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L. —MECLIEYI , HRFEAE T, B G W R IR EEI 4 5

oKk 0.15 g/L -0.50 g/L,
1-1R-2-Z5) 0.15 g/L -0.50 g/L,
EDTA 0.15 g/L-1.00 g/L,
AR 0.03 g/L -0.20 g/L,
R 1.00 g/L -5.00 g/L,
;7 0.05 mL /L -0.50 mL/L, PLK

pH 9.0 AT IRZEM W 0.2 mol/L -0.6 mol/L.
2 ARIEAUR LR TR (I ECLIE A FURHIEAE T (3 a0 IR 2455 -

B 0.25 g/L -0.35 g/L,
1-JR-2-Z5 ) 0.25 g/L -0.35 g/L,
EDTA 0.40 g/L -0.60 g/L,
AR 0.05 g/L.-0.15 g/L,
RZ_E& 1.00 g/L -3.00 g/L,
B FE 0.10 mL /L -0.30 mL/L, DL

pH 9.0 FF B ZZH W 0.30mol/L -0.50 mol/L.
3. AR BURI BRI (I ECLIE I, FURHIEAE T, S35 0 R i I 255

BXKik 0.30 g/L,

1-VR-2-Z51) 0.28 g/L,

EDTA 0.50g/L,

UEZRER7S 0.10 g/L,

L A 2.00g/L,

A=W FE 7 0.20mL/L, LK

pH 9.0 I IRZE M 0.40mol/L.

4 ARABBURIE R 1 2 3E— TR I ECLI I, ST T Bk B 2 B2 9 T8N
1000-20000.

5. MR BRI ZE R AP B ECL IR M, SLRFAEAE T, PR 3R 2 B2 R 40 1 & 5000~
8000,
6. AR AL LR 12 3AE — WUk B ECL IR MV, H R AE 78 T, B ik ZE W 5 J& 50
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i IR 3R 1 B 64T — T ik A ECL RS VR ) 2. R AR B 4% 1.4

Bk 1-IR-2-Z5y JEDTA i EAL IR AN ER 2, — % FH/K AR, BN\ 5 57, &
75, B115 .

8 . AUHBE R 1 2 64F — I T ik A ECLJE M0V AE 85 13 A %8 BN AG I eh ) 197

9. AR 4 AR >R S BT iR I ECL R MR AE 25 S % A I b 1) B, FLARRAETE T, Frid
T E e EIE A I E 2 A BN BERR AL B A
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ECLIRMiR B E & 7 A F N A

BRARGUE
[0001] AP A AR AUk, e F e — FECLIE IR S il 4% T3 92 AN H o

BEEEA

[0002] 4 ENiZEEE (Westernblotting, AR “WB”) J& — i i 7 % 2 ok J vl vk R0 90 2 A,
TR MG B F A B o o B BN 28k A o W 5 KBRS & R S MR R A A
se il EE E R PE VR IE 5 AT — Pl B 73, gl 2300 R e P e 2 Al 2 ik 4y
S B A B DU B AR A .

[0003] & [ AR AL 45 B 25 1 S 1 A 1 48 = BEER A EF (ATP) M B ER SR 1 #2 2 IR &
H R R R (L% R A EIR HER) LR, B EESEH TS ST =R
(GTP) , A= WA Py — it 3 1 55 77 3K, TR RS 5 %% S0k A2 Hh il B BAE F . B2 1
PR A2 YA 1 A ) B 1 D I R D RE I e B A | sk , A A LA

[0004]  p53 & — i Ji 8 4101 il & 1, 7 40 B X DNA 53477 B8 22k IR 20 S o g 12 3 et o i X 1
FH o p53 W& mT DL S 304 i B HABE i (cell cycle arrest) ,DNAMGE sl 4H it R T~ . MDM2 25
7epb3MNE3Z RIEHENG (E31igase) , 7] DL 3 Bpb3 iz RAAB M I 45 25 1 g 44 B4 i  p5 3T LA
W 22 PR (I AE 2 AL 5 B R A A8 1 . DNASS 4% 155 S/ p53Ser 1 5 MSer 20 B2 4k v LLYE 55
p5 3 A 3 PRl F-MDM2 8 1 ) 45 5 - p5 3 1T LA ATM ATRFIDNA-PK & 7 Ser 1 5 RIS er 3747 i
FRAL , AT ] p5 372 28 AP A , 12 1 pb 3 J0E A1 AR & - Chk 1 FIChk 27T DA i R Ak p5 3 1)
Ser20, {2 BEp53 11 VU AL , 1 5 FL AR e PR FNYE 4 o p5 311 Ser 46T B A4 AN L 75 3 41 a7 1 %5 D)
FH2% o p53HISer392 1] A CAKBR IR L , 1Z A5 s B R AL A p5 3 k1) A= K Th g S HLDNALE &
e FWE A K. pb 3] LA p300FICBP Z AL AZ 11 , AT LAESirtl 2 L BB . p53IH) £ BE AL
AT DL E I AE SR B I SR AR

