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1. Cap Site cDNA®
25ng  poly(A)*RNA
2. 1RC Primer(10jaM)
Cap Site cDNA®
3.  2RC Primer(10jaM)
Cap Site cDNA®
4. Control Primer1(10jaM)

rOligo

rOligo

5. Control Primer2(10jaM)

© 1RC Primer

5 CAAGGTACGCCACAGCGTATG
o 2RC Primer

5  GTACGCCACAGCGTATGATGC

Control Primer1,Control Primer2

10l

100l

100l

10l

10l

«@

1Oligo

( CapSitecDNA® |

3 [ CAACGCAATGTTCCATGCGGTGTCGCATACTACGCATT

|5

1RC Primer |5~ CAAGGTACGCCACAGCGTA’K>

2RC Primer [ 5- GTACGCCACAGCGTATGATG(>

primers for CapSite® Hunting
[ ]

m Control Prirer]
w Control Primer2

2 Cap Site cDNA®

20
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Cap Site cDNA®

CapSite® Hunting

TGP-Sense

1. Cap Site cDNA® CapSite® Hunting
(CapSite®Hunting )
1 Cap Site cDNA® CapSite® Hunting
Cap Site cDNA® mRNA 5 (rOligo)
cDNA mRNA 5
mRNA &% mRNA &
Cap Site PCR(CS-PCR)
CS-PCR 500bp
Cap Site cDNA® CapSite® Hunting
nested PCR 1st PCR -
1st PCR
PCR
(T6PL  TGP2)
6 nested PCR
GC
Cap Site CapSite® Hunting
rOligo (1RC 2RC)

PCR (TGP)

CS-PCR “hot start” 6 8
Cap Site cDNA® Cap Site® Hunting 3

TGP2

nested

500bp

2)
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[ Cap Site cDNA® ]
rOligo

Cap Site

3 | |

1RC Primer( )
5, I:>37

2RC Primer( ) TGP-Sense TGP2
5 EEED Y 5|’|:>3’ 35
| A
3 CapSite® Hunting
1RC Primer, 2RC Primer :
Cap Site cDNA®  rOligo
TGP1, TGP2:
(target-gene specific primer)
TGP-Sense :
(target-gene specific primer) nested PCR
nested PCR 4
A B
v
4 3A B
(TGP)
o 20~22hp
o Tm 62~66
o 3
6

nested PCR
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3 CS-PCR
PCR Gene TagNT
PCR
PCR
1st PCR
95 5
1
9% 20
60 20 35
72 20
1
72 5
nested PCR
95 5
1
9% 20
60 20 25
72 20
1
72 5
9% “hot start”
6 8
2. Cap Site cDNA® CapSite® Hunting
1
o Cap Site cDNA®
© 1RC Primer
Cap Site cDNA® rOligo 1st
PCR
o 2RC Primer
Cap Site cDNA® rOligo nested

PCR
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o DNA
Gene TagNT Gene TagNT
PCR
o PCR
Gene 7agNT 10><Gene 7aq Universal Buffer
o dNTP
Gene TagNT dNTP Mixture(2.5mM each)
© 0.2ml thin-wall PCR
0.5ml PCR
o 50%
PCR
o (target-gene specific primer : TGP)
CapSite® Hunting nested PCR
2 Cap Site
2
(@)
( )
o TE (pH8.0)
10mM Tris-HCI(pH8.0),imM EDTA d.d H20
2
CapSite® Hunting (target-gene specific primer : TGP)
PCR 500bp 300~500bp 1st PCR  nested
PCR 2 20~22 Tm 6266 (Tm
Tm  4<(G+CH2><(A+T) ) 3 G C
6
10pM
260
(M) ><100
20mer wm 145 145 20><100 72.5(uM)
3
Cap Site cDNA®1pl  TE d.d H:0 91 10 20

