B IR AR AT SE R
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1. SE5 B B

T PRI R R A8 S50 2 DA B (1353 4% 2 A by ity W99 s A P DR 2 T A A T
o B AZ I DR e SRR S M ) S 6 AR Lk CL A0, B Sk B 0] LURT DNA _FRF 107 41
S T BIAH 3 IR PR B S S N o X DNA 45 A 5 5 S B0m B S e 2 th i sk i Ak Bl e
AMHE ARSI S5 K3 ) DNA 458 45 #4385 (Binding Domain, BD) IS i AL 25 K3 (Activation
Domain, AD)73 IR 5E ), I HIX AN 4 M3t 35 8 () 6 S i A A e A 20011 - H e Bk
TUZRAT S R A R GAT LexA REGA Gald RYEPIFF. 7 LexA AL, DNA 454545 Fdk
B — e HE M UL B 1 LexA R,  FESR TG A £ A3 ) bl — A 88 AL IR R 1 (1) K ST
W2 Ik B42 # R, EAERERE ] USRI R 4% 5% 7E Gald R4cH, BD F1 AD 43l i Gal4
EA EAFE A S5 R (1-147aa 5 768-881aa)k4 . 1A GAL4 R 4i0%i% cDNA 3 JF
TR A A AR, DNA 25585 SHEa “@m” Mais, i g
S EEARERIFNE AL S, — RGO, 0 BD FTLLY GAL4 L&
(GAL UAS) Zi&HARESHEHEsE, Ml AD WA GAL UAS 454, RAMBD 5
AD 43 I FIE PRl B A T AR EAE RN 30W A e W) EAH B AR RS, BD 5 AD AfigS
GAL UAS %54 9F 5 RIRIEILIN #3575 BD 5 AD S N [IEERF R AHL109 H, il 3
A TR 7V AE GAL4 UASs FHZN 1 Mt T 3 MRiEHE[A——ADE2, HIS3, MELI
(8% LacZ), DRI m] DATE o 75 57 dof A i 2 AR e o 7 29 28 (10 L5 oK i 108 Bl ik 9 A 2 11 2 T gt
A EAER . GAL4 RE1 538 1 [ i s

GAL4 BD GAL4 AD
A A
%@ﬁ %@NA
pGBKT7 pACT2
Kan" Amp'
Trpl Leu2
pGBKT7-bait pACT2-cDNA
%109 (Trp,Leu,His,Ade F & HFEAK)
GAL4 AD

I Bait protein ﬁJ cDNA:protein

GAL4
DNA-BD

UAS Promoter Mel/Ade/His/LacZ reporter gene

Bl BERPRUIRAE RS AR J 2



AH109 Constructs

|  eauvas | eauTara HIS3

:| GaLzuAs | cazTAatA | ADEZ |
[ meuas [ wmenmara [
s | e ] e |

2. RYHFR

[l AR A 9 8 10— 3 TR AR LA S5 T BOT B, XU RS R G0 Ay ke A
Peo HIG, BEERE AR AR AR AR AR AR R AN I A 1EAT 3 1 B0AT AT RE DR R R AR 1K)
PraRas, REAEARAN DR NI, R Hth @k Ak i ik sk Z 19, AR
ZJa EPTUESE AR T A LA AR S REE T AEAR ISR LR, BORSE RS
SEPER A, T DS B AE 8 1 B (0] 455 3 B8R Tmmol/L 243 RS 1 T VR 2 38 5
REL T FR) £ 11 J3 ) PR AR A P T DA B i R 3R A e e v 14 22 RO 0, S e H K 5 i
HAFERERE S FRERTY, A TRSEREAKNY. =, fEiik cDNA SCER, XUk
AL ZR G E % 1] B M1 21025 AR T A1 T 1 AR D Py 910, " I e S O iy A e fE 25 T A el
e r, A T IV AN I A AR AR FUAERT L B Pl . A B IR,

i BRI, BE AR A BN A RETS AL 5%, DR TR A e Ak —32 A4 A
FIVA B 5 B AL AME Wi ol 52 Wl IR A 25 B 18 e B MR I R A 3 (0 B s T A B A T I 5 IR e
JPH 52 2 — Lo PR AEREAT SCRERREIN , BBH PSS R W T PUse e i HER L, BRI g
R 1 8 1 AR B S5 AT B A B b AL (B SO B AT REAT SR AT, DO
AZZR Gk I 1) 2 SR 6 0 e FG e B TR AR LA 0 S 3Rt — S IRE

3. EEREXAYAS GAL4 RS0 IE cDNA SCFESLIe e

% DNA-BD 54 % DNA-BD k1) A
1 DNA R fEAl | ) Hif DNA SAumerpy | — ggfgﬁfa
kL AH109 He

P BF TR ) 4 BH M 50 B 4 X- Y FE DNA # A&
H(J% PCR Wivisy € | «-Gal ViR b [ DNA-BD #4411 B
x) WIS i AH109

P BF J R H #5 4L B #3 R ok 5 oMo T Tﬁfﬁgﬁ;
KA KCS, Hh »| DNA-BD #4411 H [¥] DNA S e, R
P53 B T 7 SOk PRI EERE R AH109 %wﬂm%A




4. GAL RGP B b Ly 28044
1). GAL Z 48 Fl e BE Rk

TABLE IlI. MATCHMAKER YEAST STRAIN GENOTYPES

Strain Genotype References

AH109 MATa, rpi-901, lsuf-3, 112, ura3d-52, his3-200, James st al, 1996;
galds, galB0A LYSZ : : GAL 1, -GAL Tr, 1, -HIS3, A. Holtz, unpublished
GAL 2,y - GALZ 147 4-ADEZ,

URA3 :: MELT - MELT 1y o-l5cZ

Y187 MATe, urad-52, his3-200, ads2-101, trp1-001, Harper &t af., 1993

leu2-3, 112, galdh, met-, galfih,
URAZ - : GAL 1), o GAL T p-l0Z

CG-1945 MATa, wra3-52, his3-200, ads2-101, lys2-801, Failotter et af., 1964,
trp1-901, leu2-3, 112, gal4-542, gal80-538, cyi 2, C. Giroux, pars. comm.
LYS2 :: GAL15g-GAL 17 0-HISS,
URAZ ;- GALY 17 marspe-C YO 1rara-facZ

A AR AH109 FTRIH BT (9 HIS3. ADE2. MEL1 = AMRE ST R
BERE Y 187 ] ) FH iy (1) TacZ #1438 3 DRI 56 1F 5 4 20500 2 141 T (R0 AH LA FH o
Pk CG-1945 I # H-T- FHER Uk YV K 43 ) BD-bait #1 AD-library JJifiz .