[0005]  H wEWBAS Wil #2 w24 JR A A AR A 2 s R 7 A TR R B DL O TR OB TICHE SR IR IS
1%, FATFRIXAN SRR A K o B K A 3 AL 22 O IRR 2 — Bt S e s
BT A PR A T X PR S PR AR R AKREAS I [F] I 2 BE S G SR T, 1
TR AR ) 2 B LU RUIG, AEWBAR Wik 72 485 2 088 21 % B i MK v ISR ) 308 3= BE AR
T EUREMIAS H SR AR L, XA 3 2 5 R e P o oK U S A ) R RS L ARG, IR HLE
TE B R S PR Ao R A 2 AR 0 o ) 2 P o 3l 2 5 MR PRI ECL RS 0 R R A, 7 T R
P HARI RS I A B8 I8 B R I IR

RAAE

[0006]  HETF-bt, 5 b BEE X AR MM — b A 0% 7 et R R 1 H 11 e Y SR80 Y ECL B WD S L
il 2 AN H o

[0007]  —FPECLIERMI, BAH A R IR I 00 -
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[0008]

[0009]

[0010]

[0011]

[0012]

[0013]
[0014]
[0015]
[0016]
[0017]
[0018]

K 0.15 g/L -0.50 g/L,
1-1R-2-Z51) 0.15 g/L -0.50 g/L,
EDTA 0.15 g/L-1.00 g/L,
i AL R 0.03 g/L -0.20 g/L,
R W 1.00 g/L -5.00 g/L,
VB FE 0.05 mL /L -0.50 mL/L, DL

pH 9.0 SRR MW 0.2 mol/L -0.6 mol/L.
T8 e ef AN SR L B B ECLIR AL I R VR BER 4145 -

K 0.25 g/L -0.35 g/L,
1-1R-2-Z5) 0.25 g/L -0.35 g/L,
EDTA 0.40 g/L -0.60 g/L,
oA AR 0.05 g/L -0.15 g/L,
R K 1.00 g/L -3.00 g/L,
;7 0.10 mL /L -0.30 mL/L, L%

pH 9.0 AT R 2 0.30mol/L -0.50 mol/L.
FE o — NSzt R BT R B ECL R M0 B35 2 R vk BE 20 «

K 0.30 g/L,
1-1R-2-Z5 1y 0.28 g/L,
EDTA 0.50g/L,
VKR 0.10 g/L,
W7 2.00g/L,
H= W15 & 7 0.20mL/L, LA

pH 9.0 AR ZZ M 0.40mol/L.

A — A s, Brid 5 2 B0 7T 8:91000-20000.

TEFH A — AN, Brid 5 20 B2 1 5318 85000-8000.

TEH A —AN S, BT IR AE B R 75 Proc1in300,

— Fi AT — TR Y ECL R 0 1l £ 5 v, s R 2P 3R

PR SR AT — T TR B ECLIEE W0 1) 4L AR B 45 415

W& K 1 -VR-2-Z81) JEDTA ik S Ak IR AN SR 20 I FHOK A f BN A= 15 JES

%U:/—%’Eﬁ’gﬂ'fﬁo
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[0019] b3 AF—TUBTIR I ECLIER Y AE 5 11 S EHE R i 1 2

[0020] 75 Hrp— AN L BTIR R 1 S R EIC R I 2 1 PO BRI EE T

(00213 fEHC R — NSRRI TR BERR 16 2 11 N BERRILPE3ER 1 -

[0022] A BARIA mBOR A -

[0023] _FSRBCLIE ¥ ek 5 411 5 1 52 T 1 D - 2 11 S8 B R 1 60 T L
SRR A S , 76 R 17 S 08 B 52 B ot R ol o AR KT P M G U 2 T L IR 79 8
fi . [FVERF b SR ECLIE 4030 2 B — V00, 5 B3 e ) ARG 539, b AR BCL IR 1 R
Ui, WAL -

