£ OO0 http://www.cqvip.com|

Wk Hom BEREMKFER Vol23 No.2
1998 ACTA UNIVERSITATIS SCIENTIAE MEDICINAE CHONGQING 1998
L i (13
153 - S ARRT - PCR:AS MBI 5 £ B B A .
73-3
L Bk RRH /g73a.§f3

wen #izY I B RE#

A B HEIRERT- PCREQME MM MR 80 hI0 8 H ey ik, /638 50 AR N T 40ME 4
BN R 2op & N RE W EE A B M B S H A B H19(CK19)E B & %, e &4 31E AEART - PCR
BRT-PCREBRNTIOMRENAREH MM EENMESHCRIIZEEN R, HREAT L HUREYE
FORNAMZEH ADNANEENX BAINKBBRFFECKI0EEEN TREH R M E AL MESHRWABR
BN B R (DNase) M ALRNAFT I B 32X #pill P4, 3= B ART — PCREMZEDNase LS ME R W EHRNA
ARRCEIGEFH RS RTBEEE, BEFAREE, F2MFERSENARBHE SRR ILEBEMAER

BEME.

x9N BHERE, %8, bW KBS AES REMERN

s 2w

FAEFEAMFHRERNRT - PCREXSNE
HEHRBREFERERES. AN ERPFEE
i) 3% ¥ 8 (Micrometastasis)'. fEZE A (Proces-
sed Pseudogene) TR AMARNIERERXAMIE
B F (Illegitimate Transcription)®EBRRT —
PCREWNREEBHEHENAREIEERR. T
BEASHEIRERNEZFENATRER
B, BHE AR BB WCDNAK B,
FEHZRHEMASFREERER AN
FMFEEAK TR ENAR™, RINEEHRT -
PCRERBWENSERAEEBEE ¥HE
ST LE4dANREREY——AEDQ
19(CK19) £ A i #3504 I F3 TCK19R &
AR FRACKIOEAMERHRAR, FAXHE
B RV B R R E AT T 8191

1 MEE5F %

1.1 XWHH

SRATLNEBEHRES SRR AEHRN
Hr=0)REYH=200 0 ENAR. HIIEAEHFY
4b. IE R B S5 BB E A FAR MW E B (n=5). H{n=3)
AEER=2)RHEHAAY SAKEEH . —
FTRAREARE, P —FBEEERA. nEdEd
FEHs By IE - 2 40 BT, 80 46 R 2L B B MK B PR (RNase) 1975

+ 58,1970 02 £, EREMAAR A LR T E)

W6seT8 , HRSHR
fpoet . RT-PCR

12 EWHEAHA

121 AMVEH F ¥ HPromegalt AR Tag DNAK
AN, KB EMBRQ . RNasin, ANTP. PCRMarker
SHWHEREEMTRAA.

122 BECK19% H < AR it kT3 4@

A c D B

- - -

[ —— ]
U L

#5F:1 2 3 4 3 B

ElL.) . 3 ] )

A AAGCTAACCATGCAGAACCTCAACGACCGC 628 - 657

B TTATTGGCAGGTCAGGAGAAGAGCC 1697 1673
C TCCCGCRACTACAGCCACTACTACACGACC 767 - 786
D CGCGACTTGATGTCCATGAGCCGCTCCTAC  1602-1473

H1 CEARGRESIWBRENEFET.
RAATF L FHETF. SIWATORMR: 5k, Mk N
1069bp#i CDNA K B S| CIDH X 15| e, £ 145bpI CDNAFE
.

CK.M. 7t 3 93 B £ RTHE B BR(Oligd(dTha)5 |
HARBILEERaREE)EHTEL A,
13 FEXHON

PE — 96002 PCRE #{X (PEZ @), UV — 240°% 71 4+
eI A B A 4 W A S,
14 XRIE -
141, EBHRENA REH100meH B IERKEEEHSA &
‘RRNERE B HARERNA—FEVREHDPH
ERNA. AT RNAB TR L EEE. BREIERA /v
ik1.8~2.0% H.
1.4.2 DNase®#RENAKE S TEWPNALLT

- 153 -


http://www.cqvip.com

BuE AW

HEXERKEER

£ OO0 http://www.cqvip.com|

Vol22 No.2

1988 ACTA UNIVERSITATIS SCIENTIAE MEDICINAE CHONGQING 1998

DNaseld H{ERNA A S S RINDNA, ¥ BN HEITC
TEHXS HEBRSE -G — R XEE524) K
fii — R R Mo R M IREE — .

