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[EHAERKER LR 4 RN MARERERREEEES 4 AL REEH i
4, E—Ffhlg CDK4 HERIBAYES., CDK4 2MEEHIERKIRMESESSR RAI— 5
R, ZEEREBNERRZ Ser/Thr EEHEEEREIIKR. 1Z5E BHS S. cerevisiae
cdc28 0 S. pombe cdc2 EAFYISERL. E2E ABEEBEESYIN—MEIE
By, YA G1 BRIHEREE. 1Z4E8 RUEHEMERT G1-S H, HADIE
i D BYAREAEIEAEEEF] CDK #D%I5 p16INK4a =, i SBEIIE AR th SR R B R 40
FRfEEEEF1 (Rb) RUBEER 1. ZERREEXEREIE D BRER. p16 (INK4a).,
CDKN2A #1 Rb RYRZTEMH AN SSZMEENEUEMEB X, CDK4 H—MFERRE
(R24C) X EEeaxREREFH LI,
1 RIE
RIRFIERANG AT O AELISAR AR BRSATABH TR L, REREIR
ERPHFNIYICDKS, BxE, BIMNESEFCHCUnER TSR ER, ik
"FERTA-TUR- R REESY), BEINAGESFNRBEINERIRS SIS
TS, SEaEREE%, EEINATMBERS, BFAThEFUNEESRE, I
ANEIEREIERE, USRS IR, AERMYTE4S0 nmibIOD{E,

AR IERTISUINSEZEL, BERHmEmZt EHFEAHCDKAR
RE,

HNSEISRY R PR TE

ANIFIERERIAER, AR TIRRZEEGaTT .

HAERERHRAESETIFIEnE ERERH, AEBLA SEAHUREEIR
RORR S EAEEE IR ER.

IREFRFENESTERSNE, URANEHRETIH—SHERER, AESUE.
MR, SCIRR. BRBOR, R, EFNEEGE RIS EERFERAE R
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HEBRTRESEEER L.

HARE. EMEFHENZHRESSEEMENER.

RN ESLIIRITER T AREY M sE BRI IR RAISE, BHAREH
EFTERTERNRER. TR ERMTHRYTREM.

BEESREEER

RABARSRE, MAKBEITE, HTERRIUSH, HRISMRER. &
SRR, b, SRR,

FARAA AR RIIENRIL, DT IRERNER, EHESREEANT
EHE,

M EFRETETIE, ENGRETREIA0LIREN, HEEEssEs
BN HRIER 1808, ATLURESREIEE,

BEFINIRERE, BRI, BREEHRSERS. BeANNEE
SRS,

RIHHR 5 BRI LR RINENR, AL, FLFRmAEe
BNEEINES, SENAEMEEERSERERASEA.

AR S RREER, SE—ERE, MSERE,

A AP SR, TTaAT R B, Rl BB
NEE.

REFIBITAEAS R, RISFITILERS, MRS OEeRRAEE.,

FEIPFE. PR, IRESTESPAER. SEEEAE.

A =SHM R EFRMA
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TREAREBIRR 8x6 % 8x12 & 2-8°C
R 13 x100uL 1% x200pL 2-8°C
100 x EPE=ALTUAR 1 Zx50pL 1 % x100pL 2-8°C
100xSA-HRP 137 x50uL 1 x100pL 2-8°C
20 X RYEFREMR 1 x15mL 1 Zx25mL 2-8°C
FEE®RA 13Zx3mL 1z x6mL 2-8°C
EEa®KB 13 x3mL 1z x6mL 2-8°C
®ItR 1 x3mL 1 x6mL 2-8°C
20 RgEFTIRR 1 x15mL 1% x25mL 2-8°C
QLN 2 5K 2 5 7
FeEnitiAH 110 110 IB{FIRIE
mERE
Fgf™MY, BE8450nmlIERIK, FEITER600-680nmIRIERIKEE;
Bikaa ek,
ZEIBKEREETIK;

100-1000 mLZIEEE;
e, HHMEE B IFLIREIEAL;
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o KFHBEMARIRZR, BEEIRIF500150 rpmAYEE ;
o HATHREtNEMAIERATINE.

