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MSEE:  31.25-2000 pg/mL
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—: BEER

Rho #8xZEH#Es1 (ROCK1) 2—Mafg/ARfRERMES, WETEN RhoGTP £E5EH, €5k, BEMR T HAMHARRE
ROCK EF (ROCK1 #1ROCK2) 4REMFMEME, ROCKL F ROCK2 BHHEBIEEUSEAh AT BIEm, XAMEERER
BRI RS 920% BURAREHINEIME, TESERIKT B 65% MABME, ROCK1ZSAMIEXIEBIERIE, QiESMm
E. FEKEEL. FI/RIGSSERIER.
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=: 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 4000 pg/#a |2 7R
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 BARES
6.1 MR RIS, FITU (2-8°C) 9L X PBSHE3IR, 500 XgB0S min.ABREIHER, BLFF L3, PMSF E4RM AR

R, ZSREAL mM;E1X10  NERE, AL mLABBIRARR(SPMSF), 7k L2230 min, Hisl L FEEIERRE S, BEK
TEREALER, 8000 X g-10000 X gBi5 min, D& LI, HEEE-80°CHER, HABCARRRENE XN ENESERRE, BERE
R
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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 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 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

RN T . AREEMRRIFARL:32801:641%5; FmEE. LIEMEFNERRESBNENNZ.

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 uL

| \ "
ow YV U \ 4

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

500 pL 500 pL 500 pL 500 vL

Add # pL of Standard

diluted in the previous — 500 plL 500 pL 500 pL 500 pL 500 pL 500 pL
step

# uL of Sample Diluent

2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 4B1
e 7" "sd6" "sd5" s 4 3" "s2" "ed1"
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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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N LS
9.1 2E R E
10 4 Four Parameter Logistic (4-PL) Curve Fit (pg/mL) 0.D Average Corrected
0.0428
0 0.045 0.044
5125 | 91204 o4 0.09
£ 14 -
g 62.5 g'igﬁ 0.22 0.176
g .
— 0.3498
é 125 0.3915 0.371 0.327
£0.14 0.6115
o 250 0.6898 0.651 0.607
500 2‘232% 1.029 0.985
1.7038
; ; 1000 1.78 1.
o 100 1000 2000 1.8629 s 73
Human ROCK1 Concentration (ng/mL) 2000 ;gggg 2.533 2.489
9.2 REE
IRAFEZE: 3N TAEIRENEFEAEIRANEENE 20 X,
IRIEMERE: 3N TAEIRENEFEAEREIEENE 24 Ko
IRAFEEE (CVI) IRIEWEZEE (CV &)
wE  TE(pg/mL)  REE  TERR¥ECV% MR #HE  THE (pg/ml)  IEE
1 20 992.5 53.0 53 1 24 885.5 85.7 9.7
2 20 2445 17.2 7.0 2 24 246.9 14.8 6.0
3 20 59.0 52 8.9 3 24 60.6 2.5 4.2

9.3 INAR[E W=
REATRIE, METMEEMEES. P, B3NKRE, #TAROCKIBIMFEIRESL, S4RITF:

Eieid] FrRfEER SEHIE (%) SERE (%)
1:128 84 78-89
MREARR
1:256 80 78-82
9.4 &g
BT
AROCK1 (ng/mL)
A431MRE SRR 16.1 1.5
Ramos 4HfSfRR 315 14
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9.5 REE

F20NEE MEFLTHYODEM_EFREIREEEEIRODEH NI RIS HXIMATREE, HiXFIEHh AROCKIFREE 4.3
pg/mLo

9.6 £k

X NAF AR RS, EREEIEIIERTIREER, SMEHiEDT:
(BRI AT IRRR1615. )

TR \

¥E (%) 100
1:2
SBE (%)
E (%) 108
1:4
SEE (%) 103-112
¥ME (%) 115
1:8
SEE (%) 114-116
¥ME (%) 120
1:16
SEE (%) 119-120
9.7 55 M

FAFBIFRMIRBIRATELAAROCK L,

+: ZEXE

1.Sung, Byung-Jun et al. (2022) Mol Metab.66:101625.
2.Faroogi, Ammad Ahmad et al. (2022) Oncol Lett. 23(5):159.
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