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A1, Yeast two-hybrid 7]& (Y2H)& 2 M 22 protein-protein interaction
< 27 98 AFEE A 95Ut 19899 Fields and Song'o]l <] W o]
T, F27HA] 28,000 7 o)) =il A9 e AESHE pathway U] 2]
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Matchmaker™ Gold Yeast Two-Hybrid System (TaKaRa Code 630489)°l]
A &2 protein (“bait” protein ; &3l = TM AR 2 cloning)S Yeast
GAL4 protein®] DNA-binding domain (DNA-BD)¥} §3HE|o] Wha] & A~
2 transcriptiong #4318 4= gloy} 4719 reporter F-AAL] AR °ﬂ 3
3l GAL4-responsive promotero]] A& 4= dFUt} &-#H, B4 protein
("bait” protein)¥} 245 Z-& 3}= partner protein (“prey’ protein ; 1] & 2]
WAZ library FE|2 A F)S Yeast GAL49| transcriptional activiation
domain (AD)ol| -§&3}¢] transcriptionS EA3A171& 98-S U o}
] Prey protein®] bait protein@} & 2F-83F W] GAL4 promotor®] activity7}
3| B 5o] gh} = 1 o] 4k reporter protein] 43+ H YT},
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Q2. 2ff yeastE AHESiLI7}?
A2, Yeast= AololE AR A 2 AYAZEL] vhe gloputE AN
o] 43 FHAFYLY}, o] 7|&o] UukslE o]F =2 S, cerevisiae?} two-hybrid
T2 Az Ee o 7HA 2438 o7t AF YT Yeastox] L E
protein 2 33} FZZ A3}, neutral internal pHE #3544, disulfide
bond9} AukAQl o2 ZH A EA & OJL‘rL post-translational
modificationg Z13¥s}7] W&yt o]k =>4 EHS"] protein T &E
A8} protein-protein interaction= f%_lo]-—— UH
F7H 22, yeast= Wi AAl THE & AL genome *1 °ﬂ°] ’3}71] A
o] gl&yt}, 3 homologous recombinationg 53 yeast WollA] 24
23wl A library & 75 4 dF Yt Mammalian two-hybrid
system-2 yeast two-hybrid A¥}2 &¢1&l=1] v|-¢ o] & o] A|ut, t}27)7}
$14] 931 background 7} 7] Wli-efl library & 23'83h= vlE 8314 &
Fyrt
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A3, Protein-protein interactiong A183}7] 9]3ll HIS3 nutritional reporter TF
S X835} Yeast two-hybrid A|28& £ w8 49| (i) background

colony®} (ii) false positiveZ A3 g},
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U3 w517 plating® $1& 7% YERG YT H]- W, false positivesi= bait
o} =HH o7 prey protemsol reporters?] upstream A 9-& 212)5le] A3
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o] Matchmaker gold A]2~&]o]|4]%= background colony growth7} 72| &7}
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2 Matchmaker™ Gold¥ false postivesE ZHAaAAUTH utata
HZH o2 A3 prey protein©] 3 7] 2] recognition sequencesol] AEal| ok
3L 4 79 reporters7} &/d3}Eofof 317] Wiyt Matchmaker™
Goldi= 3 7}¢] ThE bait recognition sequence/promoterel| 2J3] 4 7] o] Z5}
reporter’} 27 ¥ 0] 2| := yeast two-hybrid -8 systemQ YT},
Q4. 2} A&lof| AFZEH= baito| CHSH0{ auto-activation H|AE S &f{o} gh|7}?
A4, Bait7} eukaryotic transcription factorg}™ prey protein¥} interaction
o] 222 yeast reportersE B3} A2 7HsAd o] JHH T
Q5. Transmembrane proteinT bait7} & 4= Q&L 7172
A5, 7F8Utt. 28y two-hybrid A|28l& dukd 0 2 proteing
cytoplasmic domain 7Fe] interactions ZAbe A7} A HF YT,
Matchmaker™ Gold reporter7} A X & Wil 9 2|3}7] wiol] AZE=7] ¢Is)
A& bait-prey interaction-& 3 A WAl okl T}, Traget protein©]
A &3} foldingdtal 3ol $2|3l= 3 (& Matchmaker™ vectorE-2 bait
9} prey proteine]] & W x3tEE A|2dS Zt}) library protein}<]
interactiong 73&%H 4= AFUY, o] AL YUk 0 2 hait2 FE 9| signal
peptide®} transmembrane domaing A= A o] vpgh2 g},
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ol Jom 15 % E AviFT

« Hopkinson, S.B. & Jones, J. C. (2000) Mol, Biol, Cell, 11(1):277-286

« Traweger, A, et al. (2002) J. Biol. Chem, 277(12):10201-10208

« Tian, X. Y. et al. (2001) Reproduction, 121(6):873-880

« Daniel, J, M, & Reynolds, A, B, (1999) Mol, Cell. Biol, 19(5):3614-3623,
« Rochdi, M, D, et al, (2004) J, Biol. Chem, 279(18):18981-18989,

Q6, Yeast two-hybrid A&t = Q1= protein| Z[CHe} %|A size= Ao}
Lizp?

AB, # 4 8 amino acids® FE] ] 750 amino acids7}A]2] protein®] yeast

two-hybrid2 32 o| 9t B =31 Ql5 Ut}

2. Heery, D, M, et al, (1997) Nature 387(6634):733-730.

3. Schaefer B. C., Ed. (1997) Gene Cloning and Analysis: Current Innovations, (Horizon

Scientific Press), pp11-28.



