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The study of disseminated tumor cell( DTC ) and p53 gene in mouse model of

laryngocarcinoma
ZUO Wen—qi,et al
(Department of Otorhinolaryngology ,the First Affiliated Hospital , Chongging Medical University)

[ Abstract] Objective: We established nude mouse model of laryngocarcinoma and detect the disseminated tumor cell of peripheral blood
and mutant p53 in tumour tissue, to research the correlation of DTC with variant p53 gene and their value of predicting cancer metastasis
and prognosis in laryngocarcinoma. Methods : There are 40 nude mice in the experimental group which accepted hypodermic injection of
laryngocarcinoma cell, 10 in control. By the reverse transcription polymerase chain reaction and nested polymerase chain reaction
(Nest-PCR), we tested CKI9mRNA in nude mouse’s peripheral blood,as a marker of disseminated cancer cell at the 10th weeks after
tumor—planting. We also tested the expression of p53 gene in tumour tissue by RT-PCR and immunohistology. After the nude dead,we
dissect lung, liver and lymph node and use continuous pathological dyeing confirmed whether the transfer. Results:The positive rate of
DTC was 50.0%¢{20/40) , but negative in the control group, the difference was significant(P<0.05). In tumor tissue, the positive rate of
mutant p53 gene was 55.0%(22/40) ; The expression of DTC was positive correlation with p53. The mean one—year the mean survival time
of DTC and p53 positive group was 34 weeks vs 43 weeks in negative group, the difference was significant (P<0.05). The positive of group
have distant metastasis ( 38.9% ) ,but in negative group only (12.5% ), the difference was significant ( P<0.05). Conclusion : The
expression of DTC associated with variant p53 protein could be used as an indicator of tumor metastasis, and it might be an independent
risk factor for an unfavourable prognosis; DTC was positive correlation with variant p53 protein.
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A RNk 95% , 2875 /9 p53 KR EWMAEA , M
M T IR AP, AR BT DTC A% AR R p53
E o, P IE 2 8 BAE 5 1 B 38 U R o 4k
B BUSHME.
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1.1 ##
1.1.1 R R4 BALB/e-nu B . 50 R(EKER
KEZLB P PO, 6 RS, 2 AMEYE, KE 25 %2
B REAMASR, FHF— R E BE . EILEE 10 J g%t
HRAR, Fk 40 FEEST MR FE IR B R SR04 , B AH 40 AR 3% .
1.1.2 B KL RT-PCR(TakaRa)iZH &M H KiEE4:
YT RARAF;p53 RILAZTLEYUA M REALRNE
¥ B Dako /A 8] 7= & ; TRIZOL (invitrogen 2 7 ) ; k2 40 g
ST ES W (FICOS W)W B M B BAMEARERA A ; HAL
7600 2 B a4 AT ( H 48 H 3222 ] ) s Image~Pro Plus5.0
BB RS
1.2 Fik
1.2.1  MERSPIRANMFE (R PRMEBERE ) Hep-2 SHMT R MR M9l 5
MRS Hep—2 ZRMuMk b B KRR K EH B — ER L
BEHAURTE, BOTEAE K Hep—2 4, i AEEES 1L AL 244~
4, RPMI1640 W BEYS , WCHT A4 i 8 , A3 PBS 0K 40 i
BOHE 1x 1004 L&,
122 FYHEROES ERBAIHE T HMEE
Hep-2 ZHME 0.2 ml. WA RFEIAL AR RBL i3 4 40t
BEARREARAL, | S B AT # 5 2 SR AT ;40 A R
T ST R MR B AL TR A2 K 10 ], B4 >2.0 em At
Fr s B K YIBUE 4HAR
123 RORVIBMENS  ZBMES, FEROTRT
0.5 cm ¥I GRS R RIS S ), A 2 m] JCRH VE 4188 B O ER M
29 0.8 ml, i ASEH EEHIEFRR R . AR R,
VIBGE EMRA LU 1 o) R E Rk,
1.2.4 PORAEMMEENASR BREE BTN
BREAMNAMIM AR SRR 1640 BRI L EFEHES
&, AR 2 ml Rk 405 B VR (FICOS W) BB L8
KB 2000 £ x 20 min( ZE{EL ), 43155 HH I U2 4 R0 e 8
AMIENE AN, B A SURA RS RIS
1.2.5 £E3 RT-PCR AiU#R SRAME M CK19 mRNA K fb 41
# p53 mRNA MYRE  FHRUWB 4 50m ER ZFFmA 1
ml TRIZOL $EUE RNA, 1% BB i s 3K TIF S5 RNA (1)
SEEEPE, AR cDNA, PCR RUMARER 25 pl, B4R cDNA4 pl,
FTHSI% 1 wl,2 x master Mix 125 w1, LAEES TOKEME2S
wlo CK19 514 Fif%:5 -GTGACATGCGAAGCCAATAT-3",
F i :3’ -TCCTCATGGTCGCCGAGT-5" ,CK19 k5|49 b