TABLE lll. MATCHMAKER YEAST STRAIN PHENOTYPES

Strain SDi~Ade SD/i-Met SD/~Trp SDi-Leu SD/i~His SD/-Ura YPOA YPDICHX

AH102 - " - _ _ ' ' -
Y187 - - - - - v v -
CG-1945 - v - - - + v v

2). GAL R4t Hl - sk

TABLE IV. MATCHMAKER TWO=-HYBRID SYSTEM 3 VECTORS

Fusion Epitope? Yeast selection Bacterial selection

Clening vectors

pGBKETY CHADait c-hyc TRPY kanamycin
pGADTY ADNibrary HA LEUZ2 armpicillin
Control vectors

pCL GALY LEUZ armpicillin
pGADTT-T ADIT-antigen HA LEUZ ampicillin
pGEKTT-53 OMA-ED/pRSS c-Myc TRP1 kanamycin
pGEKTY-Lam DHA-BDAamin C c-hyc TRPT kanarmycin

HA = hemagglutinin



FHS LR

T AD iR cDNA SCEERY 1Y
. iinz?%%
LB AR 73E, 121°C, 15 Ibf/ in> K# 15min
A.  bacto-Tryptone 10.0g
B.  bacto-Yeast Extract 5.0g
C. NaCl 5.0g
D. 5NNaOH i pH — 7.0
E ddH,0 — 1000.0 ml

* LB [AKE F5 A & 1.8%5iflE (Agar) fY LB J7a%E
LB/Amp 5554574 Amp 100 ug/ml (EiJ G A H1F] 50°C A ) LB B 75k

-y T
H

70 C UK 5 A DNA SO H e, B0kt g2t 4 ik s

—

FABEE LB 853090 1.5ml 2905 ol Lok Hal B 1:10° 1 1:10° #%%

N

3. HUMORBE R 10ul I 90ul LB 5 FRRAE 1.5ml B0 iz i), Al LB/Amp
SERR( b 90mm); 37 C {31 & 15 75 A B 30°C 1555 24-36hr, t1-KP- b8 v e T VR 4L

4. THERFYHH) DNA SCHR R (efu/mD=77 4 108(1:10° F8)ak e [ %< 10°(1:10°
W)

5. 4ZME>2-4x10%cfu PRI, A LB/Amp ~FH( & 150mm), Ft 100 B, 37°CH
IERCE SRS

6. TEEHE bR HTE A KB IR G & LB Br R, ¥ BVl T, % A\ 2000ml
LB/ Amp ¥ 788, 37 CHR%E; 7% 2-4hr;

7. BIUE R RIR R LL 50% 0 H AR A 25% 2RI, rde, RAFT-70°C;

8. JHAREEIFHIK 8000rpmx10min, 4°C, WCAELN B : F TR DNA A4k i 7 6K s flide

Jiki DNA.



T AD Bi4EH cDNA SCEEK) 4tk

JFURL DNA $2 2% rhl
G MR B Ji
Pl BV MW 50mM Tris-C1L,pHS8.0; 10mM EDTA; 100ug/ml RNase A
P2 MM 200mM NaOH; 1%SDS
P3 RRIZE M 3.0M KAc,pHS5.5
QBT  “P#ZEmy  750mM NaCl; 50mM MOPS,pH7.0; 15% 57 A B%; 0.15% TritonX-100
QC  YE&ZEMW  1.0M NaCl; 50mM MOPS,pH7.0; 15% 57 A %
QF  VEMliZEs  1.25M NaCl; S0mM Tris-Cl, pHS8.5; 15%. 5 /4 %

—

N

10.

11.

12.

13.

2

R IR B L 6000 rppmx 10min, 4°C,4F 500ml (1115 7E4) (D THE F& T 50ml P1 220
W

TN 50m1 P2 £, {815 4-6 WIRA], i E Smin;

N 4°C TR 50ml P3 2P, PRisifs] & 4-6 RA], UK 30min (3R] FHE)E TR
5] 4-6 1K),

B LR VR AW B R AT, 250 12000rpmx 30min, 4°C, R4 L3

3E 0y 12000rpmx 15min, 4°C, B i

¥ L3EW EFET2 35m1QBT ZZrhil V- ¥ QIAGEN-tip J2HTHE:

PA 100ml QC ZZ et JA AT AT 2 IR

PL 35ml QF ZZ Pl bE e i T =44 1K) DNA;

PL 0.7 f5 AR N EEDCIE DNA, 20 12500 rpm x 30min, 4°C, /NOER LE;

PL 7m1 70% ZEEVEE DU DNA, 2.0 12500 rpm x 10min, 4°C, /NChvJef LG
WG DUBEM TR DNA ¥ T Sml TE, pHS8.0 &1, B B 204 4, M 2.5
FEARFATC K O 110 4657 3.0M NaAc, pH5.2, T-20°Ci &7

250> 12500rpm x 20min, 4°C, 2% Bih, UUUEH 70% SBEEEs, @i E )T
T-HE) DNA W TG AR TE, ER, 703 100-200ug/8 (T 1 AR Y, 29

40ul), frRAFT-207C,



PGBKT7/bait /NI AL B2 AH109

1. Rt

YPDA WK FEH:, (121°C, K 15min)
A.  YPD (Clontech A7) 15.0g
B. 0.2%Adenine 4.5ml
C. ddH,0 > 300.0 ml

SD/-Trp [EfAREFR¥E, (121°C, K& 15min)

A. SD Agar Base (Clontech 2 7)) 4.67¢g

B. 10 x DO (-Leu-Trp) (Clontech A w]) 10.0 ml

C. 20xLeu 5.0 ml

D. ddH,0 —» 100.0 ml %l 5 H-F4(90-100mm)

2. HElb &
50% PEG 4000 (Sigma /A 7], wt.=3,350), JTI Ry e s 28 V0K 8
100% DMSO  (Sigma 2 #));
10 x TE: 0.1 M Tris-HCI (pH7.5), 10mM EDTA, & [ 25V K 1,

10 x LiAc: IM LiAc H Z8 1 pH7.5, s 2870K #;

10 x Dropout/ -Trp-Leu ¥¥: 3.2 g DO Supplement(-Leu-Trp) ¥ T 500ml ddH,O 7;

20 x Leu: 200 mg L-Leucine (Sigma /A 7] )% T 100ml ddH,0 H;
0.2%Adenine: 0.2g Adenine Hemisulfate Salt(Sigma A @])¥% T 100ml ddH,0 H;

ddH,O: 15 s 287K

o

SEIGHD IR
1. M YPDA “FH FHkELA K 1-3 Ji. EAE 2-3 mm [ AH109 HLvifE, 32\ 1 ml YPDA

WAREE SR, WHFTHORETE, RJEHEA 50 ml YPDA AR FR &, 30°C fHiE,

250rpm R EFRIE A (16-18hr), % ODgo>1.5;

2. BUE B E AR T 300 ml L) YPDA VAR IR 5, £ ODgo=0.2-0.3, 30°C

fHIE, 250rpm $i& 1577 2 ODgp=0.4-0.6 (£ 3hr);



HEI B 2500rpm x Smin, FF LiE; I 25-50 ml ddH,0 3% TE T VEEREERET
VEANHL, EF BN, EERE IR, PUEH 1.5 ml IxTE/LiAc Fak )b, RIYEERE
AN G TR IR, A E T 4°C /LR WAERD;

HES T HH -

2x A [ 10 x TE 10 x LiAc 50% PEG ddH,0

A. 1xTE/LiAc 1.50 ml 150 ul 150 ul / 1.20 ml
B. PEG/LiAc 1.20 ml 120 ul 120 ul 960ul /
C. IxTE 1.00 ml 100 ul / / 900ul

IEERFRA I UL DNA,  J3% R AT :

pGBKT7-bait 0.1ug

Sperm DNA*(10 mg/ml) 0.1mg

*Sperm DNA Frfic il i 7K ¥ 2 ik 20 4380, SZRHEAVKE, A7 T-20°C

NN 100ul FH IxTE/LiAc T AR RHEZ AN, P31 AT

%A 600ul PEG/LiAc, RIZAIRY (FEmife b)), 30°C fHild, 200rpm #RZ%E%
7% 30min;

F N 70ul DMSO, 245 E IR S (AP FEHD), 42°C KIBFARTE 15min, I HA
VKA #H1 1-2min;

I E L 14,000rpm x Ssec, T EIE, LL 0.5 ml 1xTE FaUTiE 4l i, HL 100ul

WA SD/ -Trp FMARTFEM, 30°C BI'EH 7% 3 RAFHEK .



