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Fig.1 The three major metabolic pathways of choline

2.1 BMBLUVEBDIER

EBREIY)IX 10-12 B, K 20 g AL OMEME BALB/c v A (HARZ V7)) ZHW -, JEE
#IMIE BALB/c ~ 7 ARSI T CHEAHER L TV D~ 7 AL Renca (Dr.R.H. Wiltrout X
DEH) AL, *o 7 X — ViRl CAMEM AR L, B TIZ Renca Mifd% 5X10°
MRE/0. 04ml AR L, MEEFET AVAIERL LT, BAff: 14 B3 X0 25 H BIZNES; (Renca )
FREH L, LT OFEERIEM L,
2.2 Total RNA DFASY

Renca I35 J U Renca Mlifld 2 B4l L 72~ w7 X O & TR, ALLEL O B figids 1 Ol 80-100
mg {Z%f L T total RNA fliHsF > ~ ( RNeasy, Qiagen) &\ T total RNA Z#H7-,
2.3 RT-PCR

PCR ® 7 7 A ~ — %, Choline Kinase (CK) TIXFWNHSS W o@HmbLickv, 5-
ACTGGAGCAGTTTATCCC-3 (&> R) I LN 5 ~ACCAAGCTTCCTCTTCTG-3 (7 > F k> R) & i,
CTP:phosphocholine cytidylyltransferase(CCT) @ 7 < A <~ — %, Rat liver mRNA CCT &
position 125-829 T — ¥t 4 % fH # , 5 -AGCGGCCTGTGAGAGTTTAT-3 (& > A ) 5-
ACCTTTTCCCTCTTTCAGCA-3 (7 > F &> RA) ZH\\ iz, CK BLU CCT OEESND PCR EWI
FIEI T5Tbp & T04bp TH B, PCR Dz b —L & L THVZ Glyceraldehyde—3—phosphate
dehydrogenase (G3PDH) @ 7 A ~ — %, 5 -ACCACAGTCCATGCCATCAC-3 (& > A ) & 5-
TCCACCACCCTGTTGCTGTA-3 (7 > F k> R) L L7z, ZhIZk-oTHLND PCR FEHIT 450bp T
5. Revese transcriptase (RT) fialE 1 g d total RNA, Moloney murine leukemia virus reverse
transcriptase (SuperScript +RT, GIBCO/BRL) Z&de 28 1 ORIGIKHT, 42°C, 50 43R
#4777, PCRIZ cDNA RT JZJSIR) 21 1 &£ 0.2 MOF T A ~—, 200 M ® deoxynucleotides—
5 - triphosphate, 383XV 1. 5 mMMgCl, Z&Te 25 1 DN TIT o272, V—~ /%A 27 T —(Gene
Amp PCR System 9700, Applied Biosystems) D5f:1%, 95°C, 5 /rMIEAVEM: L7, 95°C % 30
PR, 55°C & 30 [, BLONT2°C, 1 & 1A 7 e LT, 30 A4 7 39T L, Iefkic 72°C
DBNRERIGZ T o7, o PR EW 1 1 &2 1%7 Au—AF M TEKKEI L-#%, —
FUULTavA RTYRE L TR 21T 72,
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2.4 cDNA Northern blot

10 g total RNA 2.2M /MOPS PH7.0 1
(Hybond-N Amersham)
uv CK CCT cDNA RT-PCR pGEM-T
Easy Vector (Promega) BigDye Terminator(Applied
Biosystems) (ABI PRISM 377 DNA Segencer) DNA
[a -3?P]deoxycytidine-5 -triphosphate(Redivue, Amersham)
Rediprime DNA Labelling System Amersham Sephadex G-50
(Pharmacia) RI
ExpressHyb Clonetech
CDNA 10°cpm/ml 68°C 1
2x SSC 0.1x SSC(1% SDS ) 68%C
X Hyperfilm MP Amersham
-80°C 2 MRNA Imarge Gauge(Fujifilm)
3
3.1 Rexma
14 24 4.29 5.3g
3.2 PCR CK CCT mANA
total RNA(1u0) RT-PCR (Fig.2)
CK: 757 bp CCT: 704 bp
CK CCT
G3PDH
3.3 Nattenh bk CK CCT mANA
RT-PCR

704 bp

M: DNA size marker

lane 1: normal kidney ( control)
lane 2: normal liver (control)
lane 3: Renca tumor (25 days)
lane 4: kidney (Non-tumor)
lane 5: liver (Non-tumor)
cancer tissues: Renca tumor
normal tissues of control mouse: Control
normal tissues of implanted Renca: Non-tumor

Fig.2 Expression of CK and CCTmRNA by RT-PCR
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CCT cDNA CK mRNA 98 CCTmRNA 99
Fig.3 Fig.4 northern blot
25 total RNA 10ug
Renca (25 ) CK mRNA 3
Fig.3 14 1.4 cCT
(Fig.4)

-q14Kb

(A) ethidium bromide stained gel, (B) autoradiogram
lane 1: normal kidney (control) G3PDH

lane 2: Renca tumor (14 days) SHE TR
lane 3: Renca tumor (25 days) : . ]
10pg of total RNA/ lane 1 2
Positions of 28S and 18S indicated ribosomal RNA.

As a control, filter was hybridized with G3PDH cDNA probe.

. «1.4Kb

Fig.3 Northern blot analysis of CK mRNA in renal cancer

‘; . ! -~ 4.0KDb

1 2 3

(A) ethidium bromide stained gel, (B) autoradiogram G3PDH

lane 1: normal kidney (control) = :
lane 2: Renca tumor (14 days) ' ' -q1.4Kb
lane 3: Renca tumor (25 days)

1 2 3

10ug of total RNA/ lane
Positions 28S and 18S indicated ribosomal RNA.
As a control, filter was hybridized with G3PDH cDNA probe.

Fig.4 Northern blot analysis of CCT mRNA in renal cancer

BALB/c
granular cell subtype 1219 [*c]

Renca
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