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Microvessel density and micrometastasis in patients with vascular-invaded non-small cell
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[Abstract] Objective:To detect the clinicopathologic characters of micrometastasis and microvessel density (MVD) occur in non-
small cell lung cancer (NSCLC),and to explore the correlation among the former factors and those cases with vascular invasion.
Methods : Vascular invasion and MVD was recorded by immunochemistry staining to CD34. Blood samples from 47 patients were
examined for CK19 mRNA expression by reverse transcriptase-polymerase chain reaction (RT-PCR) analysis. Results;Serum CK19
mRNA positive was recorded in 13/18 cases with vascular invasion versus 9/29 in cases without invasion,with statistically difference.
The average MVD in the invasion group was (29.3 + 3.3),higher than the non-invasion group(25.2 + 4.7). Conclusion; CK19 mRNA
positive ,pleura invasion,lymphnode state, metastasis and MVD are significantly correlated with vascular invasion in NSCLC patients,
and these factors could be used to assess biological behavior of NSCLC.
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WA i B B 2 B T Y 95 48 P oRg = B 2012
4 4 H~2012 4F 12 A 47 5] NSCLC £ 4N i
FARYUIGRRA . 55 25 B, L 22 il 4% 39~78 %7,
RETCHIT ST o B9 B3I 2 3BIE S | [RIRHK
P FEE AW RN R L R B
JRES Ik L RS A AR RS AT A4

TRIzol #5374 . B RNA FEEGR T & A5 sk
& (32 Gibeo 3 F]), Tag DNA A ANTPs [
DNA Marker (VA4 TAYIH ARG R F ), CD34
prpEbUA (At e An), FENEA
Biofuge 15R & 20 #2501 PCR A2, HLIKAY
F1 TMXRS BEE U 47 2 46 (32 E Bio-Rad A ),
CliniBio 128D RNA/DNA /75 [ e JBE A6 43 ( B8 i A1)
ASYS-Hitech A H]),
12 7%
1.2.1  BRE WAZAT8g F) B

i FARVIBRFR AR 28 10% M4 2K T M i [

FE R EBOR A A Al iEA T HE Ffesedifk
Jutn, IREMR LU KA AL TS AL, HE G4
KT BHPES: B Hyung IOARIET ML4S P B 2 5807 W
JULJZ r 0 300 e 0, 8 s v %) e 2400 ) LA
TELT 4 2R A I e S 2T 40 B H) R kA ARAE 5 e
ZHAR YL 0 BRI K2 BR Peter Bimer AYFRAE® : CD34
et H 118 PN R 200 AR PR S 00 e 00 e B g
PRAL , AN— B3R i) il — e AT i 5 B sl 21 240 iy
FEAE, 47 BkRAsh HEAT 1 Ry Breil s ks M2

JURIIAH KA AR AL R .
1.2.2 AR EEAS ey m]

BT A7 BB AR RTHERSNE LML 5 ml, % #1 EDTA K2
PiE, CK19 mRNA AYAI . DR Ficoll B # .0
ooy B bRAS T BRI AZ R, Fh R B RNA 221
TRIzol Reagent 57 & UL A ; @iifk Ak
cDNA JWiHE SR NAA R A I Oligo(dT)3 wl (&
0.01 g/L),RNA 2 pl (4B 1 ¢/L), % DEPC Ab3H
K E 14 wl, 70°C N 5 min, S0 45 o 5 s
Bk, 3 min JFELG . FRIIA B W Sxidie st & v
W 6wl (AHIE 1x),dNTPs 1.5 pl (Z&HJE 0.05
mmol/L) ,Rnasin 25 U,M-MLV 200U, ¥+ DEPC 43
i HIKE 16 pl, RS B0, 42°C 60 min,95°C
SR 5 min K0 SRR, 80 CARIR - A7 ; BPCR
WA Z AR cDNA 2 ul, Tag DNA 4T 25 U,
10 x buffer 5 ul, ZRE N 1.5 pmol/L 1Y MgCl, 3
wl, 29 9 0.2 mmol/L By dNTPs 1 wl, & JEH
0.5 mmol/L i I ¥ 5 |9 ( it T AR T2
BARMGSABRAF G 1 pl(5R 1), #h DEPC &b
I A K 2B 50 wl, S TE PTC-150 G
AL AT ,98°C I i 5 min 25 FH A PE R Tag
DNA &, ARG, R AAFHR . CK19 95C
P20 s,55°CIB K 30 s, 72°CIEMH] min, 3£ 30 MG
£ ; B-actin 94°C7EVE 30 s,60°CIE Ak 30 s,72°CHEfH 1
min, 332 MEIR, @OBEHEER F K &7 SEoT, 3
wl PCR 7741 &% 1 wl DNA (150 bp)brifES: BB Yy hnke
T 2%BENEEEE IR UK  TRAL T BE Y (0, S8 HMT T
587, 8 7 DR AF
1.2.3  fiofe i 25 694

% 1 CK19 mRNA ¥ KHZ 8 B-actin FI5| #1575
Table 1 The primers of CK19 mRNA and the internal control 3-actin

¢DNA 519 il PP (bp)

CK19 Outer sense 5'-AAGCTAACCATGCAGAACCTCAACGACCGC-3' 1069
Inner sense 5'"-TTATTGGCAGGTCAGGAGAAGAGCC-3'