F3 15 RR

[0024] P& 1 g sl it 43 2 60 SEZ ik 451 3 PO W AGE I 2 iR £ H p 5 3 P R Y &5 SR I s FLbr, ] La S it 4512
IR e 4t SRS B Lo oy S it 451 3 (1 i e 45 SR

[0025] P2 Ry FAta e 1 0 A g e 2 SR I s Hod, [ 2a 9 ¥ ECLEC 08 T8 L O O Bt i g
S5 R E, B 2b 4 ECLIEAIBUREL 7R I MR D' 25 SR, 18] 2¢ R ECLE P s & 147K I
RIEEEs A,

B A

[0026] Dy {8 T-BRMRAS K HH , T T AR B 3 AT BB AT F R H S, AR B AT LA RLYR 22
ANFE T KR S, FFEANBR AR SR ffi s (1) STt 9] o A e, B AL X e S e 451 ) 117 =2 A0t
AR B > T P9 28 A S B ) 4T

[0027]  BRAE A € S, AT B BT A B R TR ARE 5 & T 4K B BOR ST
FEARN G BRAR ) S SCHHIR] o A8 SO AR A R IR ) U B b P R 38 R 2 7 ik A
PR S 5 E 1 AS 2 B AR T BRI AR R B

[0028]  Sijiifsi1

[0029] ARSIt 45 $2 . — FRECLIE Y03 , B3 LA IR FEE 4 45 : 0. 30g /LI & K% 0. 28g/L
1) 1-7R-2-Z5 13 .0.50g/LIEDTA.0. 10g/LIF) i A AR . 2. 00g /LI 2R £, —%6000.0. 20mL/L
f)Proc1in300410.40mol/LEIpH 9. ORI FT A BE 2 1P o

[0030] A< K45 ¥ ECLIE AR 1) il £ D7 VA B dE an T AP 3

[0031] ¥4 T4F: 1000mL & & . 1000mL 25 &= fi 3 F 3 SR AKTE T 145, bk 7 rhde T &
5 8 RSP - P 20min, pHIH AR HE -

[0032]  fdi FHAR B ACAE 0 A KT _EVERIFRENS . 5T R , G2 183 N BL T /5 1000mL AR i
[0033] i FH B B 4R AE 20 M K7 L uE R FREL 14 . 5gbr R R 4, 2 188 N B3R 4t T )5 11
1000mLJEAR

[0034] i FHFR B ARAE 0 M K7 _EHERRRELO . 30g & K% , 218 E N\ _EiR BT /57 1000mL
B

[0035] g FFR B4R AE /0 A RSP EVERARRENO . 282 1-1H-2-Z5W, 28 B\ _EiR Mt T 5 /1)
1000mLJEAR

[0036] g AR EARAE 0 R EHERRFRERO. 50g EDTA, 2218 {3 N iR HET J5 #91000mLEe
.
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[0037] i FHHRREARAE ST R EVERIFREL2 . 00858 2, 26000, ZZ 18 HI N _F IR HET 5 1)
1000mLJEAR

[0038] i FH e i4 (19 1000mL & 2 & HY 800mL 4fi v K I N b iR Mt J5 (19 1000mL e 45 H , 44
1000mLEEA B T Hipt a8 b, FT MG S P28 T U T HF: o e [ 4R 52 AV iR )5 B4 4 15min, 15
FIRABW

[0039] g FH ImLE& VA 73 PR IR A2 ] 56 — VR A A A 200uLf¥] Proc1in300, #i % 15min,
B IRAW

[0040] 3 IRAWMEBREREMN, IALF K, AR E1000mL, Jx & BHiEI A &/ 107K
DL b A 78 IR A 350, SR e TR ST RN 1000mL AR 5 BPTSECLIE YR -

[0041]  SEjiifs)2

[0042] ¥ S5 1 A il 45 SR 15 I ECL S /030 B2 FH T WBASL I B R 0P 3 , BAACD IR N R -
[0043]  S1, 4 Ab3E .

