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Human genome project= 22 A& 24 E84 A5 A4 A G149 o
7\ME ARFE HEE 1990”01] AlZtElo] A Al §31A xR BAS BEFog
e FERAAAT SdHoMe A7 Exo] dAol A AEHITHStanford 5,
2000). o SAIZE 7153 SHAA FHAe B4 5X2 A ARy AHd

1}

FRAAE FHa 4 FRAES Zd AE Wl & ste]l Sdwoly B

ds Fstd A WA 7lsS A A B AFEE FHA FE
FFe gofstazt e A7 AW Foll Atk (Cordes 5, 2001). ol & 7lsHHA
& AT e dPsE Edo| oot riee 7 B ATt AH
- ARSI iAo g AttAS THAY, vhe2Y A e FEE
o v} FAAS T F-AHA A A(gene konckout) 7]&d & EAMESHH A
& ol &3t A 2AE 4 7] "l wig &3 A4 Bl FEEA o&

9 BEY LS B A4 J15 ATE 95l
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Gene targeting ol 54 FHAY] dFES AAS= knockout‘ﬂ“i‘.iﬂr EA
TR T2 el WAAT| A sk N
A el d BARS AASH e FAAe] HEs FES= knockin Hc]' 2Jo] Slrk
(Burmeister 5, 2004). <o e EAHo] RdFES] /i vhHo 2 3}18HE &=
o] F7]%(chemical mutagenesis)<
(Bradley 5, 2002). 95492 knockout®]Y} transgenic
Hold S & 71 flth. 2 EE AAEA SdRolE X3 v
dAwole] A= FHAY 7Is E4& fdt Ed¥ol
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Aol A s 7 7HA Ad@HEge] AMEY. 28F 9 BlufA
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3. ENUE o|&3 EdolA AA(ENU mutagenesis)

HZoe w2 FHAAE AR ot =dwo]l w2z FgHE 9
N-ethyl-N-nitrosourea(ENU) mutagenesis”} 53 Ho]®|11 JtHBalling 5, 2001).
ENUE A3AEE TopllA it S42A dAFYg Bl 555 ©E7] 98] AMRH
o] k1o, Russell 519790 <3 ENUZF AAave] AAE 2 AAF] A =
d¥lelE FASE e e 4ol dEAHA vheAE o &3 7sRAA
8(functional genomics) A7l &85 7] A& th(Krack &, 2001). ENU &l ]
A ©@7IZtel| e Y ARl neAE WA AF F oW FHAY R
9l 75 £A(partial loss of function), ¥ 7152 9=-&(negative function), 7|

8] = (exaggerated function)@} #H3F EAHO|E S F Qo o|EZRH ANEF
FHE S Tt FAAEY 7es #EY 4 AvkBrown 5, 2000). <1xH A
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activity S 23t ZA 47114 A

A ol TFABA A 71A o, ABAG AR oo 93] WAEHE= AL
= %}E%xi AHKrack 5, 2001). vh9-2 2dS o] 83k X F7HA| Q] AFE F3}]

=

a-synuclein(Hardy &, 1999), ataxin(Koeppen &, 1998), attractin(Kuramoto <,

2002), fgfl4(WangQ &, 2002), fmrl(Hagerman &, 2002), mbp(Delassalle &, 1981),

plp(Griffiths &, 1998), pmp22(Suter &, 1992), parkin(Shimura &, 2000), sodium

channel(Meisler &, 200) 59 FHAE0] AASH FEALS 7= Fo] B

15}t =3 MPTP(1-methyl- 4-phenyl-1,2,3,6-tetrahydropyridine) 9} & A7

£ FAE E3) nigrostriatal dopaminergic system®] & EsldE A9
=]

frde] 7hsstth(Hirsch &, 2003).

