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Keratin 19 ¢cDNA RT-PCR Keratin 19 m RN A
PAGE- : i ,
, 10°ug RNA,
103 1 ;
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R 730.49
" RT PCR ;
, RT-PCR (mRNA),
t, Keratin 19
[2.31, 100%""
A, RTPCR RNA Keratin 19 mR-
NA, Keratin 19 ¢cDNA
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2 : RT -PCR - 311-

: Bactin [ 2], Keratin 19 cDNA
[2] DNASIS ,
AF 5-TCATCACCATTGGCAATGAG-Z
AR 5-CACTGTGTTGGCGTACAGGT-3
KF1 5-AGGTGGATTCCGCTCCGGGCA 3’
KR1 5-GAGGACCTTGGAGGCAGACA-3'
KF2 5-CTGGCCTTGGAAGACACACTG-3'
KR2 5-ATCTTCCTGT CCCT CGAGCAG-3'

,AF+ AR 154 bp, KF1+ KR1 494 bp ,
KF2+ KR2 215 bp.
1.2 RNA
Chomezynski 13l RNA.
1.3
“AMY
1.4 PCR PCR
Bactin Keratin 19 : 20 uL 1 uL 2.0
mmol/L MgCl2 100 pmol/ L. ANTPs 12.5 pmol (AF+ AR KFl1+ KR1) 1lu
Taq , 95 5 min PCR , 94 I min 60 1 min 72 1
min, 40 , 712 5 min; Keratin 19 :20 pL 2 uL
25 pmol (KF2+ KR2),
PACE-
1.5 PAGE-
0.6 mm, 1 10uL, 150 200V 1h
[7]
2
2.1 PCR
2 mmol/ L. MgCl2 , PCR PAGE-
I; 60 . 60 ., PCR
M gClz, PAGE- 2; MgCl2 1.5 2.0 mmol/L
. , 60 2.0 mmol/L MgCl2 PCR
2.2 RT-PCR
2 Keratin 19 Bactin M GC80-3 HL-
60 RNA PCR R Keratin 19 -
actin 2 uL ,  PAGE- . : Ker-

atin 19 Bactin , Bractin )
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(a) (b)
1 (a)  MgCly(b) Keratin 19 RT-PCR
Ma: pBR322/Hae marker
Fig. 1 Effect of annealing temperature( a) and MgCl, conentration(b) on RT-PCR
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2 RT-PCR

Ma:pBR322/Hae marker
1:MGC803; 2,3: ;0 4,5: ; 6: HLL.-60;7, 8: : 9, 10:
Fig.2 Amplification specificity of RT-PCR

2.3 RT-PCR

M GC80-3 (1ug/ul) 10 1 ul, HL-60
1 uL( 0. 1 ug RNA) , Keratin 19 Bactin
PCR , PAGE- , 3 10" ° ugRNA.
10 ug™° MGC80-3 RNA 1 MGC803 . 0.1 g HL-60RNA
10°  HL-60 \ 10° 1 .
2.4 RTPCR
Keratin 19 Bactin (
L1200 ( .9 ) RT PCR .

Keratin 19 s PBractin s
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Studies on the Method for Detecting Gastric Cancer

Micrometastases in Axillary Lymph Nodes by
Nest RTPCR and Silver Staining

Chen Ruichuan' Chen Luyun® Qiao Y uhuan’
Qiu Datai’ Yang Shanmin' Wang Deyao’
('Cancer Res. Center of Xiamen Univ., Xiamen 361005, 2Dept- of Biol., Xiamen Univ.,
Xiamen 361005, Dept. of Med. of Fujian Med. Univ.. Fuzhou 350004)

Abstract Keratin 19 is one of cytokeratin genes which is expressed in gastric tis—
sue and gastric carcinoma, but unexpresed in lymph tissue. With this defferent expression
pattern, the gastric cancer micrometases in gastric axillary lymph nodes can be estimated by
RT PCR method for detecting the Keratin 19 mRNA in total RNA from the nodes. De-
scribed here is a RT PCR system for detecting Keratin 19 mRN A with nest primers and a
PAGE-silver staining method for showing amplification products. The test results showed
that this system possessed a good specificity and high sensitivity of detecting 10 6ug RN A or
one gastric cancer cell from 10° lymph cells. The detection results with RT PCR performed
on clinical gastric axillary lymph nodes were correspond to the results of pathological exami—

nation, which suggested a good application prospects in clinical.

Key Words Gastric cancer metastases, Keratin 19, RT PCR, Silver staining