PR B B 5 BIERE K S R
—pGBKT7/bait 5 pACT2 /MR ILEE AV EERE

-

Btk

YPDA Wi fAR; 73, (121°C, K 15min)
A. YPD (Clontech /A7) 15.0g
B. 0.2%Adenine 4.5ml
C. ddH,0— 300.0 ml

SD/-Trp-Leu [f#A$537%E, (121°C, KI# 15min)

A. SD Agar Base (Clontech A7) 4.67¢
B. 10 x DO (-Leu-Trp) (Clontech A #]) 10.0 ml
C. ddH,0 —» 100.0 ml  4fi 5 HF4R(90-100mm)

SD/-Trp-Leu-His-Ade/3-AT/X- a -GAL [HfA;7%3E (121°C, K 15min)

A. SD Agar Base (Clontech A ¥]) 4.67¢
B. 10 x DO (-Leu-Trp-His-Ade) (Clontech 73 7]) 10.0 ml
C. ddH,0—> 100.0 ml

121°C, ‘KW 15min, ##1E] 50°CHIAIGE SM 3-AT (RZHKEE 15mM) 5 100ul
X-a -GAL (20mg/ml), #f 5 B P4 (90-100mm);

B A

50% PEG 4000 (Sigma A, wt.=3,350), FRiflgok s k27 KR

100% DMSO  (Sigma 2> ]);

10 x TE: 0.1 M Tris-HCI1 (pH7.5), 10mM EDTA, & 527K ;

10 x LiAc: 1M LiAc H Z18 1 pH7.5, & 2870 K s

10 x Dropout/ -Trp-Leu ¥ ¥: 3.2 g DO Supplement(-Leu-Trp) ¥ T 500ml ddH,0 15
10 x Dropout/ -Trp-Leu-His-Ade % #{: 3.0 g DO Supplement (-Trp-Leu-His-Ade)% T
500ml ddH,0 15

0.2%Adenine: 0.2g Adenine Hemisulfate Salt(Sigma 2 )% T 100ml ddH,O H';

3-AT (5M) :4.202g 3-AT %1 10ml ddH,0, WH/KHH(<50°C ), G 3 JE 2 il y& o
5335 10 4N EP 4 ,- 20 C A7

X- a -GAL(20mg/ml): 25mg X- a -GAL % T 1.25ml DMF ',

dddH,0: =5 528V K #



SRR

M YPDA VA _EHkE A K 1-3 il B4R 2-3 mm [ AH109 P, B2 1 ml YPDA
WARRE R, PG HOEVS, SRJGHE 50 ml YPDA WiiAR; 7255, 30°C [,

250rpm 4% 53R (16-18hr), % ODgop>1.5;

2. HUERS R R T 300 ml HiEER YPDA Bi7R%EH, 4 ODg=0.2-0.3, 30°C
fE, 250rpm =% E57E 2 ODgo=0.4-0.6 (£ 3hr);

3. i ES0 2500rpm x Smin, FF s A 25-50 ml ddH,0 B¢ TE H R RS REDT
VEANML, B0 s, EEURE K, UUEH 1.5 ml IxTE/LiAc B8 )b, RNEELE
JEKSZ 2540 M5

4. HEH THRA:

3IxHAL J W 10 x TE 10 x LiAc  50% PEG ddH,0

A. 1xTE/LiAc 1.50 ml 150 ul 150 ul / 1.20 ml

B. PEG/LiAc 2.00 ml 200 ul 200 ul 1.6ml /

C. IxTE 1.00 ml 100 ul / / 900 ul

5. EAFHALIITORL DNA, iR
SEEG A PH % Tt I 1k 6 M
pGBKT7-bait pGBKT7-53 pGBKT7-lam 0.2 ug
pACT2 pGADT7-T pGADT7-T 0.1 ug
Sperm DNA*(10 mg/ml) 0.1 mg
*Sperm DNA Hrfic il i 7K & ik 20 4380, S RHEAVKH, A7 T-20°C

6. BN 100ul H IxTE/LiAc A FIFERHEAZ S0, PR%IRAD;

7. £\ 600ul PEG/LiAc, RIFIRY (FEmfeibz%), 30°C fHiH, 200rpm % s
7% 30min;

8. &M 70ul DMSO, RS E IS (AP FEHES), 42°C /KR 15min, THIHHHA
VKA H) 1-2min;

9. Eilh B0 14,000rpm x Ssec, SREFFIL L3FE, %LL0.1 ml IxTE SEIUEAMM, R0
SD/ -Trp-Leu [ 44557745, 30°C {5 &R 7% 3 K

10. PEHUE 7% 2SFF T SD/-Trp-Leu-His-Ade/3-AT/X- a -GAL ~F-#, 30°C {3] B} 9% 1-2 K.

S A VR A ARG, BT B S BARRE s S Al mvE s AR H AR, 1]
PIVEAT H B S RE T -



SO FORL K FUAR e Ak B 455 7 S0 AR JBORE O e B

1 HigRdt.
SD/-Trp WifARTFRIE (121°C, K# 15min)
A. SD Base (Clontech AF]) 1.335g
B. 10 x DO (-Leu-Trp) (Clontech A7) 5.0 ml
C. 20xLeu 2.5ml
D. ddH,0 — 50.0ml

YPDA AR FEIE (121°C, K1 15min)

A. YPD (Clontech /A7) 15.0g
B. 0.2%Adenine 4.5ml
C. ddH,O — 300.0 ml

SD/-Trp-Leu [fl{A$577%E (121°C, K 15min)