WAL dode F8 oz AALZY L5:(demyehna‘uon) olivocerebellar circuit
o] o]}, HZt ol Fol HauEa gloy tpeFek AddEe s He] =
Ao Z d#HA JtHGwinn 5, 2002; Mlarioshkin 5, 2002; Gnetika Jankovic, 2002).
A4 #d" TIPS Hole nk¢2A Zd= ped(purkinje cell degernation),

nervous, tottering(Hess &, 1996), lurcher(Zuo <&, 1997), leaner(Doyle &, 1997) &<
AAY EARo] vkt Sk o]E PhAEY HXAFS oF 2-3 ZE:‘HH g3
F383o] BFE7] AZSh= adult onset WA A4S Ur

5. 2002; Mlarioshkin %, 2002; Gnetika Jankovic, 2002). 1A% #HE FTHHS H
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xylazine(10mg/kg)= ©1&st] ZA vHAAZ + A& Fsto] PBS WA E F9Ys}
o PAS AA} thF Bouin's AN EE methanol/acetic acid(3:11) IAAO=Z
TRz DFAAT M 222 TS 5t e T U 1Y
A 1RAES 2AEAL g BEEe Iv) & ed(coronal), AlGEH
(sagittal) == FH9W(horizonta) 2.2 AHE AT ¥ Z2FS 7um FAZ Ads)
of @¥/glycerol(1:D)S o83t &Edtol= 9ol nAsIAH Hdxd SHol=s
xylene& ©]&sto] detaS xﬂﬂ F 100, 90, 75, 50%9] ethanole A 3}
(hydration)& = 103](70 pm) 7+Feg2 ZZAH-S hematoxylin/eosin(H&E), luxol
fast-blue cresyl violet(LFBCV) T+ cresyl violet @528 o] 8-31o] ATt
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A2l ¥ Permount(Fisher scientific)& %S o]-&3te] AHEHOZ 1FH AT
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& 25 methanol/acetic acid(3:1)E ©]&3td $lo|A v Wyo=z
T (cardiac perfusion)& &3t ZA 1A A4S AAsHAth ¥ 222 setA
mf & Ao s AdEith dekd dHS ime] FAR A=2a dd
ZZA& poly-L-lysine(Sigma) 2.2 A &¥ &go|=9o] &9 F 37T 124]3F
ot Axslgct getd &glol=E xylened o] &3 A AAAL AR &
A7 2 FEAA AR E AR 24 Sgfo|== PBSE o83t AlHg v
2} A2 mouse calbindin D-28 monoclonal antibody(1:1500, Sigma)E ©]-83}]
Colld 12 AIZF &<t wig=E Aok Biotine] Z2%¥ anti-mouse IgG 22k A 2
HRP-conjugated extravidin 32} 34|(Sigma) *12] & DAB(Sigma)S ©]-&3}e] 2l
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oy, W
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o = b

4, EFolE AR Y

AE &elol=Z2 BeEn| 4 (Olympus BX61)E o]&3te] #Esigon #zd
olm|x]e] AlZL DPI12 digital camera(Olympus)®t OLYSIA(Olympus) digital

imaging softwareg ©]-&3}o] = ATt
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(Figures 1, 2).
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And wE AP YPold S g A0 AT

2. A4 B AR =do] vk &9 calbindin S22 4

A vpg2 Ay gk Fejsty 128 9ste] ANAE o]9lox Purkinje cell
] #AHectopia) & H.o]& cdf(cerebellar deficient folia, Park 5,2002) E¢wo] u}

H
29} Purkinje cell AFE EHE 71211 Y& ped(Fernadez 5, 2002) vF$-29] ¥
%

2 wAEAS HUAIREE ARSI Figure 20 YR ZIAE A SRl
o920 MR E foliation B, A¥9 A7), AHAEEY] X SolAM Fdrt
o x9o =93t P Ve Qe T8 HE AN EZ(granule cell layer) f%/‘éﬂr 217

