
. N AN TR B B TR E B
N\
Y/ .
egga THEE$D
r//'i P

=: FEHENKRSEM

3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard PEESR - RTRYR 2500 pg/ii |2 3R
Detection antibody, HRP- I o o~ s
conjugated (100 X) HRPARZHMIARZER (100 X) 120 uL/& 18
Sample Diluent PT 4B1 AR PT 4B1 30 mL/#R 14
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIETTER (20 X) 30 mL/#R 1R
Extraction Reagent R 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals Ei 45K
fEEFRMHE:

1) RABREFERIE2-8° CEH THEBRONAHET-20°CR Y TEFRLFE

2: EABRRANZEI7E2-8°CHERTR

3: BREEIgFERMNINER,FREER

* AN AR EmATER, EATESRTETE
* FERIEEO

h: LRATFEM

5.1 B R AKIEMA I ER UK TMB 2ER;

5.2 ERIndiER, ERFEIOAMFESE, WKER, FE, OSHPEE;

5.3 BB AERURIATIETRER, SHmIs7IER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENREER, LURSDITEEHE,

N HRER

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

6.2 M3%: AIABEDTA FFERTUTIREREREAHUEST, #r4sREE /51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(ER: fMAMSRMENER, RS MARRREHTRM),

6.3 ARERARR: WERARRSS, A2 (2-8°C)BI1 X PBS#%3/R, 500 X gBiS5 min. 4RI, B/0FF LiE; IPMSFEZRRERARR
h, ZRENL mM;IRE1X10 "N, N1 mLZEBERARR (& PMSF), 7k E3U230 min, Hisl - FEEIERRE RS, BN
T REALER, 8000 X g-10000 X gBi\5 min, D& LI, HEEE-80°CHER, HABCARRKRENE XN @NESERRE, BERE
R
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t: WS

7.1 %F®KR (LX) -

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o
7.2 HRPiRIZKWHE (1X)
FEFBENED, RL100LGIHTHRE, HRERIMRIBIAITERIARMNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC%10.1-0.2
mL, #0110 uL HRPARZINFARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 RN

FRIBFAEBENAFRFERRETHRE, NRFCNEBI IR

BUIEATARHSEER, FEFREIRREERTE BT
HRRLEHERNT . AMBMMRFARL251:4%; AIRRAERIFARL3251:64%1; FmRE. LEMMEENERIESENEN

ax
Xo

7.4 BEBENIRER:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL

500 pL

=25t

BXE50

500 pL

500 pL

500 pL

B, A HTENHREEBHITRR, EiFE

500 vl

| ‘ ’ o \ [\ - /
Standard v wdl
1250 pg/mL 625 pg/mL  312.5 pg/mL 156.3 pg/mL  78.1 pg/mL  39.1 pg/mL 19.5 pg/mL
Add # pL of Standard
diluted in the previous — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step

# L of Sample Diluent

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

PT 4B1
"Sd7" Ilsdsll IISdSII "Sd4" "Sda" Ilsdzll "Sdl"
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
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 HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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h: KBS
9.1 & triiE
10+ Four Parameter Logistic (4-PL) Curve Fit (ngmL) 0.D Ave rage Corrected
0.082
0 0.0643 0.073 ]
0.1617
.‘E N 19.5 0.1596 0.161 0.088
£ 0.2589
2 39.1 0.2323 0.246 0.172
- 0.3961
5014 78.1 0.3952 0.396 0.323
0.7317
156.3 0.6979 0.715 0.642
1.1495
X r r 312.5 1.103 1.029
oo 10 100 1000 1.0557
Human CKAP4 Concentration (pg/mL) 1.8564
625 17814 1.819 1.746
2.5325
1250 2.4396 2.486 2.413
92 REE
IR E: 3IPRERERFRERNEENE 8 /X
RIEHEEE: 3P REIRERNFAEREZENE 16 Ko
RAFEEE (CVR) IRIEHEZE (CV (&)
A HE  PE(pg/mL)  EE BRARMCV% BA HE YE(pg/ml) REE
1 8 552.2 44.9 8.1 1 16 563.2 54.1 9.6
2 8 127.9 125 9.8 2 16 128.9 11.6 9.0
3 8 76.9 5.6 73 3 16 12.7 7.1 9.8

9.3 INAR[E W=
REAHRIE, MEITASEEMEES. P, B3NKRE, #TACKAPANIMFEINESRL, LRITT:

P it] MR (2L FEIYME (%) SEE (%)

1:4 83 74-89
A&

1:8 103 101-104

R 1:128 97 83-105

HMENAER

1:256 102 100-105
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9.4 & 1E
A% - RAAIRAE, SNAMEARRACKAPABIRE,

EFieit] BHE (pg/mL) SEME (pg/mL)

ANIEREZA (n=16) 160.4 67.7-426.5
MR R

ACKAP4 (ng/mL)

A431HRRZRR 12.2 2.9

HepG24HpERfRR 219 2.3

HelaZHpENAR 8.5 13
9.5 RE

FA20 N EEMEFLTHIODEN L FRIEFEESRIMODER NT RIS I RAGRE [, HiRXFIET ACKAPARIRBER0.2
pg/mL,

9.6 £k

X NAF AR, EREERIIIERTIRCER, SMEiEdT:
(ZBRRRARRIF AT IHRR1615. )

Al PR |
18 (%) 100 100
" B (%)
8 (%) 123 103
e SEE (%) 121-124 101-107
BE (%) 113 112
e SEE (%) 97-128 110-114
558 (%) i 123
1:16
SEE (%) = 117-127
9.7 155 M
AR RS R HERGIR AT EHA CKAPA,
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+: ZEXHE
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