HEmL IR E K

TEHYHERIEIEEREEEEN—RIEES. FRiREEEART .

Mptsss EiGiR: £1000xg /O 5o thRbREwL, SZAMHITINERF D %= m,
FEFmIEFE<-20°CRURER . BRESFRMER. (BTERMN, ARESF LS
MR W FRSEIR AT ERR RS 4N

mis: ERMESHEE, EHFEmEZRE FEE3021, ARE1000xg FEL155
#. MEIEBIIEFH TS EF D= m, SHmEFE<-20°CREE . BRES
RBMEIN.  (BRTEON, MSHmENAEHRE. Hla0: S0uLiFmm+50uLayl xFHke
&)

Mm% : FEFREDTASIFE=IE/ESIMERILR, WEE3008A, LA1000xgEL
15938, MZEPNESE o 3iFm, FIEFEmEFE<-20°CROEE T, BRESIRREA.

(TR, MHREFMENAEFRE, Hla0: S0ultra+50ulay1 < #HRER)

i SRR IS MR RS rT BTAIRe, (ERRNE{TIER T, A
AR AES AT ZNUE.

HAXIR: FAFUSHIPBS(0.01M,pH=7.4)%kHR, KFRABIAKR (DKPREN
TARSTIENGER) | FRERGERE., BEENARSXIMFRAIPBS (—i
R 1ORIEENRREL, b1 gAY BLFEREIINOMLAIPBS, BMAFI R RIEsCIO R RE Y
AR, FHEFICR. HEFEPBSHIMAEREEDGER) IMABIESIREF, TikLExs
RESSSRAERE. ATH—SHREERME, TLTSSRRHTERRRE, BRER
Al EERESRIET5000xgB05-1093%, BN EiE@,

MAmZeRER: NHEEAPRATUSPBSIERIEE, AEFRREREEH, 1000xgBE0S5
DEEWERMNE; SIFMERTE R OIS, WERVARBFETTSPBSIEE3R, B1x10°
MAEFIIA150-200pLAIPBSES: (HEFEPBSHIIAERRESDHE, ESEREYT
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ELRDPBSHIR) FHBIR SRR IR, SRERT2-8C, 1500xgH
010534, BRI,

HEHARE: 1000xgEU205H, AR,

HRINIL: HRITERER, BRIUEOER,

RRRE: RRIEEEETE 1 BRSTRNNTRETAC, SRR, &
BRERESE, FETF-20C (1IMBRIEN) , H-80°C ((MBMIEN) , BER
SR, FARISTMREONER, RIEIFATEH T,

TliES T

ERRIEAEIRFETE R &30 AR,

RR/RREREE: MRERR/EER (20x) BRAMTH, SE37TCTIHAE
RIASINAR. BB 208 (B0 1mL iREEEERINANTIMLAYZIEX)

tnEmEE: TEFNE N ER, HEF7NLE, SA200ng/mLimER (200
L) BRERN—EER T xHREREEZ10ng/mL (f: S0pLAYRERER+950uLAYT
xR, HIESEI1000uLhY10ng/mLREINER) |, BEEEMNAEFSBIINAS00
ULAYT xFERER, EIX6NERASR E T 10ng/mURERIROR SIS E 6/ MERE,
HECH 7 MRERfNER, #IXJ9: 10ng/mL. 5ng/mL, 2.5ng/mL, 1.25ng/mL,
0.625ng/mL, 0.313ng/mL, 0.156ng/mL, MESRERERARTPIRES00uLiRE
mE T —MAES, BRWITES, LUSSEH TRERRIEIRE (WEF7R) | 1x
R FSIRE R EmOng/mL),
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50uL 500uL 500uL 500uL 500uL 500uL 500uL

4 d d ey PO ey L e, PR,

- == - -

T e e e

4 & @ O

200 10 5 25 1.25 0.625 0.313 0.156
ng/mL ng/mL ng/mL ng/mL ng/mL ng/mL ng/mL ng/mL

S TYERELE : (FRT109%, 18100 x EEWTATF1000x B9, B
G xFERERIE1 00 x AP R WHUAFRRER  x EMENTVATIER, RIErEREXHE
BcEZHBER.

