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SEQ116Hu 96T
B B &% A% A kaput (CLOCK) Kyl iRF &

(T Bk A B IR BB V)
BEHEY: A
1 o
AT, ASH T IR
%12 i
[FRHA N A |
AR Eris AR 2.0 ELISA 8 Bl g NLZ VA1 . S il 7 i s e A e A i Ak CLOCK
B,
AFEN ]
WIFIBIR HE R LR HE
96FLH (TR 1 967 b 74 it 4
B i 2 B vE i A B 1 X 20mL
KL A A 1X1200 L N TR A B TR 1 X 12mL
For 345 B 1X120u L DU 0 B A R K 1X12mlL
TMBJEA) 1 X 9mL I 1 X 6mL
Ve (30X 1 X 20mL A5 156 8H 15 1
[7% B & & Kk
1. 4504 10nm 3EY6 A MIBEARA (LU A H B2 sy PO
2. HIEIZ E MR A MOk
3+ FBEFEN Y EP &
4, FRIR/KE 2B FK
5. MEK4t
6 BRI A2
7. 0.0Imol/L (B 1X) f§fRLZM &L (PBS), pH=7.0-7.2

LRl s R R0H]

Lo RIFE R & P AL AR RS BT ORAF o R, R B Jn U R DR bR i L R
WAL RTINS B LA 96 FLARIRAF T-20°C, HARBRIIEE T 4°C RAF&H .

2« AERE RS R A 1 K FORR RS IR IR BE ORAF, AN, TRRE AR MR 2 AL 35 TR i R
JEARSELE, IR R E BT, B T-20°C /A7,

ER:

WG A R A ATV, F2 S SR T 0 2 G AT AR A R R R G U B sk R s 1A H AT g SR 7

AL SIS () A7 L RORREE e, DR T N BT AT 4L B DR 2 RS E I
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(bR IR B S RAE]

1. AN ARIZERA LRSS KT iESA AR
D HBUEEHAL, 7T PBS (0.01mol/L, pH=7.0-7.2) HEUELBILBE, K ATEME
2) KARY N, S RTBONBCEARUK E RS B i R R 2 vl 4 (555 1S007, MAKHE H Ax H 1 1R 048 g
SENLEREA [FIZR B 2Pl I B EE 3 A (UM AR Z ) o O AR =1:20-1:50, it
ImL AR M NN 20-50mg ZHERFEA . )
3) KA BN AR R 2 A B AR R
4) RIS LF S KA 10, 000 X g B0 b 438, FEUTHE,  RIERIAT A TR ECE T-20°C M RAE.
2. AR AE TR BT, A RS R BUR 7 VR A
1) JWEEZR Ju 1% FH v PBS 248Gk, ARG - Al AL, T 1,000X g &0 5 2B E Wit CRIF40 i nim
HELEBERE .
2) W SCHE B 1 4n g H ¥4 PBS ¥E 3 1K
3) 45 41 M P BT SE SRR PO, A TR B 10T AN /S5 T, W, 0 R ET LA AT AR 7 i A P 2 Y o
4) FEhrAT 2-8°C 1,500 X g B0 10 380, FEptve, EiERITH TR ELE T-20°C M IRAF.
3. YR BIE RS AEMIRR A B 1, 000X g B 20 20 Bh, B RIS R AT, B I E T -20°C 5-80°C &
17, W S VR
HE:
1. DA RFRARY TR R, 4°CRAA/DNT L, —20C AN 1 ANH, -80°C ARk 2 MH .
2. AL M2 5 e A 45 SR, DR AR A AN B AT S IS
3. FRAE TN S R w I, ARNINHVE L mifiE .

[ FvE#]

L. AR RCE BT AR FIRAR A2 18 240 28 %3 (18-25°C), WIS ZARFI G AE —Bem [l W ANREAE T, W A H A
DRI T s IR FR 2 AR, R R ) Bl 4 SO R 8 S AR AT

2« ARMEER GARTAD: RHRFRAE S ISR SARREIR 0. BmlL, 5 UF 5 S KLY 10 405h, M ERES) Gl
i), HKEER 20ng/mL. #ER 7 DMWEREARAE LK EP 3, A EP NN 250 u L AR HES AR,
B BT s IR A5 LA B K 20ng/mL, 10ng/mL, bng/mL, 2.5ng/mL, 1.25ng/mL, 0.625ng/mL, 0.312ng/mL, #»

AR (Ong/mL) EEAE A AL ARIELREROBFIME, B RERE 6B M5 S5 .
250uL 250pL 2500l 250pL 250uL 250pL

f\f\/\/\

1, Smi

1. OmL

Stock T
Standard
O 1mL
Tube 1 2 3 4 5 6 7 8
ng/mL 20 10 5 2.5 1.25 0.625 0.312 0
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3. ROV A ZASMIBFHE B: Detection A A Detection B 7EAL AT FH T L T o8 20 4b B, DU 56 B
P4 RE B 5 VR DR B R . e FH AT 23 1) ARSI AR RE M A B B1: 100 A8 (= 10 1w L RSNV A/990 1 L
KRR A) , 7050 TRA), AR BRSPS VF S L 1 A IR S 36 T 5 1) = o (100 w L/FL) - S B 1 Bsf Y.
Z e 0. 1-0. 2mL.