A. SD Agar Base (Clontech A ¥]) 32.69¢g
B. 10 x DO (-Leu-Trp) (Clontech A ¥]) 70.0 ml
C. ddH,O0 — 700.0 ml x5l 10x5 B Pk

(150mm)
2. HWERZMB:
50% PEG 4000 (Sigma A, wt.=3,350), FAiHlgnk s k287K
100% DMSO  (Sigma 2 );
10 x TE: 0.1 M Tris-HCI1 (pH7.5), 10mM EDTA, & 527K
10 x LiAc: 1M LiAc H] LR pH7.5, i [ 287 CKIA
10 x Dropout/ -Trp-Leu ¥¥: 3.2g DO Supplement (-Leu-Trp) ¥ T 500ml ddH,0 H1;
20 x Leu: 200 mg L-Leucine % 100ml ddH,O H;
0.2%Adenine: 0.2g Adenine Hemisulfate Salt(Sigma /A &])¥% T 100ml ddH,O H';

ddH,O: 1 s 287K

. SRR
M SD/-Trp “F-H_EHEEE 4% 2-3 mm. 4% pGBKT7-bait JFiki CNRAFLEAL ) ) AH109

FriE, H2A 1 ml SD/-Trp WARREFRIEH, WHITHF %, R/5HN 50 ml SD/-Trp

ARSI, 30°C {H, 250rpm PR%E5FFIL (16-18hr), & ODgp>1.5;

—

2. HUSS AR BEEFRNT 300 ml HiEF1) YPDA Ki9idk, 42 ODgp=0.2-0.3, 30°C fH
i, 250rpm $iR 7 H 7R A ODge=0.4-0.6 (£ 3hr);

3. Zi B0 5000rpm x Smin, 3 3, MO 25-50 ml ddH,0 5% TE B SRR

10



4,
AN

4. HEF R G

BOF R, BRI, UUEH 1.5 ml IxTE/LiAc BE )5, HIA M EE

10 x TE 10 x LiAc 50% PEG ddH,O
IXTE/LiAc  1.50 ml 150 ul 150 ul / 1.20 ml
PEG/LiAc 10 ml 1.0ml 1.0ml 8.0ml /
IxTE 10 ml 1.0ml / / 9.0ml

5. BU1ml [l 1.5 ml 1xTE/LiAc 5 & [FREESZ
cDNA S JFihi
10 mg/ml Sperm DNA*

100ug
200ul

SN, AL Ry, il

*Sperm DNA L HIIN A 236 20 738h, SLEIEA KR, A7 T°-20°C

6. N 6ml PEG/LiAc, BIFR % (P& = %A 24 2% ), 30°C 1H il , 200rpm #3535 7% 30min;

7. I 700ul DMSO, 25255 E R (A FEHS), 42°C /Kty #R v 15min([a] &R

)8
8.  HILE L 2500rpm x Smin, REFR _EIE, Pl 10ml 1xTE FE&E]

YA & 150mm  [¥) SD/ -Trp-Leu B A F#H (

TR A VKA1 1-2min;

JLUESN A, HX 200 ul

50 Ho),  [FEL 120l BN 108ul

IxTE JG{E 1:10, 1:10%, 1:10° Fi%%, %A 3 ¥t & 90mm [¥) SD/ -Trp-Leu [l fAREFEH

HT U EEHAAE R, 30°C BIE R 3-5 Ko
PR AN FIRUAR L A B BRI 52 25 4

INFRAE PN JE RS

1. YPDA Y SD &5 59 S e 1t 50ml 50ml 150ml
2. YPDA RS FRIEEY R R R 300ml 300ml 1000ml
3. TE 8¢ ddH,0 P kR4 25-50ml 25-50ml 500ml
4. Y& A. IXTE/LiAc 1.50 ml 1.50ml 8.0ml
B. PEG/LiAc 10ml 10ml 100ml

C. IxTE 0.5ml Iml 5% 10ml 10ml

5. 4r#  ADNA-BD vector 0.1ug 20-100ug 0.2-1.0mg
B.AD vector 0.1ug 10-50ug 0.1-0.5mg

C.Sperm DNA(10mg/ml) 10ul 200ul 2.0ml

6. IxTE/LiAc Ha:/KA2 541 1.5ml 1.0ml 8.0ml
P BRI Z A5 41 i 100ulx20 1.0ml 8.0ml
7. N PEG/LiAc, JIZ1¥%%% 0.6mlx20 6.0ml 60.0ml
8. I DMSO, #ZRiIRA 70ulx20 700ul 7.0ml
9. =HHELEF L 14000rpmx5sec 2500rpmx5min  2500rpmx5min
10. IxTE H &2 A4 0.1mlx20 6.0ml 10.0ml
B BT A4 e R 5 R AR $ 90mmx20 $ 150mmx50 $ 150mmx50

11



W NBEAL T (1) KK DNA-BD/bait £ 75 [ 5 0% H0 HE B f g
(2) M DNA-BD/bait X 15 3 {75 A
(3) XS
(4) i ERT 565 N\ DNA-BD/bait;

RIS PERUREEAL T2 e N S8 JTORE B [ I A A4 i ol JBORE 7 2

FEAL T IR 55 B OB AL

—. R
SD/-Trp-Leu-His-Ade/3-AT/X- a -GAL [E A7 (121°C, K& 15min)
A. SD Agar Base (Clontech A ]) 4.67g
B. 10 x DO (-Leu-Trp-His-Ade) (Clontech 3 F]) 10.0 ml
C. ddH, 0O — 100.0 ml

121°C, ‘KB 15min, ##1%] 50°CINAIGEE SM 3-AT (RZ9KE 15mM) 5 100ul
X- a -GAL(20mg/ml), i 5 B3P (90-100mm)

65% H Ih-Hit i BE 2% P iR

A, Huh 65ml

B. Mg,SO,  2H,0 2.465g

C. 2.0M Tris * HCI 1.25ml

D. ddH,0 — 100.0ml
LOSERGOD IR

1. IEPERTEEL 30-300 (13 S AT AL RIOR 5 vl e a4
B 100ug J2E FORi#5 AL I BB R 10ml, LL 100ul BRI A K 1:100 [R5 R L 5

%% 100, D).

RV 0 M0 2 ulimily
AR llilu cfun X ,_1:m| ¥ 10% ulimil) = 1x10* cfulug
100 ulx 0.01 x 100 g
ol AL 1x 104 cfu x 100 ug = 1 x 10° clones screened.

2. PREEESR vEE MBI SR v ORITIZE N 1.6x10° o) HI-H1, 45 v Mk
KT 100 W7 B Fr a4k ;
3. KPR R 4°C vKAE, [EALEIR 3-4 /NEY;

12



10.

11.

G, RYCTPAGE I Sml IxTE, FRATEEE] T E%, WHET Soml 2505,
3 B0 2500rpmxSmin, FF L3k . RO KR ZUES 3-5 1K

TRAFIFP: RFEEL 0.5ml B 0.5ml 65% H il fREREEIRS], -70°C ¥%AT;
O B AV (8 o o o Bk SO BE 1 5-10 %), ¥4 SD/ -Trp-Leu-His-Ade Jifi ik
G 30°C {8 ERETR 3-5 R AWK HI L

PRI V% LR 3] SD/ -Trp-Leu-His-Ade/3-AT/X- a -GAL “J-4K, 30°C BI'EHE, B2
011 T B0V BT 103 e B

BH P A 3% 7 B 2 X R 26 3280 T- SD/ -Trp-Leu /X- a -GAL “FAR I, 30°C BB E 3
Ko A ) — PR 7 o J LRl R TR 43 125

PRI B 2 TR A Lo

VR BTS2 {6 7% SRR T SD/ -Trp-Leu-His-Ade/3-AT/X- a -GAL ~F#, 30°C {3 & i

T 12K, O RV T oA U E .
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BERE IS4 A R GiFH 1 o [ ) 4 e
—— EEREFCR DNA FI3REL