2
AE] de FoAME GArpesste] 2olE Hd = gIlH. Calbindin
&5 o83t Purkinje cellE5 |4% § #FSAS W, =< Purkinje cell &
Purkinje cellZd] ZA)5t9om 927} W3lE Purkinje cell5& T A &kt
Purkinje cell&9] &4 3 FFAw AdH AASS o]§ste] SARo] vhe-29
B2 vlustas | AAvhe2Y A Ha 827H(n=3), EA™ o2
BT Hd 33 n=3)EAX M= HIEith o= 4 Purkinje cell®] HA A=
ek AL ofyuy B Ao AREH WA vle-2o) A= apoptosisell 93 Purkinje

_P_{

celld] 7R ZAE Y5 HYFT Cabindin® 2 G4¥ Purkinje cell $74=7]
o] T2 TS G2t JHeke-29) vladA Zo]7t 911 o ™ Purkinje cell S

Az 719 Aadd(swelling)oluf AFEBEY B3 BAEA] Fgkeh(Figures).
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Figure 1. Comparison of anatomical structures and myelination pattern in the brain
between tremor and wildtype mice. The horizontal sections of normal (A, B, C) and
tremor mutant (D, E, F) are stained by LFBCV. The degree and pattern of
myelination visualized by luxol fast blue staining showed no difference between
normal and tremor mutant mice in all regions of the brain observed. Abbreviations:
WT, wildtype; MUT, mutant; CAl, CAl field of the hippocampus; CAZ, CA2 field
of the hippocampus; CA3, CA3 field of the hippocampus; CB, cerebellum; cg,
cingulum; CPu, caudate putamen; D3v, dorsal 3rd ventricle; DG, dentate gyrus;
gce, genu of the corpus callosum; IC, internal capsule; MB, midbrain, LV, lateral
ventricle, MHb, medial habenular nucleus; SFo, subfornical organ; ST, stria

terminalis; vhe, ventral hippocampal commissure. Scale bar : 200 um.
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Figure 2. Comparison of cerebellar structures between tremor and mutant mice. The
cerebellar structure of wildtype (A, E), tremor (B, F) and pcd(D, H) mice was
compared by calbindin-D28 immunohistochemistry. The images in the right column
(E, F, G, H) are the enlarged views of the regions indicated by squares in the left
column (A, B, C, D), respectively. The lobule numbers of the normal cerebellum are
indicated in "A"”. There is no difference in the pattern of lobulation and the lamina
structure of the cerebella between wildtype (A, E) and tremor mutant mice(B, F).
Purkinje cell ectopia(C, G) and degeneration(D, H) observed f7Hm cdf and pecd
mice(purkinje cells are indicated by arrow heads), respectively, are not observed
from tremor mutant mice. Abbreviations: WT, wildtype: MUT, mutant: WM, white
matter: PCL, Purkinje cell layer : GCL, granule cell layer. Scale bar: 200 pm.
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Figure 3. Comparison of the morphology of Purkinje cell dendrites between wildtype
and tremor mutant mice. Purkinje cells are stained with the calbindin-D28 antibody
and counterstained with hematoxylin. There is no difference in the shape of purkinje
cell dendrites and the density of granule cell layer between wildtype (A) and tremor
mutant mice (B). Abbreviation: WT, wildtype: MUT, mutant, GCL, granule cell
layer; PCL, Purkinje cell layer. Scale bar: 200 pm.
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1. Pcd v}F$-2=

Purkinje cell degeneration(pcd) EdHo] vl¢-2e q&st Hoze 5 4
2 A4S Yehle 29 582 C57BR/cd] FFo14 Uehd AddA
o] upg-2olt} AMe] EAst= FEZH(major output) A7AMESQ Purkinje cell ©]
oA I AL A oprlEe 4lg AEeHA WA= Qe HA B
253 Aol 75 St Mullen 5, 1976). Ped vl A% 15-18Y A4
AAME Fgo] FAsH I HHHawkes 5, 2003). 35014 457 Atolol ozt
o] FEAZXFAl YelUH, Weh(reting) ¥ - (olfactory bulb)ollA] GA] A17A|
F9o] FHgo] YPHH, g3t 71 HARA AAE sete Abde] BaHg)

Th(Handel &, 1981). Ped PF9-229] T8 E-2 ALyo|A] ofF BastA Yehdth Ped
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tHHawkes, 2003).