4, VRVEBRIK: 580mL ZEI/K BB /KN 20mL YRS (30X FAKE 4 600mL 42 TAEMMKRE .

5. JRADVEW: 1EH KR IR A I Sk BT 5 AR TMB B2 55— T el tp A, 25 8 b R A2 RN 1 &
Fr, ANZE|[A] TMB .

HE:

Lo ARUES IR AN RE HHAE T AT .

2+ FRAESE TIRHIET 15 0 Bh . EAndER R B —IR.

3. bRMESE . KYUUVETR A TARW. RBU¥EYR B AR M AR N AR ACH], MR RER T . BB iia i
T TR RA), BT, S PRTIE ST 45 L A MEAR Ik 1 (O PSR I, R R R A . 1 10K T 75 1
FEHAECH], SRR AT R RCHIR  Can R VR A I, — ORZN T 10w LD, DURE Sl ok B i
%

4, BEEATH LR bR e KR A TR B TAER -

5. YRR (30x) A LENTH, AR E RSN, RREIRAY, TR NS SRR R

6. IRXFE A A AR, R TG E R AR S AR, ARG I R R B R Ay 4l K 5T 2 BOK B
DA S v T FHAE M VS 7R B 22, 3G S0 45 RANMER, HE RS MR 1M RZEKECE .

[bra kb2 ]

1. AAFHXHRAEE S 7355, AN EER RS ERIEANEAT, BEAEERRSERBEREE
MITTREE &, B AR,

2+ SEWHTNSCTNREA P AR o iR BEAEARE fh 2R KT B IS, P e 2000 5 ks 52 SE 30 R R R A
MR H e T ERAE ot P AR I AR P o vy e A, T A0S A IR R Bk i« FEASHRRE 5 ] PBS.

3 HPTREANE GV ABIAIEAR T, BTSRRI AT %, HRER AR,

4y AERIA A SRR 25 1 2L EA 50 0 el R 3 IO PT e 25 T T2 284 2 ) o i) 5 | N 3 850 ELTSA SE 45 R 2=

5. HFEANAMEE IR BIR, DUAZSEHEATIINRE L, W AHRE. Mice. SREENRSE, Pl fedr
FERL A K1 DL o

6. JRLCRREAEMAEN, U AEZEHEN, RN S5 A b B H R ISR Rl SRR AN L

BC, ARSI o

SEVAE DB EEREAS,  LRA7 I 1)K PT RE 4 DR B 1 Fae g A 1 i 3 B80S 6 4 R 22

[#fEP K]

Lo ke 2 ehrdE Ly FRIURES L. A AFL. WARHEFL 7 4L, AR 100 w L AR B2 i pmuE i LAk
R 2> AFASLIN 100 w L ARdE SRR (ARS8 PR E —8), RAMEGMFES 1000 L, BEFRtR
I bFERE, 37°CHRE 1 /M.

2. FEWE, BT, AHERER.

3. LIRS A TR 1000 L CIGHIATECHD, BEPRBEIE, 37TCHAE 1 /M,

4. FERILAWE, B 350 u L (OUEIRMVESS, B 1-2 08l (EWUK AR B3 BAROR A BR L P T WAk .
FITVEM 3 Ko B Ja—IRVERRE TRt R AR IOV 2 P, K BEARAR (B4 A BK AR b, ik B AEFL Y
R I R PR R, 2 TR BE ULk 58
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5. BRLINRYBUYSVE B TAEW CIGFHRTACHD 100w L, BEbRARAERL, 37°CHLA 30 434h.

6. FEALAWAE, T, PR 5 IR, TIAFIDER 4.

7. BRFLIN TMB JEWIVEIR 90 n L, BEFSARFENL, 37°C @GR NI REEILE 10-20 28h, ANEEERE 30 43k,
MbRHEFLIGRET 3-4 FLA W MBI (0, 5 3-4 FLBEAUIRE, BPnrgb).,

8. TRALIMNZILWEWE 50w L, LKL RN, BRGNS R . 2RI I N R R R A VR NI A
o i IEEAS —, WA MR BIR G385

9. TEFTRBEFR BRI A AL A TE0)S, S2 R EEARAAE 450nm AT & & FLIDG B REE (0. D fED.

EE:
Lo WAMES: M XSRS, e ARELER LR T, B, U B2k, & T
RAEH

2« IORE: SERR BRSOk, BRI S IR T S AN B A R N T AR AR
i, A R ALEE, B SRERA . RGN A, IR R S AL BeJa AN FLINA I A TR
PR R IAE 10 2 BREAD, WERACK, K PEONFEIN “T6RE 7 I, A ) 5 5 00 5
ERHESPE R R O T IR YE, HERR B B AL AT SR .