[0044]  HCT116 cell lysatediE572 8 T H57: L, 8232 LA B K . FHUKE (F8
()5, B S BBl )90 ~4°C , T [F]) PBSIAR BEIRHCTLL6 cell lysate4HHR%4). W4 PBSIA R »
SR JE TN UK 1) SR8 22 Al

[0045]  FH—ANUKHY SRR 40 i FIRR 25 5 95 0 E &) T 2408 5 A0, B T-4°C 44 T 44t
(354 30min o F7E4 C 454 N HEAT B0 AN [R] 1 41 Bl 22 A 75 B2 AN [R) 1 25 .00 JU RS ) o 82 %%
MBSO B OoML BT R, IR B TE VR R B T4 B O R, FERR S RURCIR )
JiT» 5 2L

[0046]  S2, FHBCAVEMIFR#ERN 2k, 115 HAf & -

[0047] il /F b #E 1 28 < 53 51 38 ik BSA R 1 A v i il £ Omg /mL 0. 20mg/mL 0. 40mg/mL .
0.60mg/mL+0.80mg/mL1.0mg/mL¥BSATEER /K 1A, FRREBSARR (A A v i, MR ) FE AR, 3
bR o 1 28

[0048]  {H& EAEE MK FEAE , AR P br v h S T AR IURE AR ) - AE B
[0049] /2 4 B MR VR B AH S S0 200, T SR AR IR AR 1) B R R R S B R I AR 200
g—30ug, 2L40 J5 A IIAE A TR 5 10ng—100ng B 1 »

[0050]  S3, FEATHALEE «

[0051] AR P& b i b AF & BESRvH 55 75 T RE () LU G R IN DT R 2 ey ) 2, W A st AT
W JEFNASYE SRR : /E100°C R E Ff5min.

[0052]  S4,Hiyk:

[0053]  HFECLF IR B THIKE A, AR T 0 EAEE BAE, BARR B RO
FEAVE N FLH i H

[0054]  EARSHUWTT : e 7ESOVHL i N H Ik Ui , fifmarker /- JF I #a 35 J5 , R H R &
120V 2 , AR 48 5286 F SR marker 4y 2 & 3& 5 /5 1E B o

[0055] S5, .

[0056] Y4 PVDFAK & T H EEH IR Inin, f5 B T HBE A IRIE5minfE H AR TC G747 4 3
VEAR e PVDF R R AR L TC 2 21 4 2832 T 76 37 PR AR AR IR B T3 o 1 50mA% ISt , % st )
FR P I L AT AL

[0057] 7 o Ath S it 5] b, 3 ] LA SR FINCRL I AT 2 JI6% - NCJIEE 15 PVDF JIEE (1) AN [] 22 Ak 7 T NCIE
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AT AT R (G « A FR Z A R 2E AT F R e 550 TR i P A AT IR 1) - HoAth
R AIPVDF IR —#% .

[0058] & A = 0 T 35 P Lhoo PR ) PR VR e A0 1) LU A e oA , AT BTSN b PR R 5 4
CHiE ik - B P A= 9 R B AN AR 1 B AR H8 30 1 00 vl AT Ak R 4

[0059]  FHTBSTHENE =K, BE:IK 15min. FHEE BN F PR 3% — 2 LU 5 RF RE 1 i 022 B 0%
I —HiEm , R A IR T E Lh,

[0060]  TBST¥EfE =¥k ,£:¢K15min.

[0061]  JHRAWBR 524 H , I N S it 7] 1 1) % 3R A5 B ECL IR A0V, A8 ECLJES W5 A1 Tk B R i
TR, G R LK lafl R &L,

[0062]  XfEE 51

[0063] A<t EE 91K FH T 5 10 3 K Thermo  ECLJEE AR . FH T WBAS: Il % BR 4. P53 , B4R b ¥
A IR 5 ST A 20 S AR TP BRIE AR AR A X BIAE T

[0064] A3 I Thermo ECLJEARAR B 2 it 4] 1 1] £ 3R A5 I ECLIEE IV, A WB S 5243 g
S R LB IbATF K L,

[0065] 1A BHIECLIEAE 55 B Thermo ECLIEAMA I 45 SR LL #

[0066]

ErEE S i 412 XFEE 51
5.00ug 1743451 133590
2.50ug 1347866 842589
1.25ug 845892 374584
0.625ug 478480 214578
0.313ng 257946 148942
0.16ug 168342 52574