1.43 THFRT HBENALIOngn AL Ttk
#9:0ligo(dT)s 25pMlo, ANTP# 500:M., Tris—HCI50
ml. ECI50mM . MgCl,10mM. AMV —RT 5U. & ##
26ul. RN B A WMIE43°CT . M H DB,

1.44 —XPCRYHM WS RE=WESCTERS
. WKIB 25 6h S 210 EPCRE N #6 & b. {3551
WCHD 20pM.dNTP#200uM . Tris—HCL10mM.
kelS0mM, Mgel:1.56mM, Tag DNAKS #10. K& H##
$94°Ca58 , 65°CAEH , 72°C608 . JEFF 400, BREFET2°CF
Fo4r E s S eh B LR R

1.45 ZXKPCRY Mt #HEAPCR(Nested— PCR) H
B PCRAGIMANB, KA&KER L. B PCREHEM
L= mMAR R REGRD, F_RE XA 9CH
D. £ RN @S E&ASERPCRY .

1.46 MEER RPCR&/WMOuITES % HARGE &M AR +
Bk, MipZ &R, kom0, Bk 1006k, 75 2
BHEMHM LK R,

2 &R

B LR R BR, 2K ADNaseil et 1
B H Wi (n=40) F1 8t B M (n=20) 18 F 5 B K
B Z&PHRNAZLRT — PCREPCRR N T i 30
745bp ) “CDNAR” R~ mMARHF A
DNaseMRNAGEX # T4 HEE, £ERTHPCR
EN&EME A9 3, @R ESRTHRNAZ
PCRY ¥ 5% it B R ¥E19 B (B2).

12 34586 78

1,543
w01 —N
895
. 615 ——
377 —
237 —

bl

L i

B2 WEEDNaseLiFFHHBRROHEFCEER
Gl g ) )

154

2- 3- 4, ﬁ %DN&BG?H{-EW } 5r6r TﬁﬁDNamfﬁ‘fhﬂ- 1. ﬂ%i'ﬁ
M 2RIENRNAFE SRTHPCRY N ;4M07h ZEHY DNAK *
PCRY 3 8% & & oFH.

HHBCK.BEAN TR, RIRKAE
EHEENRNASDNARE XY £ HDNasei
. RERHT KR _KPCRI Y. SR EHE
EXPCRAY, % HE & ESRTHRNARZE T
2t K NT745bpBICDNAK B, Bk SRTH
RNAEEZEADNAL _—XPCRA| A HBHF X
A =1, £ — K PCRY Bt BRTHRNA. £ £
RTHRNAS, £ EADNA® K 3 =W (E3).

123466 7

1,543
994 —o
685 ——
616 —

377 —
237 ~

B3 DNaseHUFEXRMBEFCESHEER

RT -PCREXRT - PCR FRIRIEINA

2.3.4, HERPCRI M.5.6. THPCRE M. 1.4+ FRIiT &
P2 RNAR R EBRT+ 2 PCREE 3. % BRTHRNAE® B¥F
APCRY ;4. BEMDNASER PCRI M5 ANAE EKERT+1
u;tpcng_m ﬁﬂ.*ERTHRNAﬁ* EZ1XXPCRY ;7. R B HNDNA
14PC .

3 W

2 BRT—PCRETAEE AV LELHF
ETHERASTLABUYBMNES, FEERYE
RUEXZEREATEELRY. AMERAER
FHEIMBRHAE X REAERGER
ERB TR AARRUEERER VAR THIE
ERRAPCRMMISH. §ETEdHE &
BEXRBERERBEY. HENTHFFRHE
& i A% P 5 PR Y A0 B S A Y T PR .

B EN AR E % RE P CDNAE N
BAGRERARER, £FEWAIWHRRE
ERAFETRRATHEEERNFEY.CK. A%
B 5 H BB CK,,2h it 3£ E B CDNAFF 31 8] iy il B
$ETTE82 964, B 7] X255 B R 7 1E 35 8 B A A


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

EXERAEER Vol.23 No.2

My WM
1998 ACTA UNIVERSITATIS SCIENTIAE MEDICINAE CHONGQING 1998

e
——

BEBRERBEHEATRERTHRNARE LA
EEEHADNASBTPCRY ¥4 T W MICK.,
CDNA# N K # FMDNAY, L AERMN Y
TRPREAMTREFEN, XFH CDNAR"
kB TFaiREESA. A XRNaselE I DNa-
se M AERNAR AP G RMDNAT AR+ &
EEDTRER XS TEHBRREARAETE
B4 b DNARE A ,

BirE ART - PCRED MW Bt LHL
CK .S AANBRUEANBEIRNEEY. &
MARAKPHERAEEEZNFEENREM T &
SN HRE PR ERNARTTHFER
HAFNAABRUEZENREY, BRERE
HAAgRb, XFHIEEERTENERERD, &
H & 100~ 1000 A WF FE I TmRNAZ T,
BEHrZH£&. OBuchill*iz HEART - PCR
FRVFHBTEFAARNMLSICK. R
CK,mRNA. SmithF " A ZHRAND £ 44
MR EaREFREENIIREFENEEA
5, RIVAEXRT -PCRET HWIE BB 4
RNAGERE B BMCDNAEZ W N HETCK &
HELERHBAFHEXFEEERTF2RE
ZEPHTHR, HEEROEEZNHEFEENE
DNasel {id;: @K RTHRNAR X MIDNAR &
FHEENNHECORBY PN KT S5
BH4ADNAHIRX 2.