RS R
SD/-Leu $555, (121°C, KP# 15min)
A. SD Base (Clontech A F]) 2.67¢g
B. 10 x DO (-Leu-Trp) 10.0 ml
C. 20 xTrp 5.0 ml
D. ddH,O — 100.0 ml

Pt RESR I : 2% Triton X-100; 1% SDS; 100mM NaCl; 10mM Tris,pHS.0; ImM EDTA

A. 10% Triton X-100 20.0ml

B. 10%SDS 10.0ml

C. Na(Cl 0.58¢g

D. Tris 0.12g

E. EDTANa, * 2H,0 0.12g

F. 10ONHCI — pHS.0

G. ddH,0 — 100.0ml

SRR

1. PREE I R R0 B P RO I8 20 25 1) 22 R BE PR A 7, B2 T 5.0ml SD/-Leu
WARREIREL, 30°C 1EML, 250rpm P& 8597 1-2 K, A F2k pGBKT7/bait Jitki;

2. IR B 5000rpm X 1min, [

3. IIONEERFZMRE 200ul, R R P,

4. MABEFEER(sigma)0.2g, Ky: A5 EE (25:24:1) 0.2ml, iRyiHRP Smin;

5. -70°CORAEIE B A AT 10 min;

6. =AM, TR 5 min;

7. ZERZC 12000 rppm X 10min, FIEFERE R 1.5 ml EO0ET, A 3MNaAc
(1/10V) 20ul, Jo/KZEE (2.5V) 500ul, -70°C %4 30-60min;

8. B§L» 12500 rpmX 10min, 4°C, FF LiF; 70%LEEEGRUTHE, T 37 CHAEEE

T4 DNA; UL 20-30ul £ ddH,0 F& DNA, f5#4%1-20C.
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K E 2SR S % (i)

. iinz?%%
SOB WitAsE 74, 115°C, 101b/in’ K 15min
A. bacto-Tryptone 10.0g
B. bacto-Yeast Extract 2.5¢g
C. NaCl 0.25g
D. KCl 0.09¢g
E. MgCl, * 6H,0 1.02¢g
F. ddH,0 — 500.0ml
. SREOPIR.

1. Pk LB [ AR IR 5 EA K E.coliKC8 FLIET, HeihT Sml LB AR FR4E, 37°ClH
W, 250 rppm PR REFRIL A

2. ¥ 2.5ml FrEERE AT S00mISOB K: i+, 37°CIHEE, 250 rpm $RFH FF A
ODg00=0.5-0.6 (£ 2.5-3hr) ;

3. KIEFREMICE T RO T, VKK 15-20min;

4. B0 6000 rpm X 10min, 4°C, & i ; LA Sml FiA LB ddH,0 FE R ], FEIIA 500ml
e (JCW ddHO WEEDTTE 4 145

5. B FIRDE IR, LA BEREEFREE PR AR 1 3 B 1 1y

6. HI 40-50ml TAITCE 10% H B EDUEA H, HH 2 50ml LR ELE ST, B0 6000
rpm X 10min, 4°C, 7 bif; wEIPE 1K

7. DUEEARR (25 1.5-2.0mD) TATRTCHR 10% H it E8 IR YT 122841, 73¢ 200ul/

S WAL RN, HAET-70°C A .

SCEE R DNA B4 KA E.coliKC8

1. UKIAAT R, B 2ul FFAG TR DNA A 40ul B2 841 b, T4,

2. JMAJEIEE 0.1cm #ESAAR, AL (1.8KV, 25uF, 200Q) ;

3. M ImlFrEE LB £53%0, 1RA), B 1L5Sml 805, 37°CHEME, 250rpm JREEF G
1h;

NN

4. B0 2500rpm X Smin, 4°C, 3+ LiE, R 100ul F R4 LB/Amp PR, 37°CHIEHRE .



TR A1 /)N B 1 2% 40 BT BURL DNA

PRHL LB [ A8 772k R A B.coli NFLIRVE , 50T 2.0ml LB AR+, 37°CIH

Ui, 250rpm $RZ IR (L) 12-14hr) ;
B 1Sml OBl i, =i 250 8000rpm X Imin, 3L _[35;
FGUUHE AN R 3% B IF T 100ul 15

(W I: 50mM %8 ; 25mM Tris « Cl; 10mM EDTA, pHS.0)
A.  2.0MTris-Cl, pH8.0  6.25ml

B. 04MEDTA, pH8.0 12.50ml
C. Hil%itE 4.730g
D. ddH,0 — 500ml

I 200ul FrEEECHI I, EIEBIRS,
(B IT: 0.2M NaOH; 1%SDS)

A. 10MNaOH 0.1 ml

B. SDS 0.5 ml

C. ddH,0 4.4 ml

TN 150ul T4 % 1L, %) 20 12000rpm X Smin, 4°C, FFYLHE;
(BRI KAc B¢, 3.0MK'; 5.0M Ac))

A. 5MKAc 300.0 ml

B. K4 57.5ml

C. ddH,0 142.5 ml

EIN 450ul ARy S5 5 IR (25:24: 1), 3% 3% 7R A1, 250> 12000rpm X 5min,4°C;
HCEJZKAR, i 0.9ml T oK ZE%,-20°C i 2hr DL, 2540 12000rpm X 15min,4°C;
FHUTHE DNA ] 70% CEEsE 1 Ik, 37 CHUAREE 5 T15 DNA,

UL DNA F T 20ul TE ZZ /(7 RNase 10-20ug), 37°C/K# 1-2hr Gt — L Y]

I3 e RAET-20C .
(TE ZZ¢1: 10mM Tris-Cl;1mM EDTA)

A.  Tris 1.21g
B. EDTANa, * 2H,0 0.37g
C. ddH,0 800.0ml
D. 1.0NHCI ] pH £ ik

E. ddH,0 — 1000.0ml

16



DNA [ BR il 4 A U1 Bl 20-#r

BRI P9 D53 B — M AE 0.5ml B85 1.5ml Eppendorf 2504 W BEAT, (0GRS Gl
4 37°C)Kitr AL 1-2hr;

— At 20ul RNVARRUE

A. DNA(0.2-2ug/ul) 7.0ul
B 10 X B ) 22 il 2.0ul
C.  FR#ITENDIBE(10-20U / ul) 1.0ul
D. ddH,0 10.0ul

AT, SN AR A 50-200ul, £ 52N 2H 20 AH N34 0
2 A R A AR, AT TR IO A 00, SE U B Eh OB S AL, P
T B PR A

AR H K3 AE o SCPE JFORE A% B D) B RIS, DAL P A e i .- Hael T B Allull [

DNA FrBx B

DNA F B —fEAE 0.5ml 88 1.5m1 Eppendorf &0 & WHEAT, —MBEE 20 ul e ViR &
R, AR AR GE A 12-15°C) 7K 8-14hr:

A. K DNA(0.1-2ug/ul) 2.0ul
B. #fi A\ DNA(0.1-2ug/ul) 10.0ul
C. 10XT4 ERLZ MR 2.0ul
D. T4 DNA #48#(1.0U / ul) 1.5-2.0ul
E. ddH,0 4.5-5.0ul

PO S E RN, e B B IR AE AT B R AL S N, — FRCLE BRI e BT S 5 IR
20L11 JJVARZR A 2.0ul 10X CIP Z2# A1 1-1.5U CIP /i, 37°C/Kit 30-60min, fh
711 0.5M EDTA, pHS.0 1.0ul, 75CH#VAYE Smin Ki% CIP, SRJGAEy: S 0i: 5l

P&, CBREUURE DGR DNA F By, FRREATIER SN .