B-actin Outer sense 5'-TCATCACCATTGGCAATGAG-3’ 200

Inner sense

5'-CACTGTGTTGGCGTACAGGT-3’

TEHL 47 4] 835 FARVIBR A R 0 2, bk
FER TR 2, A S 2T H 4 wm, Sy 4R
f2 g 82k Hl EnVision 15, MVD HIBbRifE & 1458
Z: B8 Weidner #0819 75151 LU N M5t 9 A 5 2
IR A I1A5 PN B2 40 FE I A, B IX 3
PAA T A PN AL, TCIe R S S A B
A, VSRR T 8 N4l aia NUZ AY A A

T, SeAEIRATEE (x40, x100) FRIYEI H 450,
TENLIAE B A i AL, BV, (hot spot) o FEFE I
Bi(x400) T4 5 PGS o 4 8 H | B0
SEHEAE R Z B EMVD (H, EEE R R
SR A, A7 TR PN ) RO R A )
K HIH Tanigawa 25" HGE ok Ry THE RITHEX
WA 40 pm FERE) MVD {Hich 1,
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Table 2 The comparison of method between HE staining

and immunochemistry staining (n)
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BAE 9 9
1 0 29 <0.01
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47 ) H 3 v A6 JE I CK19 mRNA FH PR % 22
1, BAYEE 25 6], MEIL CK19 mRNA Kl BH &
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Figure 1
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Table 3 The correlation of vascular invasion and MVD

Immunohistochemistry result of CD34 showed the vascular invasion and the hot spot area

R4 BKERNEILFSEL CK19 mRNA B LLE

Table 4 The correlation of vascular invasion and serum

value (Xxs) CK19 mRNA exprssion
P 18 292:33 Eik L L GACORR P{H
5L 29 252 +47 2987 P<0.05 FH M 22 13 9 59.1
B 25 5 20 20.0 7.567 < 0.05

2.4 FRE RAZILE W6 RORFEAF ARG X &

KA AR D 5 R ARSI KON iR
JE HLAEERITC R (P > 0.05) , 1 -5 g 1 ik s
T bk £ 25 RS T Ak 7 B8 (A R I AH G (P < 0.05,
*5),
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AR TR AR T B 22—,

FENTIERY & R AR b e A% Ui A RS2 MR &
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Table 5 The comparison among various clinicopathologic characters of NSCLC and vascular invasion

JokAE AR AL

Il PRGBS AiF n T I FI R H (%) X 1B PAE
F (R

<50 15 10 33.3

=50 32 13 19 40.6 0.230 > 0.05
JihIEE /N (em)

<5 26 11 15 23

=5 21 7 14 33.3 0.396 > 0.05
AR

=k 12 3 9 25.0

Rk 20 12 40.0

A1k 15 8 46.7 2.353 > 0.05
LG

9 12 25.0

fistges 25 12 13 48.0

P g 2 50.0

IV 41 M dea 1 0 0

PERRZE N AT A A g 7 2 5 28.6 1.653 > 0.05
15 11 B g

H 33 16 17 48.5

g 14 2 12 14.3 4.765 <0.05
N e

H 28 14 14 50.0

g 19 4 15 21.1 4.137 < 0.05
LA

H 9 9 0 100.0

Ta 38 9 29 23.7 18.630 <0.05

WAL, Sk SN I CTCs R BAH
AR AL A, AT RESXTIEH NSCLC
PRI A BT H s

J R BIRE e A B RS Al 22 07 4 51 (D i
SRR AN F RS B IR CTCs ; @i3E T | 36
WEHLIAGRE s DIRFBIEAH LY T2 Az il
IR, MR A TR AR A4S bk B A5
— 3R A WA R AR U R | B 2 R bk
A BERA EH . AWFFEH RH RT-PCR EA
47 1513 /1N 240 e i Ja B A Tt v A A ek g 4 e
CK19 mRNA B35, 255 R 18 Bl JE bk iY &
b 13 BIANE I CK19 mRNA B, 11 29 il 1=
U4 CK19 mRNA FHPEEAL 9 f, iiE 22 7 3
HLFKAE PRAC PR 734 MVD B &8 & TR0
4, IIGIESE T NSCLC #3 Hh BivRaxt ik g =48 5
TR MVD ZBISCR %], FREIE A )X 8 53
S Pt FR A BB B B A R R R, AR
S VAR 1k 5 A I A BRARAE A LA R B, KA

WARAEFN NSCLC J2&: 75 & A= R M bk L 25 RS
TCANERSAH G, T FR PR R CRESE T LA R
B A A7, ARddH 9 FilAME I CK19 mRNA FH
PEARAEGERIN T B AR IS ARAR, $E7RmTRE
TR THER, BEE I TAY2E R AR T
AW R AN5E3E Al HER NSCLC B MEILIGY T 7
FREET A MENSE K.

Jiee A A B g ot A A B DA O 7
REFNFM T, 22800 kR 5 I8 s A= i
EREINHE I R B, AHERHA] CD34 Frid
Jiba LH U Hp I P B A, SRR 9 MVD,
S5 BN S WRB A B TC R AL A B = 1) MVD
B, Z5 AR, HRE TR . OF & 1
Az A8 A DR A A A IR R AL T 38 43 10 R S
QM AE L (3 Z 3T IR R AUIKAE 1 LR ;B
CAE R A A K AR, AT REE L F A
WhitE—25 A ML AS , PR A B i I AR TR bR
AN R i
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