3. WE: PR ZRA, SEI IR N b o s B M AR AR B TR A, DUBE IR, B R R
T RPN, AT AT I AN 6 G AR AR AL T TR, TR I I A% B8 < 45 2 MO, 7 N TR AT L

4y YEER: ROUERARWEE, fERHRUERERET, WIS PR ST e RR b SO LA R B R TR
FAEW KR FAA T, 20K BOK AR BTN SN ALK, [ I S R R ARSI B VR TR B, 3 i
Wil 5 Joi RV MR R SCER B AR A B UARBL, IS e AR R FF A T IE s e v

5. RNIESTRIEEER]: IS I € NS S AL AL CEutm, RS 10 p s —10), AR
B, TETRBTINN A iR e S, 8 G S Tl i T S WA AR X' A

6. JEH: JRYITEROCIRAT, AEREAAIEL N G a0 AR A .

Ty WSS E R EEART 60%, AR N A 4 s i KT

(e R 2 ]

# CLOCK (L T 96 FLBALHEH . BB, FdLeh 5 B ARV bR A, s CLOCK 1545 [
HAR OB LI FUARS A, SRR MBI CLOCK 3Lt ZEHER L & I BTV IR, I HRP FL 03
I, FRBIRTEH R N VB A (1. VB 7ER UMM IO AE L TR R (0, SFLERRIGE P R H s
[ o SO AR P Y CLOCK VR HE 52 IEAR S, IR OLZE 450nm Bk FOSEOBIE (0D (), THEERE
K.

4]

e bRME BB 0. D. (LIRS F19L 0. D. GURARIE (LB, W E AL, WRBUCTIIEIIEE. LUk
YA CRPBARERD, 0. D. (A BARKR CHRRPBARKR), L thbRiinge (et rRe SR I IR B Rk
LA RGBT T 1O0E). R LB A PFRE T A4, 01 curve expert 130, HRIFRERh 0. D. 4,

bl 5 75 AUV EE, T LARVREA s O BRE ROV 15 . D AL LR I RO AT R, R B
0.DABARATT TR, HSEHPEMIKEE, FEAELLRR-EC, BIA AR (0 SbRIR

E kit &5

ATET S, REREEN AR 0. D. R, TRATEA N YRR BRI M 0.D. (W BASR OCHD, H
HE A O BE S ARG (Y 0D I T SRS S EEALE o 3200 JELAA SR T -1ty Bl 07 B A

AR HE M ol TSI BAE IO R CInERAE . BER . Ve BORAIRBEZE5E), ARAE £ (1
0.D. HEAMZER. PritftiibrdE &It S, SLi i 2R B O Sei0 o ARE 2L .
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o =] o (4]
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Concentration(ng/mL)
4]

1.5 2 25
Optical Density

o
=)
= 1
a
-

ANBH B EEHEREA kaput (CLOCK) R R S hnv dh <k
[ 0 5 R ]
0. 312ng/mL-20ng/mL

[ fekAs 0l PR ]

0. 124ng/mL
BEAE A 20 N2 RS CRIBRAE SRR 58 (1P 340 — A5 A vE 22 BT o0k N IR IR J

[ ]

ARG TN CLOCK,  Zesr I -5 L e ARMBLA) Joe I B A8 SO o
152 BB B AFEARIZ TR, AT RE 5E BT AT AR 5 SR A AT S NEAS - DAL AS R G A Pl e B R 2ok
I FLe W AT A8 S

DR ]

R 55 P L RE S8 (B A8 S R B CV HoRe OV (%) = SD/mean X 100

P22 WORAEIGRFSOC, Ty S EEEAEARIEAT € B, SO FEAESNE 20 K, J3 ATt SN RIR
FEATRF-3591H A SD 1H .

el ZE: B 3 MAFERK PR G B T S EFEASE T ®NE, BMEAEAR - N GER
W5E 8 I, F3 IHEAS IR BEAEAS IR~ 248 & SD A .