SRR, A IR T4 DNA BEREBF(S-10UMl), FEIA 15% &R PEG8000.
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HHAHEAE M IR
——pGBKT7/bait 5 pACT2 /MU FL AL B2 1}

1. KRt

YPDA WifA¥: 0L, (121°C, K1 15min)
A. YPD (Clontech Z37]) 15.0g
B. 0.2%Adenine 4.5ml
C. ddH,0 —> 300.0 ml

SD/-Trp-Leu [H4#4$%570E, (121°C, K& 15min)

A. SD Agar Base (Clontech /A 7)) 4.67¢g
B. 10 x DO (-Leu-Trp) (Clontech 3 7]) 10.0 ml
C. ddH,0 — 100.0 ml  f 5 H P4 (90-100mm)

SD/-Trp-Leu-His-Ade/3-AT/X- a -GAL [H{AE;7%3E (121°C, K# 15min)

A. SD Agar Base (Clontech A F]) 4.67¢g
B. 10 x DO (-Leu-Trp-His-Ade) (Clontech A #]) 10.0 ml
C. ddH,O0 — 100.0 ml

121°C, KW 15min, AHIF] S0CMNER SM 3-AT (RZ4KE 15mMD 5 100ul
X- a -GAL(20mg/ml),ffi 5 B4 (90-100mm)
2. HeE&H
50% PEG 4000 (Sigma A7 wt.=3,350), FH AT m k200K,
100% DMSO (Sigma 2 #));
10 x TE: 0.1 M Tris-HCI (pH7.5), 10mM EDTA, = [ 25V K 1,
10 x LiAc: IM LiAc H LR pH7.5, i R 287K
10 x Dropout/ -Trp-Leu ¥ ¥: 3.2 g DO Supplement(-Leu-Trp) ¥ T 500ml ddH,O 7;
10 x Dropout/ -Trp-Leu-His-Ade % #i: 3.0 g DO Supplement (-Trp-Leu-His-Ade)% T
500ml ddH,O H;
0.2%Adenine: 0.2g Adenine Hemisulfate Salt(Sigma A ] )¥% + 100ml ddH,O ;
3-AT (5M) :4.202g 3-AT %1 10ml ddH,0, WK (<50°C )i, G 3 JE 28 il y& o
5335 10 4N EP 4 ,- 20 C A7
X- a -GAL(20mg/ml): 1.25mg X- a -GAL)% T 1.25mIDMF H;

ddH,0: 15 s 287K

18



TLOSEEGIDIR.
M YPDA AR _EHEEUA K 1-3 J8. BHAR 2-3 mm [ AH109 g%, B2 1 ml YPDA

WARRTRIE T, WRGHTRUAT, RIGHN 50 ml YPDA WUAAR FRHEH, 30°C fHIH,

—

2. UG RS R EBEAT 300 ml B YPDA §5775E, 4 ODg=0.2-0.3, 30°C fH
i, 250rpm PR HEFEE ODgop=0.4-0.6 (£ 3hr);

3. &AL 5000rpm x Smin, FF EiE; A 25-50 ml ddH,0 B¢ TE Ha e gk e BT
VEANHL, EF B, EEE IR, JUEH 1.5 ml IxTE/LiAc Hak)ia, RIAEERE
RS2 A AN,

4. HEE A

3B RN, 10 x TE 10 x LiAc 50% PEG ddH,O

A. 1xTE/LiAc 1.50 ml 150 ul 150 ul / 1.20 ml
B. PEG/LiAc 2.00 ml 200 ul 200 ul 1.6ml /
C. IxTE 1.00 ml 100 ul / / 900 ul
5. EEAFFEALIN OB DNA:
IR 2H KRR BRI A&
1. pGBKT7-bait pGBKT7-53 pGBKT7-lam 0.2ug
2. pACT2-Y pGADT7-T pGADT7-T 0.1ug
3. Sperm DNA*(10 mg/ml) 0.1 mg

* Sperm DNA B I /K 28000 20 204d, SERIFEAUKSE, {RAFET-20°C.

6. BN 100ul F 1xTE/LiAc 5B W RHEZ &A1, IR 1RA;

7. %I 600ul PEG/LiAc, RIZRY (FRmiAb2%), 30°C fH, 200rpm 4k %5
% 30min;

8. &M 70ul DMSO, LI EIRS(AFEHRS), 42°C K HIRGE 15min, A
VKA H) 1-2min;

9. ZHih B0 14,000rpm x Ssec, REFR LG, S 0.1 ml 1xTE HEJTHE S,
A SD/ -Trp-Leu [ #A5778%, 30°C 5 E 1% 3 K,

10. PR Y% SR T SD/-Trp-Leu-His-Ade/3-AT/X- a -GAL ~F-#t, 30°C {5 & Ei % 1-2 K.
S ZH B VE AT O AR, BB IR TG EAE R s SEIR A vk AR K RS, SR
A AR AR,
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Bk 1 BFrEA .

[ZaSsapis S

® YPD (Clontech AF]) 7 :
Difco peptone 20 g/L
Yeast extract 10 g/l
Agar 20 g/L

10 x Dropout(-His-Trp —Leu-Ade) ¥
ANANE His, Trp, Leu, Ade 573 f] 10 x Dropout #1#
1000ml #HCHS A Aoy, AT K BT S fr A7 4°C

(1) L-Isoleucine L-F 5o 1R 300mg
(2) L-Valine L-40% 1% 1500mg
(3) L-Uracil L-JRWEE 200mg
(4) L-Arginine HC1 L-F5 2 IR Hh R £ 200mg
(5) L-Lysine HC1 L2 1% 2R 1 £ 300mg
(6) L-Methionine L- 2 R 200mg
(7) L-Phenylalanine L-ZR N 24 1R 500mg
(8) L-Threonine L- 752 % 2000mg
(9) L-Tyrosine L% 2 R 300mg
20xEHHRIETEIK

100ml FH 3500547 R AU, Al Pz K e fRAr 4°C
20XTrp  L-Tryptophan L-4H %% 40mg
20XHis L-Histidine L-t & % 40mg
20XLeu L-Leucine L5 2R 200mg
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P 2 BeBREEAR Bk B
GAL4 R4 2 BiH Bk

PT1021-5
Catalog #K1605-A

pGEBTS DNA-BD YVector Information
GenBank Accession # UOTE4E6
Hind 111410

MCS
(1004-1053)
EcoR |
Smal
BamH |
Sall
Pstl

SnaB |

[4E33

(1115]
Aatll
4108 _
Hind Nl
Xba |
\P (1748
vl
(2118l
MATCHMAEKER &' DMA-BD Insert
Screening Amplimer &
“E';H.ﬁ.l.l- ONA-ED Sequencig Primer
o — > BALE DNA-BD .