HT ped EAHoO] v UJFAAZT positional cloning®l] &3l agtpbpl &2
8 % tHFernandez-Gonzalez 5, 2002). Agtpbpl ¢cDNA®] Z7|+= 3.6kb o)™ 115770
o] ofmto g Fgduo] Qltk(Soumare 5, 2000). H3F Agtpbple ATP/GTP

binding motif®} & nuclear binding motif X33+ zinc carboxypeptidase®} FAHSH &

facs
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%Q E}(Soumare S, 2000). HIE Agtpbpl fr 41}9} ped EAF Y FAAHL A
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Yeast two hybrid &4

A8 8l HEAEet= domaing TH Stedl 8% WHoltHFigure 4).
Yeast two hybrid®] ©]&22 HIZHL yeast®] GALA @Ay 78 transcription
activator”} binding domain(BD)¥} activation domain(AD)
ol&3t= ALRE GAL4 ©Hlde] BD9 AD= #3 #d gle o
oA I 7)eS 5HHOE HAt= Aol Song 5(1989)9] 2
yeast two hybrid #41-2 ©ulA7Io] Ao a8Agel o] &x o B
=3} tHCheng 5, 2003; Shluemd 5, 2003; Rothstein 5, 1994).
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Gal 1-T1a=

B

individual hybinds wish GALY dormalns

EaLd D&
Binding domain

Gal T-1acs

GALY activating raglon

GAL1-1acs

c

nteraction between hybids reconstinges GaLd achvik

_

LAz GAL1-1acd

Figure 4. Model of transcriptional activation by reconstitution of GAILA4 activity
(Song &, 1979) A. The native GAL4 protein contains both DNA-binding and
activating regions and induces GALIl-lacZ tanscription. B. Hybrid containing either
the DNA-binding domain (upper) or activating region (lower) is incapable of
inducing transcription. C. A protein—protein interaction between proteins X and Y

brings the GALA4 domains into close proximity and results in transcriptional activity.



1. Agtpbpl®] PCR =

PCR ®H&-982 50 ngel Agtpbpl plasmid DNAS} 04uMe] Zztel® 0.2 mMe
dANTP, 25 U9 pyrobest Taq polymorase(TaKala)E di3t@om & &2 50 ul
2 33T Ndell88-Sall3780 Zeto|E o83t SF-2 94TolA 32, HTollA 30x
59CAA 30%, 72TColA 382S 35 cycles £33 & mpxjeto g 72T oA 48 Zot
extention A& TPt oH, zetoln| Ndell865-Sall37802F Ndel1853-Sall3780 =
ZolmE o] &3 FE-E HUToA 3%, HUTAAN 0%, 59CIA 30z, 72TCoA 2%

S 35 cycles 333 & v o g 72T oA 48 59 extention HFS G354t
PCR 5% 4HE2 EtBr(ethidium bromide)o] X3H# 0.8% TAE agarose gelollA &
71%8E F UVHE Aol #ze At

2. PCR =% 2FE-9] pPCRscript—-Amp subcloning

ofs

PCR AHE& 0.8% TAE agarose gel= ©]-83}a 100 VoA 30&37F H719% 3
Atk @719 %Fo] ¥ 3 9 365 nm UVHEZ AolA 54 DNA W=E A3}
o AccuPrep™ gel purification kit(Bioneer)& ©]83te] A8t th AAE DNA
= pPCRscript-Amp Kkit(stratagene)S ARg3Fe] A2k Ate] AdHd o] wal PCR
253} pPCRscript-Amp vector?] ligatione A A8t T Ligation®] €14 DNA=
M Sodium acetate(pH5.2)9} isopropanolS H7}sk & 15000rpmol|A] 158 <t
HAE % 70% ETOH = AlHsld 5ule ddiH00 =3t I35 2uE
electroporation ¥HS ©]83te] DHIOB competent A|¥ W2 FAAIS A5t
At 37C AFEF7IANA 300rpme g2 AR Bt vl & X-GAL AH2E g