10 Cap Site cDNA®
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1st PCR
0.2ml thin-wall
1 2. 3 4
(CS-PCR) (control) (control) (control)
Cap Site cDNA® 1.0 i 1.0 i 1.0 i 1.0 i
10>=<Gene Taq Universal Buffer 5.0 5.0 5.0 5.0
2.5mM dNTP Mixture 4.0 40 4.0 40
50%Glycerol 5.0 5.0 5.0 50
1RC Primer(10pM) 2.5 2.5
TGP110pM) 25 25
TGP2(10M) 25
Control Primer1(10jM) 2.5
d.dH0 29.5 32.0 32.0 29.5
Gene ThgNT (5units/l) 05 05 05 05
500 pl 500 Wl 500 pil 500 il
Gene TagNT
1 Cap Site
2 3 1 )
4
PCR
9 5
1
95 20
60 20
72 20
1
72 5
PCR Gene 7agNT Perkin-Elmer DNA Thermal Cycler2400
DNA
PCR
PCR “hot start”
6 8
5~10pl
2 3 1
4 (nested PCR
)
1 PCR
nested PCR

nested PCR
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nested PCR
0.2ml thin-wall PCR 1 4 PCR 1/50~1/100
1’ )
(CS'PCR) (control)
1st PCR 05~10 il 0.5~1.0
10><Gene 7aq Universal Buffer 50 50
2.5mM dNTP Mixture 4.0 4.0
50%Glycerol 50 5.0
2RC Primer(10jM) 25 25
TGP2(10paM) 2.5
Control Primer2(10juM) 2.5
d.dH0 30.0~29.5 30.0~29.5
Gene ThgNT (Gunits/jl) 05 05
50.0 pil 50.0 pi
T Cap Site 4
( )
PCR
95 5
1
95 20
60 20 25
72 20
1
72 5
5~10p1l 1 PCR
( Appendix 2 Appendix 3 )
4 Control Primer CapSite® Hunting
Control Primer CapSite® Hunting
PCR 6 3)
lane 2 Control Primer2 rOligo 2RC Primer
PCR( 7 4 ) lane 3
Control Primer2
Control Primer-Sense PCR Lane 3 Lane 2

nested



Human Testis

Mouse Testis

Rat Brain

Chicken Skeletal Muscle
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rOligo

Cap Site

3 |

sttt e e bbb e e e e e e e e e e >
ey ISY
B e

I B M I I ]

1RC Primer( )
3 Control Primer-

2RC Primer( )

e g

Control Primer1( )

Control Primer2

3n‘|||| 5

Y ¥ 5 Y S s @y
| lane 3
| lane 2
5
Human Testis Mouse Testis
1 2 3 1 2 3
380bp <€ 360bp
280bp < 280bp
Rat Brain Chicken Skeletal Muscle
1 2 3
< 320bp
460b < 190b
390bp P

lanel Markerd (PX174/Hae )
lane2 2RC Primer

3% Agarose 21
PCR 10 G

Control Primer2
lane3 Control PrimerSense  Control Primer?2

nested PCR
PCR

-10-
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5
PCR
PCR
TGP
DNA
DNA
dNTP
1 PCR
Cap Site cDNA® ( )
TGP (1A260=33 4 )
Cap Site cDNA® 10~100
PCR
TGP
DNA
DNA
Appendix
1. rOligo
rOligo PCR
1) ¢cDNA
cDNA RAPD(Random
Amplified Polymorphic DNA) 10mer
450 10mer
GC 50%
3 G C
2

450

-11-
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2) T4 RNA 5 3
3 RNA TAP mRNA
3) nested PCR
3
2.
CapSite® Hunting DNA
DNA
1mM Agarose21
DNA DNA
Agarose21 DNA(0.01~1.0kbp) DNA PCR
1) 3% Agarose2l  1mM 1=<TAE
2) 1mM 1=<TAE PCR
3) SYBR® Green ( 1=<TAE 10,000 )
10
4) (UV) DNA
PCR
10pl  TE
1~3pl PCR nested PCR
5) DNA
3.PCR
PCR
PCR - ? PCR
DNA T4
DNA 3-5
Cap Site cDNA® rOligo Cap Site

