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e, (7] R PCR H AR FIZ € i RT-PCR Kzl 47 {51 2055 L7 6 12 1) il i 98 5 O 1
RV TP CK19\CK20\MMP9\uPA mRNA JKF- [ 4520 ] 47 5] il i 5 5 2 P i s AR
W CK19 mRNA 0~52 700copies/ml, CK20 mRNA 0~62 900copies/ml,, i i 9 % 4 ffa s R
WS E A I A CK20mRNA B0 7% &4 4 5 (1 060 copies/ml vs 566.7 copies/ml, P=
0.045), FFA KB EL 457 5 B 5 uPA mRNA #J0 X Bk 2 25 9% 8% 18 % 5 (553.4 copies/ml
vs 173.7 copies/ml, P=0.048) , [ £5i£ ] #MA I CK20 mRNA 5 2% 15 n] A 67 il I g A 01 Mo 15554 £
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The Role of Peripheral CK20,uPA mRNA in Metastasis
of Lung Adenocarcinoma Patients with Malignant Pleural

Effusion

GONG Lei,HUANG Zhi-yu, YANG Hai-yan,et al.
(Zhejiang Cancer Hospital ,Zhejiang Key Laboratory of Diagnosis and Treatment Technology on
Thoracic Oncology (Lung and Esophagus), Hangzhou 310022, China)

Abstract ; [ Purpose ] To evaluate the role of cytokeratin 19(CK19)mRNA , cytokeratin 20 (CK20)
mRNA matrix metalloproteinase-9(MMP9) mRNA and urokinase plasminogen activator(uPA) mR-
NA in metastasis of lung adenocarcinoma patients with malignant pleural effusion. [ Methods ]
CK19 mRNA,CK20 mRNA ,MMP 9 mRNA,uPA mRNA in 47 pathologically proven lung adeno-
carcinoma patients with malignant pleural effusion were detected by RT-PCR combined with Real
Time PCR.[Results] The range of CK19 mRNA and CK20 mRNA in lung adenocarcinoma pa-
tients with malignant pleural effusion was 0~52 700copies/ml,0~62 900copies/ml, respectively.
CK20 mRNA median was higher in patients with bone metastasis than that without bone metasta-
sis(1 060 copies/ml vs 566.7 copies/ml,P=0.045). uPA mRNA median was higher in patients
with local lymph node metastasis than that without local lymph node metastasis (553.4 copies/ml
vs 173.7 copies/ml, P=0.048).[ Conclusions | High expression of CK20 mRNA in peripheral blood
in lung adenocarcinoma patients with malignant pleural effusion is likely to have bone metastasis.
uPA mRNA expression might be correlated to local lymph node metastasis.

Key words: lung carcinoma ; cytokeratin ; metastasis
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ML PR A AT BE S i K2 TR S AL R

AWFFE A CK19 ,CK20 MMP9 .uPA mRNA 4§
SEPEG| P Tagmam #REF, JF45 6 902 & RT-
PCR A, 5 s A I 45 5 20 M i s BRI 1 M it s A
AN R AS BN A (R 0 e A A ik
EL4 ) CK19 ,CK20 , MMP9 .uPA mRNA 7K-F , Jf:
SR S A IR R ERAL A K,

1 #AMETE

1.1 IEERER

o B B 12 W 1) BR A AR B 2 B R 1R T (FkdT
B FIRYT T SR ) A A I A Bl s R
SRS 47 M), v 27 {5 s M AR v 4k 2098 2
%3%*%&@7%5%%J7W%%%&ﬂ%%
MBI PRI2 W R G PR AR . 54k 26 i, 2ok 21 41
RS 31~70 2 FHFE 60 %, 19 BIA I E 5,6

5 01 i % 4%, 8 1915 I X il e #2451 & I i

£, CK19(CK20/MMP9) 75 #fE £ 52 W B =FE A H+1 (FH
PEXT )1 (BHPEXT BR)+4 (G AR ) . BEAE BB 0
T CK19 (CK20/MMP9 uPA) S i # 22.8ul, Taq fiff
0.2l TFEEIH 4l I , n A — 35 AR 1 B 0
B TR A 4 23.00] 43 1 40 2K BN ]
PCR S WA, RO 43 S A 2.0pl 18 BF A4 X5F
HECBHPE X B 3005 S A 1) cDNA B s A U i (B
Y T A LU B AE 107,10°,10° . 10%,10%) , Bk B B0
W A TN — B U T PCRAY |, S0 72
T WA 94°C 3min; 5 A 94°C 30s,
60°C \35s, 4L 40 MG,

