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— FEmign
BHRREINFEEFHBENZE(split-ubiquitin N SHEEABSNRAR RS, ZRASATEFE
EA-EEAREER-RREAZENEFR,

ZEREMETNEERNRTEH, CEBFNRBESERESARNNG ZRERTFRM
& B ES(ubiquitin-specific proteases, UBPs)iRBIH MFTEZMNE L ENEI TR, IR REE
fIFZ2REANCE, TR BAMRP, 2R USRS BIRRE, AN (Nubl, $1~3411
SEFR)MCIKES (Cub, $E35~TOMRER), BEMSHEBIENIREERRIENLexA-VP16E
Ho. FERNubIfICUbEEEFMA, HETUBEAEAFAR R _RIK BRUHFEENUbINE
1311zl et AlazkGlyBRHL/E, NubIFICub#t R EEB R4S, ELk, NubG (113G) MCub-LexA-VP16 R H
fEEbaitfpreyi BB fEAMTIER MR ENZRD F, AR IESUBPSIRGIHFECIH#H 1T, M
MM EREFLexA-VP16, HRLBNZAREER (HIS3.ADE2. LacZ) ¥R,

—.Emifsn
(a0 (P8 | rasn | an lavax wx
SD/-Leu/-Trp with Agar (DDO) 03LxX8 =8 /
Ml HEFHE SD/-His/-Leu/-Trp with Agar (TDO) 03Lx13 =8 /
SD/-Ade/-His/-Leu/-Trp with Agar (QDO) 0.3L%x8 =8 /
carrier DNA 800 pL -20°C /
TE/LiAc 50 mL = /
o %ﬂsz_ﬁ PEG/LiAc 50mL EE /
R DMsO 3mL 7l /
0.9% NaCl 50X3mL =R /
3-AT B-EH-1,2,4-=M) 1MX25mL  4°C /
pBT3-SUC 20 pL 20°C  IFETH
a3 AL
pBT3-STE 20 uL 20°C  FETH
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pBT3-N 20 pL 20°C | EETE
pPR3-N 20 pL -20°C  EYEH

M43 fEkr pTSU2-APP 20 L -20°C  EIEPAMERRHL
pNubG-Fe65 20 uL -20°C  JEYIPRIERRRL
pOST1-Nubl 20 uL -20°C  THAERIERL

B&EME5EE

1. KEMZEBEFK I8k (1000 UL 200 pL. 10 pL) GR#AHZHIILIEER, 90 mm $FF;

2. [EREFE, B O, KAR, BERIRHERK, 828, 5 REEXER,;

3. WEIRKMEE AR AU AGITRRRS, BINEREEER, ENRINANEEA, FAIREFRIXE
200ng/pLo

4. BMEBFERER ENBE ERERTA,

= RERREEE

FERET | | SENMYSL AEEaE
i 4
RA. BEBES zzifi wERStE ||
12 am e om

M. EESE
1EAHE
1. 1B RAE
REARINARALN— M REFNERLEBaitE BN RAUFTER LEME L MECub-LexA-
VP1671Prey(NubG) AL TP, BN RGA R E R DT At REWBEEAEREUEERS
BRI, BIRERSE TR

R— RIERBENRFEREER
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INEERESK i pBT3-SUC
il sk

pBT3-N
KR KR
INEFEEES KR

pBT3-STE
o] K2R

& BN CIRER LTS, T BIR RS CIH I TIRME, BitFEM N,

L.2JEY BRIt

HWEBYMEANFED, HERIpPRI-NEH A L, NFHIAMIRTIZEEHTEANER,
13FNE A RE AR ML T

CDSFHIEIE AR EBFS!: https://web.expasy.org/translate/

FEREBELHIETRN : https://www.detaibio.com/tools/transmembrane.html

E RS SN https://urgi.versailles.inra.fr/predotar/

EALEMIEIN: http://smart.embl.de/

2. Bk EN

1) BRI EIEEBRKIPBT3- baitik b EARBE %, H7F FLBF R (RHMM) £,37 *CifFd
®;

2) KR FBOIEYIBAL pPR3- preyR U EXBE K, R4 FLBFR (EF %) £,37 CiEFF
®;

3) PHARBARNMBEEEI mLLBRIFIEHFEH, 37 CHEFIR;

4) BR700 pLE R fR7%, FAREREMFL0 mL LBRIEEFESD, 37 CEFIR;

5) WS B HHITRAIA 2R,

E R BRDRE RIAEI200ng /uL.
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3AEEER SN THEERIE
3.1FIENMY5 15 B RS A AR:

1) BEERNMY51%I4 T YPDARIAIEF &, 30 *CAIB I3 d;

2) B EET10 mL YPDARAEFRE A, 30 °C, 220 rpmiZF16 h;