Technical Tip 4

W Yeast H|YF

Q7. YPDAS} YPD HIX|2| XH0|= S0iQlL|7}?

A7. YPD (TaKaRa Code 630409):= “Yeast Peptone Dextrose” B A ¢] 2FA}
= amino acis, salts, dextrose (glucose), 18|31 2] yeast A& w27
3= 9ok vl AUtk YPDA (TaKaRa Code 630464)3= YPDOA] 120 mg/L
adenine hemisulfate7} 27} 8| A 2 ADE2 mutant alleleZ7}Zlyeast strains
o] pink ¥ red2 W3l= AS WAL} (0]8} #%). Clontech®] YPDA
oli= adenine hemisulfate®] % F%=7} ¥ protocoloA Algdh= F=
(40 mg/L)ET} 3 Wl o E=HUTE Tk T sources?] WIAIE ARR-SHE

Matchmaker™ yeast strains-2 pink £ red 2 HEA| & Z5 T}

Q8. Matchmaker™ Goldd{| AFZ Z|= Aureobasidin AS| 7|5 Fa1QlL|7}?
A8, Matchmaker™ Gold System-& Aureobasidin A (AbA)2}= S, cerevisiaed|
sl wie- et 54 7H FAA | tiste] S 2| sk vl 558
reporter® AURL-C §74-5 AU iy, w9 P31 antifungal
depsipeptidee] thet 95 o]8-3HH AW 4 v Ak AL&S of Fa e
o] HA3) #4 glo|% A3l Y2H library screeningel] ©]-§-& 7 3l
Fut,

Q9. Matchmaker™ System0i|A{ blue/white screening A| X-a-Gal 4l X-Gal
S AEE = AFHIN?
A9, oFH @ X-Gal¥} X-a-Gal2 FYsHA FFYth. X-Gal & E.coli B2 f-
galactosidase (lacZ)2] 7] o] ARt X-a-Gal-2 yeast &4 alpha-galactosidase
(Mellp)9] 7142 AREEYTE X-a-Gal & Matchamker™ Gold Systemol|A]
blue/white colony Screening®ll A-&E Yt} Mellpi= protein-protein
interaction®l] &3 MEL1 -5-8A-2 B248}A) 7|9 yeastol| ] £4] HUt},
Q10 off ujuf 2 YPD HiX|o|A A}2t yeast colonyE0| pink EE= redZ Edsh
L7k?

A10. Red A4+ adenineo] 2& v #]oj|A] 22}, ADE2 B3 ADE1 strains
oAl 22 purine A3 ADE2 mutantsol] ¢J8f 2t} Clonteche
o]#l M} 2 EE AL WA|E7] 98] 120 mg/L adenine hemisulfate7}
E017F w0l YPDAOA] L yeast strainsS 7|8 A& WAL}, o] A
A 540 A LA A AT, HY 518hA A o] 1967l R ET| =
AFUTE A2 vacuole’o]] F4 531 450-490 nm 3 elA] H3-& e A
o2 B},

4, Smirnov, M. N, et al, (1967) Biochem. Biophys, Res, Comm, 27(3):299-304.
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Q11 Agar K| 2tE= S Aujgh|ch £30]
A1, Agarg AeHeh &F (20 g/L)E EATHL 74
< pH Wi 4= AUtk AAlE o] A3l A¢, 121C oA 15 £7F
autoclaved}7] 2 minimal SD ¥] A= pH5.82 o} 3} YPDA pH6.5

= uho} et
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Q12, Mate & Plate™ librariy= F-dIL|7}?

A12, Mate & Plate library (TaKaRa Code 630468 £] T}F)& MATe haploid
yeast (Y187)9] transform ¥ - AP o] 24 libraryd Ut} Baitg & A]7]
= AHE8E Y2HGoldeF AH1099] yeast MATa two-hybrid reporter strain
I} 3] mating®t = 5 YT Y2HGold baits SD/-Trpel Aol A 31524 &5
oF Zheka] wi kst & v library 3 1 7112] wbeol| A 2 40] Futh, 19
t}2 mating®] Yoy E== 3154 1 incubationd}al W 3 SD/-Leu/-Trp/X-
a-Gal/AbAd]| diploid cell-& =93}e] Y2H interaction®] doJt colonyE<
A,

Q13, #o{ E|= library7} 1S B9 AAR Rl5k= libraryE 2HE + = WY
= FAY 72

A13, Clontechol]4]:= Make Your Own “Mate & Plate™ Library System

(TaKaRa Code 630490)2 A= AT}, Yeast two-hybrid library S FH=

+ o] ®Hr} v 7hebst 2 1o Mate & Plate™ ¥ o] screeningdl= 7173

e gy,

Q14 A 27} ZE25IK| SFUCHE Y5t libraryE BHE 5 U2 71R7?

A14, 7}t Make Your Own “Mate & Plate™” Library System
(TaKaRa Code 630490)-2 SMART 7|2 0]-§-5}o] cDNAZS §HA13}7] wiol
w9 Agke] A5} gtuetE Ths gyt dEEW, £7] 100 ngd total
RNAR X library & A2 4 lF U
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Q15, 7| & library7} Matchmaker™ Gold2} A At2g = Q=X] 0%
Qlaf{of gH{7t?
A15, Clontechol| A= B2 el 9] yeast two-hybrid libraryx= H2~E3}A] &
sksUth ey o240 2% prey (library) vector7} LEU2 marker® A%
+ library2}H Matchmaker™ gold$} $HA| & 4= 918 Ao 2 AZghct,
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