-12-
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Q&A
Q1  Cap Site cDNA®
Al Cap Site cDNA® mRNA 5
5 cDNA
Cap Site cDNA® c¢cDNA
RNA cDNA
cDNA
DNA DNA
Q2  Cap Site cDNA®
A2 mRNA 5 (m’Gppp)
(TAP) ( )
RNA 5
( ) 5'
RNA
M-MLV cDNA
) CDNA
Q3  Cap Site cDNA®
A3
Cap Site cDNA®
Q4  Cap Site cDNA®
A4 5 1 Cap Site cDNA®
2 rOligo (

CapSite® Hunting

cDNA mRNA
TAP
5'

(p.2  1Cap Site cDNA®

S1
Cap Site cDNA®
5'RACE

Cap Site
4 PCR 4

1RC,2RC Primer)

(target-gene specific primer:TGP)

2

.13.
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(Control Primer1,2)

Taq DNA Polymerase
Gene Tag NT PCR
Cap Site cDNA® 1 (10pD
1RC Primer 1 (100D
2RC Primer 1 (100D
Control Primerl 1 (10D
Control Primer2 1 (10l
Q5 Cap Site cDNA®
A5 (TGP1,2)
rOligo (1RC,2RC Primer) PCR PCR
Taqg DNA Polymerase
Gene Tag NT PCR (p.4 3 CapSite® Hunting
)
Q6 Gene Tag NT
A6 Gene 7ag NT Cap Site cDNA®
Gene Taq NT
PCR Gene TagNT
Q7 Cap Site cDNA® PCR
A7 Cap Site cDNA® 10 100 PCR
Q8 Cap Site
A8 (1) 500bp

B- 1kb

.14.
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500bp (TGP1,2)

5RACE
5 (TGP1,2)

2 500bp

Cap Site cDNA® 10
100~1000
(TGP1,2)
Cap Site cDNA® CapSite® Hunting nested PCR
1st PCR
CapSite® Hunting  1st PCR

2 6
nested PCR
GC Cap Site
Cap Site® Hunting
(TGP1,2)
(TGP1,2)
PCR
Gene Tag NT
PCR
500bp PCR

(TGP1,2)

.15.
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Cap Site cDNA®

Cap Site cDNA® Human Brain

Cap Site cDNA® Human Heart

Cap Site cDNA® Human HeLa Cell
Cap Site cDNA® Human Hippocampus
Cap Site cDNA® Human Kidney

Cap Site cDNA® Human Liver

Cap Site cDNA® Human Placenta

Cap Site cDNA® Human Spleen

Cap Site cDNA® Human Testis

Cap Site cDNA® Human Thymus

Cap Site cDNA® Mouse Brain

Cap Site cDNA®,Mouse Embryo(16days)
Cap Site cDNA® Mouse Heart

Cap Site cDNA® Mouse Intestine

Cap Site cDNA® Mouse Kidney

Cap Site cDNA® Mouse Liver

Cap Site cDNA® Mouse Lung

Cap Site cDNA® Mouse Spleen

Cap Site cDNA® Mouse Testis

Cap Site cDNA® Mouse Thymus

Cap Site cDNA® Rat Brain

Cap Site cDNA® Rat Embryo(18days)
Cap Site cDNA® Rat Heart

Cap Site cDNA® Rat Kidney

Cap Site cDNA® Rat Liver

Cap Site cDNA® Rat Lung

Cap Site cDNA® Rat Ovary

Cap Site cDNA® Rat Pancreas

Cap Site cDNA® Rat Skeletal Muscle
Cap Site cDNA® Rat Small Intestine

Cap Site cDNA® Rat Spleen

Cap Site cDNA® Rat Stomach

Cap Site cDNA® Rat Testis

Cap Site cDNA® Rat Thymus

.17.

