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IA B B4 (NT$) |2
Plasmid 200 A 50 ng
E. coli 200 FEAE Y E. colisZ plate culture
Yeast strain 200 FE AR 64 B2 B A s plate culture
Cell line 1,000 3 — 1B frozen vial, =10° cells
primary culture 18 4
FIF B 4 40 8] SLER AR AR RS 0 O] LA A B o A AR DU i
iR ez & (primary culture) > &.3% R E 4 & 3%
a2 I & 4 i (epithelial cells) LA R #/R 4= i ’
(stem/progenitor cells)
stable cell line Development (single gene)
#& i plasmid = =
#E i cell 3 &
stable cell pool I I
EFEE ~4 ~4
f5its (NT$) 12,000 12,000
AR TRY ST ARG kR ¢ (1) 293 cells

(2) Hela cells

(3) COS-1 cells
%4 (plasmid) #h4t

.. - Maxi .
mini midi endotoxin free CsClI banding

3 AR A 2-3 mL 200 mL 200 mL 500 mL
H A6 Ko =20 kb =20kb =20kb =20kb
WA E G 10-25 ug | 200-400 ug 200-400 ug |1000-2000 ug
RREAER | x z z z
IR 4~5 4~5 4~5 8~10
F#% (NTS$) 150 1,000 2,800 5,000
GST-#vHis-ah 4% & H 69 & R L4/t
(R4 2% i Tag #9plasmid)
ERES BL21 BL21
3 AR 200 ml 400 ml
A E § 50~500 ug 100~1000 ug
TR 10~15 10~15
B4 (NT$) 2,000 3,500
TR R AR O T BT AENTS300 T




&A% (cloning ; insert DNA =3kb )

#PCRH ¥ » | ##RT-PCRFE4 »
WEBEPF |BEBE P F K| TAcloning subcloning
K #hVector Vector

F P AR 2 2 2 =
primers
7R < < 7 %
IAER 15~25 15~30 10~15 10~15
4 (NT$) 3,000 4,000 1,500 1,500

S B AW3kb 0 1B A% 53K -

4o R AR PSR H tvectorsE B ik o

4o R A& K F 0% A titemplate (DNAKRNA) » 53k -
5 A % # variants * 73 °

K :ETprimers * {44 NT$12 per mer ©

TR — R FAE RS E I R BT A ENTS300 T -

Baculovirus expression system
cloning #PCRFE 4 » #4% [#¢RT-PCRE 45 -
#|Baculovirus #% 3 $|Baculovirus
Transfer Vector Transfer Vector
Transfection & e
plaque assay & e
BEE B8 R B < T
FAEMOI s e
ERIF
[F 5% (NTS) 30,000 31,000
itk el < 7
IEXR
(& 4% (NTS) 40,000 41,000
Baculovirus Transfer Vector: pAcHLT-A, -B, -C
pAcG2T
pVL1392/1393
AR — RAD R HE AR T 69 F BV T K B NT$20,000 T

Yeast two hybrid screening:
1) Test bait for self-activation and toxicity
2) Yeast two hybrid screen (3-fold coverage of library) including
nutrition selection and LacZ testing

3) Isolation and sequencing of positive clones (pick 50 clones)

number of positives characterized B4& (NTS$)
no positive 40,000
1-10 positive 60,000
11-20 positive 70,000
21-35 positive 80,000

4) Individual retesting of up to 8 bait and prey interactions
5) NT$500/ addition clone




B Al A 0 483 H AYyeast two-hybrid Libraries ©
Human Fetal Kidney Matchmaker™ cDNA Library
Human Fetal Liver Matchmaker™ cDNA Library
Human Lymphocyte Matchmaker™ cDNA Library
Human Pancreas Matchmaker™ cDNA Library
Human Ovary Matchmaker™ cDNA Library
Mouse Liver Matchmaker™ cDNA Library

Mouse Testis Matchmaker™ cDNA Library
Mouse Kidney Matchmaker™ cDNA Library
Mouse Embryonic Matchmaker™ cDNA Library
Human spleen Matchmaker™ cDNA Library
Human thymus Matchmaker'™ cDNA Library
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