[0067]  MFE1.E1afE1br] LLE H, SXTE I AREG , fEAR R 2 _EAEE (5.00mg.2.50u
g-1.25ng.0.625ug.0.313ug.0.16ug A TWBKL M BEER 1L P53) K Ol T » S it 5] 1 1) 2 I ECL
RV EE T Thermo  ECLIEYIR N K OGAE 518 F o , FE R FE I AH RIS 0, B8 R B, G &
For MM TR B I A

[0068] 34k, EAF UL &, & K ERRIIRTT , MECLIRYR 2% 45 9 FE s Bl an R
. & Ki%0. 1g/L-0.5g/L . 1-1R-2-Z5M;0. 1g/L-0.5g/L.EDTA 0.1g/L-1g/L.id %A ALK
0.03g/L-0.2g/L. B Z, —W1g/L-5g/L.Proc1in300 0.05mL/L-0.5mL/L.pH 9.0 ¥ Bz 2%
M0, 2mol/L-0.6mol/L, ¥4k L Hi B Thermo ECLERMIVE I K& GAS SE H , 5F 72 . 3
W, B 2 R Ay T2 u T BN 1000-20000, 1831450008000

[0069]  FojE M5 :

[0070]  FAFE e 2 A DS M ECL )R 4 25 L (1) F8 b o A FH SIZ it 451 2 140 B B AL P 3BT AA [ WB
G I 792 06) S e 451 1 i) €& TR ECLES 403 1) A e M b AT VA, AR B S an N DI

[0071] ¥ Szt 451 1 1) £ FRTECL A0 73 &L T-37 C TR AR, 5 E T4 CHIECLIKY)
TRBEAT WBAS M5 R AL PE 3 P47 W LU S, X ROGAE #EAT XL, Se vt 45 R W2 AR k2, H
HH P 2a 9 0 O R B R Ik 4 31 PRI 20 A T 7 R B IR 45 R BRI 2 M s L 1 4R B R 3k
gh R,



CN 109085338 A W OB P 6/6 T

[0072]  F2#vkasE Ml 2

) )
37°C
[0073] 0K 1743451 1743590
7K 1740784 1726539
14 R 1739751 1641702

[0074] MDA L322 S IEI27] LU H , A A W RO ECLIE IR DL 7 B #Aa 8 P » TAR B PPl o
T I RE S TR A790 %6 LL_EBGTE 4 , | b AT DAIE B A B B ECLIEE M RS 2 R ORI 7 W]
PAR A7 I

[0075]  Z5 EFrid , A5 W4 S IR ECL B B — Al nT A RIAEWBAS I b ) SR JER A0
HEAKERRHI1-IR-2-281 IR & WS 41 77, AT LURS = 0 38 5 O , 7T LAA 2%
ISR EL , 4 P EE AR PR AR P2 IRt m] DA 13K bE v ) 45 5 B, AT 3 e il R BBRE Aok 17
KOG R FORs S Ve R I B R A0 2 3 R L B A 2 o JT A 5 SR S e 497) 1 # R JE2 T B £
BCLIRI) SO AE B vy » RABPE it

[0076] DL _E i S 4] ) % BOARRF AL T LAZEAT AR R AL, 98 18 34 fil 3 AR XS B3R s
Tt 5] F 1 2% A SRR B A R RE R 21 & #RHEAT $ 3, PR 1T, IR X B BORRFAE (K 4 5 AN A7
FETF JE » AR 2 AR AUl 4510 U VEH

(00771 DL B st ] (R IE 1 A K W00 J LA S it 75 3, Bt i oy AR A PE A, (B
ANBE PRI 1 R AR DA 0 S B ) e L R A1 o 224 3 HH KR xS s ) BN Bk
Y, FEA B AR W R B AT S 5 3 m] A T A At , IX e S A K W K O3
Vi o DAL S AR i B L R 1 PR 37 e L L DA e RS SR 3R e
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(b)

(a) _

K1
=P

10



THMBW(EF)

BE(F)

AEBEFR—HECLEMRREHEHENNA , ZRECLEYRIIEM
TREMASD : KiE0.15g/L-0.50g/L. 1-R-2-Z5H30.15g/L-0.50g/L.
EDTA 0.15g/L-1.00g/L. & {LHK0.03g/L-0.20g/L. % Z =E1.00g
/L-5.00g/L, 4¥IB5EF0.05mL/L-0.50mL/LFpH 9.089 47 BB 42 F3%0.2
mol/L-0.6mol/L. ZECLEMRBIBELSNERFERATERREHD

patsnap

ECLEMAR R EH& B ENMNA
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