Code No0.311-03581
Code No0.312-03631
Code No0.310-03931
Code No0.319-03641
Code No0.313-03661
Code No0.318-03591
Code No0.310-03431
Code No0.310-03671
Code No0.317-03441
Code No0.317-03681

Code No0.314-03691
Code No0.315-03741
Code No0.317-03701
Code No0.311-03601
Code No0.314-03451
Code No0.318-03611
Code No0.315-03621
Code No0.314-03571
Code No0.311-03461
Code No0.316-03651

Code No0.314-03711
Code No0.312-03751
Code No0.315-03861
Code No0.319-03761
Code No0.316-03771
Code No0.310-03791
Code No0.313-03801
Code No0.310-03811
Code No0.317-03821
Code No0.314-03831
Code No0.311-03721
Code No0.311-03841
Code No0.313-03781
Code No0.318-03731

90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000

90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000

90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
90,000
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Cap Site cDNA® ( )
Cap Site cDNA®,Chicken Embryo(5days) Code No0.312-03871 90,000
Cap Site cDNA®,Chicken Heart Code No0.319-03881 90,000
Cap Site cDNA®,Chicken Lung Code No0.316-03891 90,000
Cap Site cDNA®,Chicken Pancreas Code No0.319-03901 90,000
Cap Site cDNA®,Chicken Skeletal Muscle  Code No.316-03911 90,000
Cap Site cDNA®,Chicken Spleen Code No0.313-03921 90,000
Cap Site cDNA® Rice Shoot(L16D8) Code No0.318-03471 90,000
Cap Site cDNA® Rice Shoot(Dark) Code No.315-03481 90,000

Cap Site cDNA®, Arabidopsis thaliana Columbia(Leaf)

Code No0.314-03951 90,000
Cap Site cDNA®IT ( )

Cap Site cDNA®JT,Human Brain Code No0.317-04041 90,000
Cap Site cDNA®JT,Human Heart Code No.314-04051 90,000
Cap Site cDNA®dT,Human Hippocampus Code No0.311-04061 90,000
Cap Site cDNA®JT,Human Liver Code No0.318-04071 90,000
Cap Site cDNA®JT,Human Adipose Code No0.318-04191 90,000
Cap Site cDNA®JT,Human Lung Code No0.319-04241 90,000
Cap Site cDNA®dT,Human Skeletal Muscle Code No0.312-04231 90,000
Cap Site cDNA®dT,Mouse Brain Code No0.315-04081 90,000
Cap Site cDNA®dT,Mouse Heart Code No.312-04091 90,000
Cap Site cDNA®IT,Mouse Kidney Code No0.315-04101 90,000
Cap Site cDNA®dT,Mouse Liver Code No0.312-04111 90,000
Cap Site cDNA®dT,Mouse Testist Code No.312-04121 90,000
Cap Site cDNA®JT,Rat Brain Code No0.316-04131 90,000
Cap Site cDNA®JT,Rat Liver Code No0.313-04141 90,000
Gene 7ag NT(ANTP Mixture ) Code No0.318-03231 250units 22,500

Code No0.314-03233 250units><4 79,000

.18.



50=<TAE

Loading Buffer

Agarose21

TE(pHS.0)

Distilled Water,Deionized,Sterile

(d.dH:20)

Cap Site cDNA®

mPCR
™

F.Hoffmann La Roche
PCR

Human,Mouse,Rat,Chicken 020410

Code No0.313-90035 500ml 9,000
Code No0.313-90111 10ml 2,000
Code No0.315-03241 3g>=<25( )44,000
Code No0.313-03242 25g( ) 16,000
Code No0.316-90025 500ml 9,000
Code No0.318-90105 500ml 9,000
F.Hoffmann La Roche
930-0834 1-8-7

.19.

TEL (076)451-6548
FAX (076)451-6547

E-mail info@nippongene.ip