REEFHM . AR B B RE
FAM %I6A5E 5 . 2 4 EH T W, Table 1, J2 N 45
Je PR AR IR s SC A, 1Y Baseline cycle & 6~15,
F5) (115 5 D) L2 58] 1 28 DO e s B e X B 11
e i, A 2 Reporter % 11 R 2 AL AR B sh 70 B
TR AAE

Table 1 Tagman genotyping primer and primer sequences

Fere 2 G5 EIRER 17 65 5 DX 0 2

BEEERS . TR A B AR K CT/MRI W )5
EHE .
1.2 FERAFEGNEE

o % N N D) 01 < O I = I S e A = 7
TAREAR L 7] Trizol 157 ( GIBCO 2 H]), i 4% 5%
PCR i 1l & M Taq M 55 4 TaKaRa 23 ®) ™ i,
PCR #4441 ( ABI Stepone plus), = # ¥ 250
Blo SIEH T INE A YA w T .
1.3 /7 &%

AR AR SR ISR I 3~5ml HTEE (EDTA #t

Gene Primer sequence
MMP9 Primer CGCTGGGCTTAGATCATTCC
TCAGGGCGAGGACCATAGAG
Fluorescent probe CAGTGCCGGAGGCGCTCATGTAC
CK19  Primer CAGGAGATTGCCACCTACCG
GAGGACCTTGGAGGCAGACA
Fluorescent probe CCTGCTCGAGGGACAGGAAGATCAC
CK20  Primer GGACGACACCCAGCGTTTA
AGATCGCTCCCATAGTTCACC
Fluorescent probe CTGGAGTTGGAGATGCGGATGCC
uPA  Primer GACCCCTCGTCTGTTCCCTC

GTGAGACTCTCGTGTAGACGCC
AAGGCCGCATGACTTTGACTGGAA

Fluorescent probe

&) I B B

RS 2L R AL 0 S O3 B AT A AN, P
Trizol fili 4 il # & RNA

i F RS UK 0.2ml B0, #i2 LR DR
Bt il 33 %% S K 22 5xPrimeScript® Buffer 2 wl;Prime-
Seript® RT Enzyme Mix I 0.5ul;0ligo dT Primer (50
wM)0.5 pl;Random 6 mers(100 uM)2 wl, Total RNA,
RNase Free dH20 ,up to 10 wlx2.J5 %% 5% 52 W 454 1
I :37°C 15min (SR ) :85°C S5s (S e s g i
RGN ) o A5 cDNA 5 f5 G B A S R —
4 1) Real Time PCR X Wik &,

PCR ¥ 3 . #% LLF ZORTEC 55 &

=)

# PCR &
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s R A SPSS 16.0 G- #¢F ., 4l i
K HAES B 5 (W2 7 FE 4 Mann-Whitney U £
%), P<0.05 hERAAGIHFE L,
2 & B

A0 AT il B S O R i JE OB B CK19
mRNA 5l {1 5l 0~52 700copies/ml,CK20 mRNA
K M AE 75 Bl 0~62 900copies/ml, 5 I B 7 ¥ B #
CK20 mRNA H i fH 1 060copies/ml, 3 1k T JC



BB B T A (H 566.7Tcopies/ml, T il 37 FE A
Mann-Whitney U ki35 s, 225 HASH# 2 (P
=0.045), HIFE B EE CKI9 mRNA H 07 {E 5
TFIRBHEBEE HERLGI ¥ L(P=0.368), &
F X il 5 % 1) 4 CK19 mRNA #l MMP9 mRNA
LA 5 T A G T X I e A £ A, I X il
% uPA mRNA KB T JoeH It 4% o (A 22
SHTGE TR (P ES 5128 0.531,0.901,0.989), &
I X Ik 1 25 5 5% % MMP9 mRNA 1 uPA mR-
NA #yi F 00 Xk B 25 5 8 B %, G504t
K IAL uPA mRNA 76 P4 22 55 B Gi it 3 L
(P=0.048), CK19 mRNA K CK20 mRNA 164 JG X dskitk
ELZERERS R 22 RS #5 L (P=0.419,0245),
TE % s 7% 58 % CK19 mRNA 26 3K 7K - 5 6 fil 5%
7 5 E M5 (P=0.768),CK20 mRNA 2 3 048 112 &
(P=0.721)(Table 2.3),