3) BY1 mLEB&RF 100 mL YPDAH, 30 °C, 220 rpmi&##8~12hZEOD600fE 70.4~0.6;
4) 700X gB/0\5 min, 3 75 ;

5) 30 mLIA EBFKERERE;

6) 700X gBi\5 min, F £, L5 mLI4 R TE/LIACEREE;

7) BERE L5 s, F LA, B600 uLT4 89 TE/LIACE BRI, DEEBE T Kk L&A,
3.2iFHEARKITNAEIIE

1) ¥carrier DNAE F3#7k s 5min, ILENE Tk E2min, ftkEE —

2) IREBUUITED, D RIERRHIEL AR

B IEE LA BT ThRE IS IIE

4 pg pBT3-BaitiF B FHL
4 pg pOst1-Nubl kL
100pL NMY51F% 8/ SR

10 pL carrier DNA

EIBRFEMAS00 pL PEG/LiAc, B ENE;
3) 30°C/KA30min, F10mMInEZRESI—R;
4) HIN20 pL DMSO, BFEA;
5) 42°C7K3A15min, E5minEFRA—X;
6) 800gE Ly 1min, F 3%, N800 uL YPDAE &, B +;
7) 30°C, 150rpm, 3% 1E7R1.5h;
8) 800g&5min, F_E3&, AL mL 0.9% NaClER, £ 553150ulFDDO. TDO. QDOFHR;;
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9) 30°CEIEIEF3-5 d, MBREEHERRES.DDOLBREBFLEK, WASHIFERIMNENE
FHENBELENADDOLEZEEKEEMIE AT, WETDOMQDO LEZE KRR, FiR
TDO 1 QDO ¥BEEEK, WAAFERIIAESER ubiquitin R4, THAERIELE R AFEME, ATLL
HITTF—H LR MBFIRTDOMQDOLEEEE K, NiFEHAMEE R, FERCEEH
ELER, TR S BHHEHITIHEREGE,
SEINub IABFEENubiquitinlINIRE, RE T RAEN=N SERENH, AUEFTRERD
EAFEHEERNBERTRNC HMNENubiquitind L e E—R=E£ABINMEN
ubiquitin, MTTEGE TiRIIREEE, 1R EpBT3-BaitflpOST1-Nubl BRI HUNMY51, I
BEIOIELE RN PRME, AT LUHERR BB T35 18 B B 3 AR B9 = 180 11 BEL 1T 7= 4 R FR 14, [R) BY #E 35t AR
Bait(Cub-LexA-VP16)E %% A IE ¥ RiX, F LA B5H A B 8 4 BbL o] LU A F Tk s xd
J=Erana

A REFNEZERRS—MEERNELEEFTEXBEE. FEH, hAHGREIENEE,

HREBESK,

4B EEHBRERSHERT

1) & ER S BHIENMYS R4/ ;

2) ¥carrier DNAE F# 7k F & Smin, I ENE F ok E2min, (I EE —RX;
3) RERLUT AR, D RIEHIFEHIER:

4 g pBT3- baitif BBkl
4 pg pPR3-NJFTHL
100uL NMY5 1B B RS S0
10 pL carrier DNA
4) IR RMANS500 pL PEG/LiAc, SBOEE;
5) 30°CKA30min, S10minRFREE—K;
6) INA20 uL DMSO, BFES;
7) 42°C7KA15min, E5minBFRES—R;
8) 800g&/r\Imin, 7 L&, MA800 pL YPDAE &, O | ;
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9) 30°C, 150rpm, #&5%1E771.5h;

10)800g& 2\5min, 3 £, AL mL 0.9% NaClE&, 53 57%150ulFDDO. TDO. TDO/ 3-AT 5 mM.
TDO/ 3-AT 10 mM.TDO/ 3-AT 15 mM. QDO 4fz ;

11)30°CEIBHEF3-5 d, WEBEZHRERRTS, DDOLBEREK, RAETAFERUANENEELTE
BXEELREF N EDDOLEREKIERNERT, WETDO.TDO/ 3-AT 5 mM.TDO/ 3-AT 10
mM.TDO/ 3-AT 15 mM_EESEERIR, 3-ATREHS, IFBBUEHREHE, TIRFBFKE
SENBBATE Bk E TIBERNL A aE B SRR SARKR SRR, BEHRIER A2 REN3-AT,

5.5
1) EENMY5 1RSS40

2) ¥&carrier DNAE F ik E 5min, BN E F ok E2min, Ik EE —K;
3) REBUTAG, HREHELER:

4 pg pBT3-bait 4 ug pTSU2-APP 4 ug pTSU2-APP
BB BHL IR BRI
4 pg pPR3-prey 4 ug pNubG-Fe65 4 pg pPR3-N
SEYIBRL SEYIRAL bEEZot
100 uLNMY51 100 uL NMY51 100 L NMY51
EERZSHAR EERZSAR EERZSMAR
10 pL carrier DNA 10 pL carrier DNA 10 pL carrier DNA

4) 18R RIAN500 pL PEG/LiAc, RO ;

5) 30°C7kA30 min, 10 minEFBE—K;

6) MA20 uL DMSO, BFES;

7) 42°C7KA15min, E5minBE R ES—K;

8) 800gE \lmin, & £3&, IIA800 UL YPDAE &, H O £,

9) 30°C, 150rpm, #&5%1E #1.5h;

10)800g® 5min,  £3&, AIALmL 0.9% NaClER, 4 505%150ulFDDO.TDO/ 3-AT X mM (3-
ATHIRE @D B#UE R IEIRE) UKRQDOFIR;

11)30°CHEI B 5 53-5 d, WEREBRE RS,
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6. HRE P

1) R MINAELRIELR . BAUE . R SRR AR H 2L BRFAM T IR A R M FARDDO L R EIE,
S BIEMFSmLDDORK KIZFFRE, 30°C250rpmiEF16h;

2) EERIEAR . BHCE A LA A AR BB 54, 9 3 EE41N0.2ml PCRE, 5 3IMMAI0uL
0.9% NaCl, X 4R S #9A.B.C.D;

3) D) EIF M ERPEL0 ULERIMABARERES, MESBAFREL0 pLERIMANEBHES, ME
AJHIBHERLO0 pLER M ECHES), MBS MCHENLO0 pLERIMAEDHFRES;

4) M ERAB.C.DEHEEN10 uLE &R S EFHRDDO. TDO/ 3-AT X mM (B-ATHYRE @S B #HE
IIEFR1S) \QDO L, 30°CHE = fEHE #73-5d, MR BT E K& )5,

T.4RDHh

1) BAMSTERANMY51[pTSU2-APP+pNubG-Fe65]#EDDO. TDO/ 3-AT X mM G-ATHRE & B
BUERIEATR) QDO LB REBEK, BAMITRLANMY51[pTSU2-APP+pPR3-N]ZZDDOE &
BHEK, ETDO/ 3-AT X mM B-ATHIRE @S B HUERIERTS) QDO LEEEEK, WA
EXRRRERFLE R,

2) BBUELNMY51[pBT3-A + pPR3-NITEDDOB EE 41, 7/ETDO/ 3-AT X mM G-ATHRE&E D
BHCERIEAR) .QDOLEEEEK, MIRBAEAFERNAINENETRENBEELEN;
BEREN-ATRE T, BERNFERTESARRSERANRIE, JUUHIT T —HHESL
I, BEBBUEAETDO/ 3-AT 15 mMFIR EMREEEEK, WERESREN3-AT, —RER
T B EE3-ATRE R E#8E 80mM,

3) SLILANMY51[pBT3-A + pPR3-BIEDDOBEEL K, BRI EAT BB (LA DY, TETDO/
3-AT X mM G-ATHRE B3 B #0EHIT A1) QDO LB EEAE K, WBBEEANIEYBE EIE,
fETDO/ 3-AT X mM 3-ATHR B BSUERIERS) LHEEE K. QDOLEREZEK, KA
EEANIEYIBE S E1E; fETDO/ 3-AT X mM (B-ATHIRE @S B MCEIEKTS) QDO LMW ER
SEEK, WERBEATIEYIBE B 1F. & R WANMY51[pBT3-A + pPR3-B]EDDOLE R EK, M
PR RN, FEEHHITEL.
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AR
MR 1:EEAR B SN ThEEEIE

DDO TDO QDO
PBT3-A + pOst1-Nubl

MiR2:FEARE B RUERIN

DDO TDO TDO/3'AT 5mM

TDO/3'AT 10mM TDO/3'AT 15mM QDO
PBT3-A + pPR3-N
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M3 FEARE SIEME R HER LT

DDO TDO QDO
PBT3-A + pPR3-N-B

M3 524 : BA. BEXY BRLAHFE (L IRIE

DDO TDO QDO
PTSU3-APP + pNubG-Fe65

DDO TDO QDO
PTSU2-APP + pPR3-N
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M3 SR 5 TR P ISIE

1 2 3
10"
10*
10°
10°
DDO

10*

10*

10°

10*

TDO

10"

10*

10°

10

1:pBT3-AMIpPR3-N (H &)

2:pBT3-AfilpOst1-NubI (MfERIE)

3:pBT3-AMIpPR3-N-B (5:5:41)

+:pTSU2-APPHIpNubG-Fe65 (FH LA ffi4H)
-:pTSU2-APPHIpPR3-N (B4 HE41)

QDO
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