UJ
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ampicilline LB Z#]o]Ed]| platingdt 3 37T wj&E7]ol A 124]17F o] (overnight)
Hl} &= AT}

3. Miniprep

ZYolEd] FAH colonyZHE DNAZS F=317] 98] @Y colonyE 3mlY
ampicillin LB ¥} =]l HZF3}e] 37CoAA 12417k o] Zegu]<F skt wjfe] £t
AIE 15mlE 15000rpmel A 587 4] 2E]ste] wAE AASER, o710 20009
boilling lysis £4(8% sucrose, 05% TritonX-100, 50mM EDTA, 10mM Tris
Hel(pH8.0), 50mg/ml9] lysozymeS 7} & 100TCoA 50%27F A 3 15000 rpmell
A 583 A4 BEHEith A5ds 3ete] DNAS A £ 30ut ddH000 &3l
ZAth.

4. At A

Aas Ads sk Agtpbple] E714F 188-1853, 1865-3780, 188-3780= X3
&= pPCR script amp 89 4% 7247} 2ug9] DNAE AHE §1912n pGBKTT7Y
B DNAE 120 ngS AHE3IATE 20 UY Ndeld Sall AaLES H7ste] & wh-$
S-S A0uE 3t 37TAA 3413 B vl ST

5. pGBKT72.2 9] subcloning

ool DNA F2& 93t QIAGEN plasmid purification kit(QIAGEN) AR
€9tk pGBKT7% PCRscript ﬁiq DNAZ 7 ASEL Salld Ndel
(promega) 2 A3} T}, Xﬂd o] B & (0.8% TAE agarose gelol|A] A

N9FS Aol U o1&

st 4HlE DNAWIES FH 3 Az

lkl

Jo|l A #F F gel purification kit (Bioneer)<
d 39tk pGBKT7 #E DNAS} 747he] 4t
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Yeast two hybrid 23Z84d< 9&|AE binding domain(BD)& F&3t= bait
construct®} actibation domain(AD)S ¥3 s}= pray library®] #ZAdo] ZQsit) H
A= agtpbpl FHAE 0183 yeast two hybrid 22323 3 BD-domain bait
constructE:  AZst7] Y3 FFHATE ImageclonelZ2HE FUHEH ZTRu=
(ID:3175015) el Agtpbpl fr3AE WJZ'M Agas Ao o8] BD domain
W E Q] pGBKT7L.2 subcloning dt= AL F Z2F21|=2] molecular cloning site®l]
AT AFEL site7t LAISHA] Bob Tt &t olE dAsty] flaiA
agtpbpl F7#ke] Wik AgaA Ndel(CATATG)9} Sall(GTCGAC)S] <14 47
AEE F715F] agtpbpl FAAE WHAS T3 Ndeld} Sallez2 AHd pGBKT7TH
o Agtast A2 A717F 78 agtpbpl$ PCR 4H=2- subcloning 3= WHo| A
g5 Qith o] 3t subcloning A eke] 42302 A E 2 9] subcloning ¥ o] T L3
tHFigure 5).