L 2 CV<10%

fela) 2. CV<12%

(R t]

2, WGEAEA BON N 55 DAEHERAR B ORAT, TG TEFRERE /N T 5%,

AN A B TR ZE R R G A A B R, S S AR A A s R R R — 8L JCIRESER = R
FERE 5 FR iR — 5256 GOREAT IR A P AR ZE
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[FEAAH ]

Mg/ M3 - X 28 il f BEb T MIRE A BEAT SC90 004, T A BB A AR TR v it B A A B

YRS — AR UL 2 0T AR SR AR TRAF 130 20 1A 1k 1 26 40 B AP V80, ) CLOCK. A /K-P-EAT R o &5
E T L

FEA 0.D. {H Ll
Hela cells 0.76-1. 14
K562 cells 0. 56-0. 87
WESER B ES % !
SERGFE]
1. SEEGCRTRRE S IR SREAUE %
2. EE ChadESEREEAD 100w L, 37°CHEHE 1/NI;
3« JATF, WA ALI00 n L, 3TCHER 1/,
4, VEMR3IK;
5 KIS WEB100 u L, 37°CHEE 304041
6. VEMR5IK;
7. JNTMBJEI90 u L, 37°CHEE 10— 20440
8. M EW50 L, 7RI T450nmiszEy .
(Ui A ]
1. HTFIA MBI ARACE WA BEXT LB R HE 10 BT I SR AT R I 45 2 5001, 77 i il A7 AE
—E W TR AR A .

2« RAMSEHREREGRANNABNE TR MR UL SERIMEE VI G, 555 % 78 R AR A&7

3. AFEHERIE R Re A DVEER], W KB R LR B RIS, TR 1R S B AT
SCR R, R AR B U ES % .

4. ARG SR BRI L AECEMT T, ASRETR A A G f A wh . R 08 S AR S K Se 38 B W A =15 21
AR ISR

B FEMHAE Sl A R R Rt R R B R A B P o BT R 5 A K DA R 2R MBS B, RO R K
PR I )T 0Rs - S B (B AN HER o

6 WITTJE IBEIBCAR AR AL P T RES AT D VEKFERI I, ONIE RIS, AN X Se 45 R AR AT M0 . BEbrAR LA
PR AEL AR LU, 1520 ST

7. HTHRAE AR, B KR BRI BB SO e 35 A0 P RE 2 BB R G R0 A Rl R AL AR e 4
A EERERTIN450 £ 10nmiRBE, SEH P FBIAE0-32 18] SR HITIE 1 4h B 18150 W 45 7 A 45 -

8+ FEREATH & AR AR (ARSI RE P AR AR AT RE S BRI SE I 455K, Br DU T 3 s g R M, S
K (R BE— 2D B AR A B R

9y WA TR AR TR, (H i T IsR AT L SE IR R A SR, WRESIE IR AR S ) AR A
g CRNGEid e wilkex i PN

10+ AR &AL FAts ) 5 ) Sk G AN (/] D5 3200 I 1] — H A A = A0S B, B DAASHERR RS I 45 —AS— S0
RV
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1. ATl &b PR m e gl w v A &N, HiTRELARAPERR A B RIERS. adifb )y 5%
FHAE, PrelEATTCERUEZAR A G T H T At 2w S AL A A I, 38 AT AN U AT A
HHEH.

12, THTRASHE S P AR VR, s Bt TS B e P AT IR J3E o SR R AR B RT AT A AS o A ) 2 Bl
H ) A I i

13+ %G T REANE F T — L8 S0 A B A RUPE AN R RS R S it FROASL I, B0, R DR R B S 6 45

14, ALARUR I RG] T 48T Bl £ .

15, ZGFR ST FUE ], WeRe LA T I AR S W AT A T 3, B PR A DR A (1 [ 7 5, IR AR
PAEMERSE.

[&&]
ARG A TR 2k, JERARBUE I, AR R G R A A BRI L T A B R B A
(1A A ]
A & A REIR P RRTTR
it it HE 2 AN TE A BEAT LR (IR AE B S R
W& E | WIRRVEE A5y T I Sk
AR R A A E A WA
ek Aoy FA ] EOR 78 /) PR AR
T TRSIAS 785 FIR AT A 2 TR ST AR
FO RS 2 A AN AP IRE RS 2SR IRk AP B 1 7 A A B
TREAS K 1 R A A EAS WA
BELIN AR AR 1 FOER WA R A7)
i 7 I TR AN TE A DRAIE 78 A2 FAL 7 1 (1)
0.D U 7 UL AN IR ) B A S I DR A R 3R 7 iR 2
Wi b ) SR R MR A BT R, R T IR A 7
B IMANZ1EW SRV SR A D BRI AN R
e H O T e K E LA R 1A T 20N [) Py 325
ANIERFIREA AT 7 3 IEFMEAAAEAS, AR A AT S
FEAAE ANIER PR AR AT b B 575 R AR A WA AL 2y 32
FEID) AL A 5 A AR EERE A, RS
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