#%:5 —~CTTCAGGGTCTTGAGATTGAGC-3" , F #f¥:3’-TCCT-
CATGGTCGCCGAGT-5", p53 mRNA 5|4): kil 5°-TTCCT-
GATAAA CTCGTCGTA-3", Fiif:3"~CAGAAACTTGGGAAC-
GAA-5", p53 mRNA —iK5[% L% 5°-GTCTACCTCCCGC~
CATAA-3’ , Fi##:3’-TCCCTACAAACCCTCTAC-5", &
B B -actin F #3147 :5’-GGGACCTGACTGACTACCTC-3’
Ti#%:3’ -TCGTCCTCATACTGCTCAGG-5" , CK19 mRNA PCR
5 —RAEFF :94°C 3 min,94°C30 5,55%C305,72°C40 5,30 P
&I ;72°C5 min, 3 IR AR EE—IK PCR 724 oD-
NA 8 w1 HABZAFF L s B —actin IREIET. p53 mRNA PCR %
— K AEFF:94°C 3 min,94°C30 5,55°C 30 5,75°C15 5,30 M E
;55°C5 min, 8 IRIEIF R A E—K PCR =H7=H
cDNA 8 pl, HfhKFR L. Y RkELBERE RS
(Bio-Rad )%,

126 GEALERNMEALR pS3 EHFEEL RARE
24k (SP )RR TR A IR B ULHA BT LRI E R
1:50,PBS fUE—H/EBAMRT IR, /A Bl IR AL Mo bRuE PR B 0 R
HENTIE, 5 RAET, p53 M SARFE OV Y, S 4l E
Sy bk FHYE SR <1090 BAM: ; >109% 9 B,

1.2.7 St A SPSS10.0 it ik, #17 xR
FllPearson &M /047 , 4 770+ ] 3% Kaplan—Meier VAl Jog-
rank b,

2 & B

2.1 CK19 mRNA R R 5 fop o £ ik
AP 10 AJE B4 K EA>2.0cm
B, L CK19mRNA SAnic#rkiligs RoMa i ## DTC,
FHH: 2  50.0% (20/40) , T % B M EAME , Z /A
e it B L (P<0.05) , 15 B 4 B i 92 #8524 40 J&] i =
FTEE DTC(E 1),
22 MEBALKYREEA P53 FOHRE
p53 mRNA 7E AR p RIEF R 55.0%(22/
40) (B 2) ;o A PN pS3 BHEM
BEMRMtERE EFEA, CLUERREHAE(E
3),
23 FHMBHBARCLEREEEA HE RE
R B ARG E L7 A KRG R
Wk 2 MR BN A DTC, 5 %R EM(E 4),
24 MEEREHSEA
PP R A Ak 4% B 5B 28 39.9%(7/18),
HehWESH% 4 5, RS 2 6, R 16,
DTC FIPEAL W 2 Bk L4555 %5 B % 12.5%(2/
16), 5 A Fit¥# 8 X (P<0.05),
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AR, B AMR B2 5 A . I i B BE
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comb ZE0HA Ny 3 A 7 4 DTC 8953358 fm i Jsg 54 %
TEBE , 2 2 3 A R A P 7 40 L ) AR B O AR TR AL
{4 3o Pl 3 40 i 1) B0 R ) Sl 4 3 O Ak HE RO 4k R
TR, REEFILL pS3 BF WA G 35%~
45%, FHEHEEINRXTRERE KL 30%M T, &
EARBINEMEE R R EEY, HarmkiEEs
FELE pS3 5 DTC MBI E NAMRIE D,

1999 4 [ B 8 5K B x5 HiOM 8 40 M g 1 9
1 7 SC . B b8 0 B ER /D B AR B AR, X R
AR TF 3 B9 by 40 B B A I B 5 I /0N BR O 4R B B
LA 5 BALARIE K A BB A I7 259 R KiJE e, 3¢
K B e I P R A M R T, AT B 40 B B R BT
K B8 B 5 3o I P B AN R, Bk LA L fh 2%
B IEBF RS, Bl AR EA0K DTC
ANG R 8, Bt IR R B A S, R B TN, A
TN, 1 B & — BAXFARBIT, HFARLUIBR LK
Fip Jeg £ 220, T L B A0 JE i R b B 45 PR VT REE 4
DTC 20 AR, 24 4R 3% Lo v AR ) Fob v 40 Bl A — 2 3
BB, HEY R TR ABEEENZ
M, THEBREERGFE pS3 ERARTHERT,
Bl %t B 4l ok 5 A AT, R BB E R 5B
BT B M R R i, K1 6 X 2R AE Y pS3 A1 DTC WA
WA B AR I #R BUAMNE M DTC AR IR F /Y 2
30 PCR, BB PCR B R, R K 1/10M,
Jo HAE A4 E I DTC AT ; CK19 2 E P4 IA
M OEERN L EAARFERICYZ - FET
E#HERANL R - ERERNMEAL D LHE
LI RAMEANA P EHERE, Hik CK19 mR-
NA 7] AP g A0 J i o 42 08 40 L ) A 3804 A i
P, BFA A p53 FE A A SR, RA A
pS3 EEH THREE FEHK EHRANRE
3 i BB 68 45 R ) 2

742k, 30 8 7 R O R R M A R R I« E M R e

JEHE ALY DTC 1 pS3 MIRA B IEAMR , REHK p53
3 R BB A5 3 o ik 38 40 B B 36 (B Y 5 9 ELRB B 1
MEMEREANENEEAREENRESN, B
B R M AT BRATERER L.,
Kaplan Meier 4= 77 {1 4% , #2 /8 DTC #1 p53 ZE &5 F 1
HApP AN 34 8 HEAR AR NG A,
% log-rank I X M AHAMBPABALEGFEZRE
8.
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