33 i
41 JiftL fA 85 1 (cytokeratins , CKs ) /2 I {7 4 Jifg v 1]

2o g B MR RTRERR Y T ER
it JeA 4 L R 2 % B S DA IO Y CKs 2678, ey (]

A 5 CKs fe K AT 20 B g8 4l i, CK19 76 45 Fif
Ji b R R L R R R R iR h 3 A $R 5k L CK20
FEE TR E BiE . W LR BT SR Y b
S o BEAh  RNA 16240 f A 855 rh 3R 5 R R , an e il
S £ AN R A ARSI Y CK19 mRNA . CK20 mRNA,
PRS2 a] LADA A A1 JE] i o A 0 2 096 20 M A2 A

YT i g8 A0 L 2 B o AR R A AE L R R) FE SR AR B
[B) 70 5 L B2 AR RS B, 0 B bR A 2 T AR e Y
FIEAIE AT 0, T LA [ 78 0 AR &, i e
BE MM, BT DA LR AR, WA A B
Fi RT-PCR J7 %454 Real time PCR J7 i K6 0 4h J&
I BPA A7 200 L (g 200 L, PP A A4 L 9 8 4 ) ) 24
Jiftl ff 2 11 CK19 .CK20 mRNA 7K, A 24 T4 I 4§
A 98 40 M i — S SERE . AL RT-PCR 4545 Real
time PCR 772 52 WA BRI Jed 240 ., 5035 U8 2 10 B4 i
Je 240 J 1 — A I R T B S0 SCRR R RT-PCR
5 A DA A ek 48 ] 3k 31 5 AR G 5 AR Y
Cell Search J5 B3 — AR I 25 5K %), 78 51 91 Bt i
Tk B, 6 B bR A 5 A B e B SR A TR AT
OG0T [ B AE FL g O 5T bt R B 9 A ke A i
5 PET-CT K500 5k 1 i 55 845 610 AR PR 7
Jits it 9 0 e o i RV A A 5 O A e A e B8

Table 2 The median values of CK19,CK20 mRNA in lung adenocarcinoma with malignant pleural effusion

Location Metastasis CK19 mRNA (Q25~Q75) P CK20 mRNA(Q25~Q75) P
Bone Yes 1420(440.7,2921.1) 0368 1060(464.7,2650.5) 0.045
No 680.52(62.5,2074.9) ’ 566.7(25.7,1331.2) '
Contralateral lung ~ Yes 1580(1423.5, 2080.2) 0531 899.8(617.09,2530) 0728
No 627.3(68 ,2435.5) ’ 670.8(94.0,1643.1) '
Lymph node Yes 485.1(80 ,1590) I 435.8(89.2,965.9) 05
No 1380(81.4199.4) ’ 984.8(207.9,2136.1) ’
Brain Yes 979.5(130.5,2640.8) 0768 1421.8(224.1, 2620.4) 071
No 927.1(71,2110.6) ’ 717.9(98.9,1633.3) '

Table 3 The median values of MMP9, uPA mRNA in lung adenocarcinoma with malignant pleural effusion

Location Metastasis MMP9 mRNA(Q25~Q75) P UPA mRNA((Q25~Q75) P

Bone Yes 1540(306.6, 3618.7) 0.940 327(102.6,543.1) 0.974
No 1285(168.2,5066) ’ 404.2(54.0,1693.3) i

Contralateral lung Yes 1550(1199.4,4650) 0.901 442.2(60.4,3510) 0.989
No 1270(250.4, 4633.7) ’ 341.2(102.6,1217.9) ’

Lymph node Yes 2660(276.1,5760.7) o 553.4(327,1221.5) o
No 1159.5(265.7,2183.7) ’ 173.7(57.0,604.1) ’

Brain Yes 749.6(25.1,3843.9) 0.408 332.6(124.9.4215.1) 0.988
No 1550(388.4,4577.5) ’ 373.9 (93.9,1214.4) ’
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