WA agtpbpl A T AFEL AYS 918k Ndels Salle] <14 ¢7]
Aol 7k PCR Zejolw 7} YAkl HAtK(Table 1). 3%9] Zefolm 3 o]
23l agtpbpl F7IAE 188-1853S ¥&sl= 5 & T A7 E 1865-37802 X
el 37 % o, 7MY 188-3780S - 3sh= full-length cDNA ©@#HE©°] PCR
< o|&ste 77t FFo] HAFigure 6). PCR 229 A7]= {4 dFE A

ZYzy 16Kb, 1.9Kb ¥ 36Kb SHthFigure 7). PCRS 43% wj= PCRY] xé
S %0°]7] #18} proof reading 715= 7H= DNA THELE o838t HAJs}
om 1 A3 AAHE PCR AHEL blunt end FEIE 27 Eoh Blunt endE 71X
£ PCR 2Hz9] 2245 93t TA cloning®4]¢l o}d blunt end cloning 7%
AHEE AT} Blunt end cloning ¥ E 91 pPCRscript-Amp?l] subclone® DNA ©HE
cloning site®] Ndel ¥} sall A|gtaAo] QXA 7E HAF8HA HRAow pGBKT7 W
29 subcloingS 93+ &S] DNAE A7) 9ste] 50ml A=) ujx|ollA] HjF 3

_4
=

°

rlo
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e Heeolsz2 e Fet=v= DNAES FZE3%th 5% DNAE Ndel %
sall AlgtaAr=Z A & gel purification IS AXHA AA| = A cHFigures 8, 9).
BD construct 735 % vpA @AY 229 95t pGBKT7 #HHl| A
2 agtpbpl DNA 9HS ddtet=t] AMSIAE L AdFase] Ndel# Sall Al
FairT Aol JA T pGBKT7H agtpbpl G714 € 188-18538 X &sl= 5" &
GH A7IME 1865-3780S EFste 3% ©H, 9VIME 188-3780= E S
full-length cDNA ©HES 0]-83} ligationg 33t Ligation AH&S kanamycin
o] ¥3t7 LB Zdo]E) plating$ kanamycin AZAHS 71AH X-gal &dS YEl
WA &2 positive colonyEs st olE FEYUES #idate] sigd vtel ot

o

O

X Fgtzrl=5 FEoATh pGBKT7HEC Ad€ DNASC] ow=dtgld
agtpbpl DNA ©HAIA|E &215}7] 935} positive colony EZFEH FEH Zek=n|

E DNAES Ndel# Sall 842 A Adste] A7|95S AASHA Y. Figure 109
Uehd 2149 Ndel3# Sall 2 AdatdS 735 7.3 kb #HE S 37H9] Agtpbpl &
Aol | Fgsl= DNA ©HE0] Yeltom 1 A7} yeast two hybrid 232dS 9]
& bait construct7} BAHORE WEOl HFES AT S UATh I A7
constructE2 yeast two hybrid =389 I Tidz AZE 7] wjFo
construct | H71M LG9 Aol thgk HAol dasith o]F fstq Y ¢85

H bait constuctell tigt F7IME A4S AAEEoH A E Agtpbpl BHEY ¢
714 gol ool §leS sty ¢ ® BD/bait construct®] F29 pGBKT79]
T27} Figurellel YepAT

H|E yeast two hybrid &4 #}4o] e o] Eoj7te /élz‘ﬂo]ﬂ% ShA| Rt
yeast two hybrid screening 574 Tl Ay} A9 AYslel vk A G285
ste HA|9 @A SS WEste wle8EFQ AR7Melth & dFolA A=
Agtbpl®] BD/bait construct F=3+ 59 EAZQ yeast two hybrid screening A3
S B34 ped EAWHO] vh-29) HAX APE7IAY B-ES A2e ads

ket T83 982 € ¢ e Aow AddEn

j=|

T

i

il
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A. Imageclone ID: 3157015 D. Restriction digest with Ndel and Sall

Aptphpl
":!. -'.'-"x
I
PPCH Sriph fmp
B. PCR with Ndel and Sall primers E. Subcloning into pGBKT7
Hdel Sdll