TH4 3 W 45, RT — PCRIL ST B Sb R M ity

CK.ZHMRBE BFABERAMERMEZEPCK,
ZEAMEAKF RZE. BPEART-PCRENET R
BEEEHEBHEPHCK EHEEH R, TLE
HRT - PCRY) R & & #'T — PCR¥ &. Matsu-
muraB 'R AELRT -PCREMRAEER
RT - PCRi: f11001%: EHMRITGANIAYT FEN
RYE FZREESEENEEHRCHLBI
RT-PCRECHIBHCARBENALARKSE
HEREAEERFROTRAOSEME. RIAMRT
~-PCR+FYBAEES THEMKCAMER
MEN FEHREERERE MIEENSBEHKRE
o 0 R RN M e, BRI Mt
L3 B ADNAM K SRTHRNA N HH % L

WAL b A BHEENBRERN TR,
s F TR

1 Pelkey TJ. Frierson HF, Bruns DE. Molecular
and immunological detection of circulating tu-
mor cells and micrometastases from solid tumors.
Clin Chem. 1996;42:1369

2 Vanin EF. Processed pseudogetie:characteristics
and evolution - Ann Rev (Genet.1585;19:253

3.Chelly J. Concardet JP. Eaplan JC. et al. Illegiti-
mate transcription:Transcription of any gene in
any cell type. Proc Natl Acad Sci
USA. 1980;86:2617

4. Bader BL, Jahn L.Franke WW.Low level express-
jon of cytokeratin 8.18 and 19 in wvascular
emocth muscle cells of human umbilical coxd and
in cultured cells derived therefram, with an
anelysis of the chromosomal locus containing the
cyitokeratin 19 gene. Eur J Cell Biol. 1888;47:300

6.Chomzynski P.Sacchi N. Single —step method of
RNA isclation by acid guanidinium thiocyanate
—phenol —chloroform extratiomn. Anal Bio.
chem, 1987;162:156

6.EKwok S. Higuchi R. Avoiding false positives with
PCR. Nature. 1989;239:237

7.Kaplan JC.Kahn A. Chelly J. Nlegitimate tran-
scription:Its use in the study of inherited disease.
Hum Mutat. 1992;1:257

8.Buchill SA. Bradburg MF.Pittman K. et al
Detection of epithelial cancer cells in peripheral
blood by reverse transcriptase — polymerase chain
reaction. Br J Cancer, 1995;71:278

9.8mith MR.Biggar S, Hussain M.Prostate —specific
antigen messenger RMA is expressde in nomn -
prostate cell:implications for detection of micro-
metastases.Cancer Res. 1996;55:2640

10.Matsumura M.Niwa Y.Hikiba ¥, et al. Sensitive
assay for detection of hepatocellular carcinoma
asspciated gene transcription (alpha —fetoprotein
mRNA)in blood. BBRC,1995;207:813

' (AN 1997 -09-05)

- 155 -


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

B R EXERX¥¥R Vol.23 No.2
1998 ACTA UNIVERSITATIS SCIENTIAE MEDICINAE CHONGQING 1998

Overcome false — positive in detection of tumor microme-
tastasis by reverse transcriptase — polymerase chain reaction

Ge Mingjian, et al .
Department of Thoracic Surgery. college of clinical medicine

This study aimed to overcome false—positive in detection of tumor micrometastases by reverse transcriptase
—polymerase chain reaction (RT— PCR),Using this method. the authors amplified cytokeratin 1%(CE19) mRNA in
histologically involved regional lymph nodes of 40 patients with non —amall — cell —lung — carcinoma and 20 with
escphgus cancer. In additicn,they amplified CK19 mRNA in DNase —pretreated normal nodes of 10.respectively.
They could find out the interference of CK19 pseudogene by performing nontranscribed RNA and genomic DNA
controla. This influence could be eliminatde by treating the RNA samples with DNase before complement DNA
were aynthesized. Using nested RT— PCR method. they could find the pmafce.of illegitimate transcription of
CK19 gene in DNase — pretreated normal nodes.It is a suitable measure to remove thie false— positive result that
regulate the sensitivity of method to distinguish the normal and involved lymph nodes exactly.

KEY WORDS Malignancy; Metastasis Diagnosis 1 Lymph node:  Keratin: Polymerase
chain reaction
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