TCATCG GAAGAG AGT AGT AAC AAA GGT CAAAGA CAGTTG ACT GTA TCG CCG

&A.G.TTC CCG GGG ATE CGT CGA CCT GCA GCC AAG CTAATT CCG GGC GAATTT
EcoR| Smal BamH| Sall  Pstl e
o9
ETl' ATGATT TAT GAT TTTTAT TATTAA ATA AGT TAT AAA AAA AAT AAG TGT ATA
TR STOR
- {RF ) ORE 1]
EM ATTTTA .ﬁ.n"-'l..E‘TGf-". CTCTTAGGTTTT A4l ACG

MATCHMAKER ¥ DNA-BD Insert
Scresning Amplimer

Restriction map and multiple cloning site (MCS) of ppGETS DNA-BD Vector. Unique restriction sites are in bold.

Description:
pPGETY generates a hybrid protein that contains the sequences for the GAL4 DN A-binding domain
{(DMA-BD; a.a. 1-147). For the construction of a hybrid protein, the gene encoding the protein of

interest is ligated into the MCS in the correct orientation and in the correct reading frame such that
afusion proteinis generated. The fusion proteinis expressed in veast host cells from the constitutive
ADH T promoter; transcription is terminated at the ADH Ttranscription termination signal. The hybrid
protein is targeted to the veast nucleus by nuclear localization sequences that are an intrinsic part
of the GAL4 DMNA-BO (2). pGETY is a shuttle vector that replicates autonomously in both £, cof and
5. caeravisiaa. It carries the Bz gens (for ampicillin resistance in £, colf) and the TRFT nutritional
markerthat allow veastauxotrophs carrving pGETS togrow anlimiting synthetic medium lacking Trp.
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By 2 BB AR UL PR 3
GAL4 R4 2 Bt ki

pPACT2 AD Vector Information

GenBank Accession #; 128599,

MCS
[50E2-4981]

= Bglll

HA epitope
Mde |

)

Cal E1
on

pACT2

PT2022-5
Catalog #16 0d-4

8.1kb Clal

el
ADHY &
[2626)

Sl
Neol
Smal
Xmal
BamH |
EcoR |
Sacl
Xhol

=Byl I

(4729)

Nt 114163
Mot 114345

MATCHMAKER 5° AD LD- Insert

I GAL4 AD Baquening PI'II1H'=_ Ezragning Amplmar

GALS AD
AAT ACC ACT ACA ATG GAT GAT GTA TAT AAC TAT CTA TTG GAT GATGAA GAT ACC CCA CCA

R GALS H& apitope

— AD Tyr Pro Tyr Azp Wal Pro Asp Tyr Ala

AAC CCA AAAARA GAG ATCTGT ATG GCT TAC CCA TAC GAT GTT CCA GAT TAC GLT AGL TTG

BalII*

5065

. S Stop

GGT GGTLATATG GCC ATG GAG GCCCCH GGG ATC CGA ATT CGA GCT CGA GAG ATC TAT GA

Nde | Neol Smal{ BamH1 EcoR | Kol Ealll”
Xmal Sacl
HE
stop STOP

ATCE TAGATACTGAAAMACCCCECAAGTTCACTTCAACTETGCATCGTGCACCATETE

N MATCHMAKER 2 ADLD-
Irsart-Screenng Anplimar

Restriction Map and Multiple Cloning Site (MCS5) of pACT2 AD. Unique restriction sites are in bold.

Description:

pACTZ generates a fusion of the GAL4 AD (amino acids T68—881), an HAepitope tag, and a protein
of interzst (or protein encoded by a cONA in a fusion library) cloned info the MCS in the correct
orientation andreading frame. pACTZ, which is derived from pACT (1), contains aunique EcoR | site
in the MCS, The hybrid protein is expressed at high levels in veast host cells from the constitutive
ADHT promoter (F); transcription is terminated at the ADH 1 transcription tzrmination signal (7). The
protein is targeted to the yeast nucleus by the nuclear localization sequence from 5W40 T-antigen
which has been cloned into the 5" end of the GAL4 AD sequence (2). pACTZ s a shuttle vector that
replicates autonomously in both E. colf and 5. carevisiae and carries the &a gene, which confers
ampicillin resistance in £, coll. pACTZ al=o contains the LELE nutritional gene that allows yeast
auxotrophs to grow on limiting synthetic meadia. Transformants with ADibrary plasmids can be
selected by complementation by the LELZ gens by using an E. coffstrain that carries a fewd mutation
(e.q., HE101),

Mote: The 51 and Smal sitesin the MCS tend fo compress during sequencing.

{PREXD5E)
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GAL4 R4 3 BFrHAL

pPGBKTT Vector Information PT2248-5
GenBank Accession # Submission in Progress. Catalog # K1612-1

a o-Myc epitopetag

MATCHWMAKER § DNA-BD Vector

MEs_ Insert Screening Amplimer BALA DNA-Binding Domain
TCATCG GAA GAG AGT AGT AAC AAA GET CAA AGA CAG TTG ACT GT."-".T_EE COGGAA TTT
a8,
1212 T7 Sequencing Primer W7
#*  T7 Promaber T a-Mya Epitops Tap

GTA ATA CGA CTC ACT ATA GGG CGA GCC GOC ATC ATG GAG GAG CAG AAG CTG ATC TCA GAR GAG GAC ET;G

START
1781
CAT ATG GCC ATG GAG GCC GAA TTC CCOG GGG ATC CGT CGA CCT GCA GCG GCC GCA TAACTAGCATARACTTT
Niele | Ncal  Sfil EcoRl gpa)y BamHl Sall Pst STOF sTop
b Xmal

T7 Terminator

TTGEGEGECTCIAAACGGETCTTG AEGGGTI"FITTE CGCECTTGCAGCCAAGCTAATTCCGGGCGAATTTCTTATGATTT

STOP
ot 3,

1920

‘ATE AWTWA“AWAMTMGTTATMMMMTAAGTET&TAC#MTTWAMGTGAETCTT.&.G GTTTTAAAACGA ARA
- % DNA-BD Sequencing Primer

ol

MATCHMAKER 3' D NA-BD Yector
Insert Soreering Amplmer

Restriction Map and Multiple Cloning Site (MCS) of pGBKTT. Unique restriction sites are in bold.