MBESYIIEREE : (FARI0SH, 8100xSA-HRPA®KRT1000xgE M5
i, FESA1xFRRRISE100xSA-HRPHERRAL 1 xSA-HRP IR, {RIEBFTEHERE.

&iE: NEFUEARFRCODKERESTinERESE, BRELRE SR ESRI

Lz

EIRPTR

FratrtEm. HFmENEFEN

1. EsteiuEEs: FREIIORTRERIFLEL, BN ARERERFMEE TIEFIAYE
AR,

2. BAWESE: S9N 100uL ARIREATNERIARTECIESAIFNER (2
WHARBRBRREOWE 1 (50, BRIZRDERIN) , & LR,
37°CEEEIRN 1 h, EBERE, SFUINIA 300uL 1xFRERR, BERH 30
®, BFAERLERT, LAXMAGIER 3 X,

3. RS SFUINA 100uL EMRUVIATIER, BREBS, & LR, 37°C
BN 1h, FEERE, BEELRE 2 FRIBKAIUEE 4 K.
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4.  FEFNEE: SFLI0 100uL 1xSA-HRP TIER, = E3tRiReR, 37°CB¢RiL
30 2R, BEER4IR, BT

5. RMES: BB SOuL B8k A, BEEIIA S50uL 28K B, BEES,
= FIRERLR, 37°CBEYLRAL 15 9FH.

6. BIERN: FEBKRNERRE, SFUIOA S50uL £LIER, BERS, 5 oW
HSERAVEBIRMYIE 450nm SR SEE,

SRR
I EARERIIEEAS LRI OD EFEEZHFLAY OD EfFARIEE. LUKRES
TR, OD EANMIR, EARE L H NS EZERMIRERS(FERN XEEZH
BAYE). SEERREEMIISENEIE (4-P) HZ SR BN SOIE IR ERNZ.
£ OD EeTinElE LR, NMESHREENFH T ERERRERSRIEA
HURRRRISEL,

R
PATSUEFMZ N S%E, TRE S RIER CRISCINEREIin L.
*iﬁ”j”ﬁ;g 10 5 25 | 125 | 0625 | 0313 | 0.156 0
oD {& 2487 | 1751 | 1.041 | 0649 | 0423 | 0286 | 0.168 | 0.069
WIEODME | 2418 | 1682 | 0972 | 058 | 0354 | 0217 | 0099 [ 0.0
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ODa450nm

0.1 1 10 100

H CDK4 Concentration (ng/mL)

FEFFRERSUERA, SRTENMIARRIRSRER SN ERZEETEES
&R,

B84
RRTERRENT 10%, REZFEEVNTF 10%.

[ajl e
EEREAEERINENIE CEREBERRALLS. [MM3AEEs EaI0

N3N AEREKFETEREIEE,

FEAZERY e (%) SEIERER (%)
M;&(n=38) 86-102 94
M3 (n=8) 90-106 98
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HpEEA 15 (n=8) 94-110 102
REE
SRR, ANIFERIENREEY90.08ng/mL,
ZEXR

FATEISERIMYRERAILS., MIRFMMIEETE DEFRIINGERECDKS, fEimE
SN NFCENIHI TR, THAEE,

WrELtpl [EER (%) IMi5 m# b
1:2 el (%) 92-96 90-98 92-112
1:4 SeEl (%) 88-104 89-107 104-116
1:8 SEE (%) 95-102 92-101 99-115
SR

I ENERRBIEHA CDK4,
BEXERERBRE PRFHIES 50ng/mL, FHUERR kL. BN
BEAIAE L,

SE3
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Erefedl: EigtAsiLBRAH
KAt EighiiIRhSiRAREE158%1551603
ATHIE: 021-54720761

EAREIE: 13166274223
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