Ndel, Sall site w
| Agtobp! | & 1

C. Subcloning into pPCR script

IFI’J’.\‘

Figure 5. The subclong strategy of Agtpbpl fragments into the pGBKT7 plasmid. A.
Agtpbpl cDNA was obtained from imageclone. B. Agtpbpl  amplification by PCR
with Ndel and Sall primers. C: Three different fragments of Agtpbpl were
subcloned into pPCRScript-Amp vector. D. Double digestions of product(C) and
pGBKT7 vector with restriction Ndel and Sall. E. Three different fragments of
Agtpbpl were subcloned into pGBKTY.
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Ibp=s Tk i By Aldy

| | Arobolgene | | |
M A5 S0 1218

t I f
Product] (nt188—1853, 1_6kb) Product? {nt 18653780, 1,%h)

{ ]

Product3 (nt ] B8-3Ta0. 3.6b)

Figure 6. The strategy of Agtpbpl amplification by PCR. Three different pairs of
primers were used for amplifying different region of Agtptpl. Numbers above and
below the rectangle indicate the position of nucletides and amino acids in Agtpbpl

cDNA, respectively. nt = nucleotide.

Table 1, Primers ised for amplifving Abipbo] gene

Primer name Primes sequence(5'-3) Armine acid position
Ndel 188 CATATG-AGAATTTCATCCCATTCGC 31
sall 1853 GTCGAC-TACAACACAGCTTCCCAAGA 55
Ndel 1855 CATATG-ACGRAAGATGAC GAAGACAC 580
Sall 3780 GTCGAC-GGECAATTAACAARGATGE 1188
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1. fikb

Figure 7. The image of an agarose gel showing PCR amplification of Agtpbpl using
three different pairs of primers according to Agtpbpl gene sequence. In lane 1,
primers Ndell88-Sall3780 were used. In lanes 2 and 3, primer pairs
Ndel1865-Sall3780 and Nell88-Salll853 were used, respectively. The PCR proudcts
were run on a 0.8% agarose gel. In lane 1, 2 and 3, the sizes of amplified products

are 3.6kb, 1.9kb and 1.6kb, respectively. 1kb = 1kb size marker (Invitrogen)

+=— | Gkb

Figure 8. Restriction analysis of the pPCRscript-Amp SK(+)-Agtpbpl plasmids
containing three different inserts after double enzymatic digestion with Ndel and
Sall. Lane 1 was the result of enzyme digestion of the plasmid containing the PCR
prodcut Ndel188-Sall1853, lane 2 for the PCR product Ndell865-Sall3780 and lane
3 for the PCR product Ndell88-Sall3780, respectively. 1kb = 1kb size marker
(Invitrogen)

_27_



4 kb

2 kb
1.6kb

Figure 9. The result of gel purification of Ndel and Sall digested Agtpbpl inserts
from three different plasmids. Lane 1 shows the gel purified insert from the
Ndell88- Sall3780 plasmid, lane 2 shows the result from the Ndell88-Sall1853
plasmid and lane 3 shows the result from the Ndell865-Sall3780 plasmid. 1kb =

1kb size marker (Invitrogen)

Tk Cut Uncut

i il Tkl

Wescior
I.6b
In=ert o \ector
< Inseart
1.6k
Wartor
= | . fkh
In=ert

Figure 10. Enzyme Sall and Ndel digested purification two DNA ligated into
pGBKTY7. The size of vector are 7.3kb, In the above figure are Ndell83-Sall1&853(1),
Ndel1865-Sall3780(2) and Ndell188-Sall3780(3), and the size of digestioned inserts are
1.6kb(1), 1.9Kb(2) and 3.6Kb(3) respectively. 1kb = 1kb size marker(Invitrogen)
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Agtpbpl Agpbp|
Nuclantice -7 Nuckatida 1165- 3760 m@ﬂﬂqm
N N Sall .
pGBEETTIEE-35780 pGRET 7883700 pLGBRTTIEG-3TE0
10, 5k 9% & Skh
M |

a c-Mye epitope tag

Figure 11. Structure of BD/ baits constructs and pGBKT7 vector. A. Agtpbpl fragment
was Inserted into Ndel and Sall sites. B. The pGBKT7 vector consisted of DNA-BD
domain, T7 promoter and c-Myc epitope tag.
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