Description:

The pGBKTT vector expresses proteins fused to amino acids 1-147 of the GAL4 DHNA binding
domain (DMA-BD). Inyeast, fusion proteins are expressed at high levels from the constitutive ADH T
promoter ':-EA@ i transcription is terminated by the TV and ADHT transcription termination sianals
R |:-i;|§KT.? also contains the TV promoter, a c-Mye epitope tag, and a MCS, pGEKTY
replicates autonomaously in both £, coffand 5. caravisizefrom the pUC and 2 p ori, respactively. The
vector carries the Kan mfor selection in E. col and the TRET nutritional marker for selection in yeast.
Yeast strains containing pEBKTT exhibit a higher transformation efficiency than strains carrving
other DNA-ED domain vectars (1),

(PREZ1E0)
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GAL4 R4t 3 FrHIFRL

pGADTT Vector Information FT2249-5
GenBank Accession # Submission in progress, Catalog # K1612-1

m HA opitope tag

1852 MATCHMAKER §' AD LD-Insert Scicening Ampliner oEALE 7 SequencingPrimer
= Activation Domain T7 Promater

CTA TTCGAT GAT GAA GAT ACC CCA CCA AAC CCA AAA AGA GAG ATC TTT AAT ACG ACT
aa. Bl |
B2l

1916 START
I —— ik HA Epitope Tag .

[ —_ 1Y 4t »
CAC TAT AGG GCG AGC GEC GEC ATG GAG TAC CCATAC GAC GTA CCA GAT TAC GCT
fen |

1960

E.ﬂ.T ATH GCC ATG GAG GLL AGT GAATTC CAL CCG GGT GGG CAT CGA TAC GGG ATC CAT
Nida | Neo | Sfrl Ecaf | small clal BamH |

Xmal
0 STOP

TZ_G.Q GCT CGA GCT GCA GATGAATCGTAGATACT GAAAAACCCLGCAAGTT CACTTC

~

Sacl Xhal  Fatl " MATCHMAKER 3’ AD LD-Insert Scfesning Ampimer
2081

.E'..ﬁ._l."_-TGTGE.ﬁ.TEGTG CACCATCT
b 2" &0 Sequencing P limer

Restriction Map and Multiple Clening Site (MCS) of pGADTT. Unique restriction sites are in bald.

Description:

The pGADTT vector expresses proteins fused to amino acids 762—881 of the GAL4 activation
domain (AD). In veast, fusion proteins are expressed at high levels from the constitutive ADHT
prom ater | PAE s transcription isterminated at the ADHT t_r:ms cription te.rrnh_mtin:-n signal(7,,..). The
fusion protein is targeted tothe veast nucleus by the 5W40 nuclear localization SE-Z|LIEI'|CEST]E|:II have
beenadded to the activation domain sequence (1), pGADTT also contains the T7 promoter, an HA
gpitope tag, anda MCS. pGADTT replicates autonomously in both £, coffand 5. caravisiae from the
plIC and 2 pari, respactively. The vector carries Ampfor selection in £, coli and the LELEZ nutritional
marker for selection in veast,

Use:

PEADTT is the AD Vector included with MATCHMAKER Two-Hybrid System 2. The MCS of
PGEADTT hasuniquerestriction sites in frame withthe 3-end of the GAL4 ADfor constructing a fusion
proteinwith either a protein of interest or a fusion proteinlibrary. The bait protein is also expressed

{PREZ151)
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LexA ZR4EHTH TR

MCS
EcoR | 2145
BamH | 2155
Sall* 2183
Nco liz168)
Not 12172
Xhol 2178
Sall* ma3

Hind |11
(1515)

. pLexA
Amp 10.2 kb

Hind 11

(6465] 'L’r’ri%lgl]” *The Sa/l sites may be used as a unique site for cloning.

_31-:?|__ plexA Sequencing Pnmer P DNA-BD LexA protsin) .

CGT CAG CAG AGC TTC ACC ATT GAA GGG CTG GCE GTT GGG GTT ATT CGC AAC GGC GAC
713 a,;_

—

TGECTG GAATTCCCG GG ATC COTCGA CCATGGE LG COG CTC GAG TCG ACC TGC AGE
2195 EcoRl Amal BamHl garp Neol g Xhol sa/1*  Pstl

- md

CAAGCTAATTCCGGGCRAATTTCTTATGATTTATGATTTTTATTATTAAATAAGTTATAAAAAAAA
w0 A e

TAAGTGTATACAAATTTTAAAGTGACTCTTAGGTTTTAARALG

Figure 8. pLexA plasmid map and MCS sequence. (pLexf was originally published as pEG202
in Gyuris ef al., 1993 pLexA is used to generate fusions of the DMA-BD (the 202-residus LexA
proteing with a tanget (or bait) protein. Fusion protein expression is controlled by the strong yeast
ADHT promoter. May be propagated and selected forin E. coff and veast. The HI53 transformation
marker is used for selection inyeast. Unique sites are in bold. & plexdinsert sequencing primer is
included in the MATCHMAKER LexA Two-Hybrid Svstem for sequencing inserts.
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LexA RGP Al Bk

(529 MCS
EcoR 1o
Xhol sz

Hind 111 (ace)

Hind 11 (1475)

Hind Ml A = 5Va0lange T antigan nuclear
{35741 localization signal

T® E 42 Activation Demain

.

CCAG CCTGAC TEG CTG AAA TCG AAT GGTTTT CAT GAA ATT GAA GCG GAT GTT AAC

pre] pB42AD Sequencing Primer

M > - HA epitope tag .
GATACCAGC CTCTTG CTG AGT GGA GAT GCC TCC TAC CCT TAT GAT GTG CCA GAT TAT
Bal

—

GCC TCT CCC GAATTE GGC CGA CTC GAG AAGCTTTGGACTTCTTCGOCAGAGGTTTGGTCA
. EcoR | Ahel  Hind 111

EJ.GTETEE;‘L‘ATEIJ.,‘J.GGTTGTEGG CTTGTCTACCTTGCCAGAAATTTACGAAAAGATGGAALAGT

B3
fiTEﬂﬂﬂTEETTGGTﬂ_GﬂTAEGTTGTTGAE&ETTET&Q.&T.&QGCG&&TTTETT.&TGﬁ.TTTﬁ.Tbj
i 2] o,

Figure 9. pB42AD plasmid map and MCS sequence. (pE42AD was originally published as
pJG4-5in Gyuris ef /., 1992 pB42AD expresses cOMAs or other coding sequences inserted into
the unique ECO Rl and Xho | sites as translational fusions to a cassette consisting of the 5W40
nueclear localization sequence, the 88 residus B42 acidic activator (AD), and the hemagaglutinin
epitope tag. Fusion protein expression is under the control of the GALT inducible promoter. May
be propagated and selected forin £ cofi and veast. The TRP1 transformation marker is used for
selection in yeast. Unique sites are in bold, A pB42AD insert sequencing primer is included in the

MATCHMAKER LexA Two-Hybrid System for sequencing inserts.
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LexA ZR4EHTH TR

Apal  ppoa
198

Hind 111 Hird 1 i0g

{8.22)

Spal
8.17) Loxd
LRz opld]

2um

o pBop-lacZ
10.3 kb L6e?

£k

Hind 11
(7.05)

Figure 10. pSop-lacZ plasmid map. pRop-lac? was originally published as pSHI2-24 (Golemis
atal., 1994; Estojak af i, 1995). pSop-lacs carries the lacs reporter gene under the control of eight
LexA operators and the minimal TATA region from the GALT promoter; the GAL4 LAS sites weare
completely removed in the parent plasmid pLR1AT (West af af., 1984, pRop-lacd exhibits zero
transcriptional activity in the absence of a LexA-fused activator. pRop-lacs can be maintained as
an autonomously replicating plasmid in strain EGY48 or can beforced to integrate into the EGY48

Jenome.
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