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The Significance of CD44v Expression in the Pelvic Lateral
Lymph Node in Distal Rectal Cancer

Ok Suk Bae, M.D.

Department of Surgery, Keimyung University College of Medicine, Taegu, Korea

The CD44 has been known a lymph node homing receptor on circulating lymphocytes.
CD44 spliced variants have been found to be overexpressed in human cancers and meta-
static cancers. The variant CD44v 6-7 in particular has been suggested to have a potential
role in tumor metastasis. It has been reported that histopathological examination could
occaisionally miss lymph node micrometastasis. Purpose: The aim of this study was to
investigate the role of CD44v in metastasis of rectal carcinoma to the pelvic lateral lymph
nodes around the obturator nerve, obturator vessel and superior vesical artery. Methods:
Thirty pelvic lateral lymph nodes reported normal histopathologically from 22 patients with
tectal carcinomas, 22 rectal carcinomas and their corresponding colonic mucosas. We have
used RT-PCR for the detection of CD44 gene products (CD44v and CD44 v6-7) in sam-
ples. Results: The expression rates of CD44v were 2/22 (9%) for normal colonic mucosa,
20/22 (90%) for cancer tissues, and 4/30 (13.3%) for pelvic lateral lymph nodes. The rates
of CD44v6-7 were also 2/22 (9%) for normal colonic mucosa 20/22 (90%) for cancer
fissues, but 7/30 (23.3%) for pelvic lateral lymph nodes. Conclusions: The analysis of
CD44v might be useful for determination of pelvic lateral lymph nodes metastasis, but

it should not be used as a metastatic marker in general for rectal cancer patients.
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) 25 Z3o=RE RNA F&

Chomzynski 3! Sacchi ¥}l u}lz} =3 O_‘F 400
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of| A A 3l A ultraturax 2 A 5] B3 of
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g o3 4T Fol dgel 187 EF
QAR F2Ag 23ohe] T2 isoamyl-
acohol g 7}k F —20°CollA] 2417k o] WX
B o 94, ARARS. ASAE AR ¢
o}9l RNA XA E(pellet)S 70% ethanolE A%
3 3 P XTI 95% ethanol & T AX3 &
speed-vacol| 4] A =zA]ZH ). RNA UV spec-
trometerol] 4] &A% X DEPC waterE X.7}s}
o] 2.5 ugf plF A &, —70°C BAa1dl Bk}
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3) HEAL EelEA HAMUIZ(Reverse Tran-

scription Polymerase Chain Reaction)

7+ 27 9] RNA 2.5 g/ 4l 141, M-AMLV 5X RT
buffer 4 1, 10 mM dNTP mixture 4 1, 40U/ pl
RNase Inhibitor 1 g1, 200U/l M-MLV Reverse
Transcriptase 1 y¢l, 50p olido-dT 1 gl, DEPC treated
H0 8 pl Yol F35 20pl8 THEF,
42°C 18, 99°C 5%, 5°C 522 F 3} PCRE
10X reaction bufferll 2.5 41, 25 mM MgCl, 1.5 g,
10 mM dNTP mixture 2 ul, 10p primers (Table 1)
ZF 0.5 ¢, GAA Wk-2A17] cDNA 141, 10U Taq
polymerase 0.25 u1& o] DNA thermal cycler
(Perkin-Elmer Corp.)E A}-83}od A)&fs}gdvHFig: 2).

HEAL

hnani L0 9N

49 X2EN

CD44v, v6-79] RT-PCR W&o A HA$E
AP ZAE FEslgon BAAEE

£ZF 00508 X5, Z AL 5
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Table 1. Oligonucleotide primers, sequence, locations in exon and molecular size of CD44 gene

Primer Sequence (5°-3) Exon Size‘
CD44S A, S GACACATATTGCTTCAATGCTTCAGC 3-17 482
B, AS GATGCCAAGATGATCAGCCATTCTGGAAT
CD44v C, S TTGATGAGCACTAGTGCTACAGCA 6-15 735
D, AS TCCTGCTTGATGACCTCGTCCCAT’
CD44v6-7
‘ " E, S CAGCCTCAGCTCATACCAGCCAT
F, AS TGTCATTGAAAGAGGTCCTGT 11-12 270

*S and AS represent sense and antisense primers, respectively.

C—> - Eb<F +«—D
Vi Voo Vg VoV, VeV Ve Y VY 4 1}
[61[71081[9]1[101[11][12]1{13][14][15]
\/ CD44ve] W& A4 tadet 226|F 24
COO®G @ ©.1%), AALzA 226|F 2001(90.9%)0] 32
AT & B CDa4v6-79] LA ge Aot 261% 200
Fig. 1. Maip of the 20 exons comprising the CD44 gene. 0.1%), A7E¢=H 2265 200(90.9%)% HE
CD44 Variant: from exon 6 to exon 15. AAukl 2o zA7he] ukEL g8t xo]s} 9l

The polymerase chain reaction (PCR) primers are G Tl Eal 2l 2] o
as follows. 9tKTable 2). B4 Fut 24 9= 2] CD4dv
18182 300]|2 40]|(13.3%)0]Q0 3 CD44v6-72]

o

CD44 Standard: A (exon 3) — B (exon 17) 2
CD44 Variant: C (exon 6) — D (exon 15) 300d]F 74]](23.3%)2 CD44v$} CD44v6-

CD44 Variant 6-7: E (exon 11) — F (exon 12)
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<« 735bp

482bp —
! «— 270bp

Fig. 2. Electrophorectic analysis of RT-PCR amplification products from normal colorectal mucosa (N), colorectal
- adenocarcinoma (C) and normal lateral lymph nodes (L). The PCR products obtained with primers for CD44S

(S), CD44V (V) and CD44v6-7 (6) were resolved on 1.3% gel, stained with ethidium bromide, and visualized

under UV light. The 482 base pair band present in ail of the samples. The 735 bp and 270 bp bands correspond

to. the expected region of CD44v and CD44v6-7 amplification products.

‘RT-PCR = Reverse transcription polymerase chain reaction.

A, B are independent expetiments.
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Table 2. Comparison of RT-PCR for CD44v and CD44v6-7 between normal colonic mucosa and rectal cancer tissue

Normal colonic mucosa Rectal cancer tissue P-value
CD4dy 222 (9.1%) 2022 (90.9%) 0.000
- CD44v6-7 2/22 9.1%) 20/22 (90.9%) 0.000

Table 3. Comparison of RT-PCR for CD44v and CD44v6-7 between normal coloni

c mucosa and pelvic lateral lymph

node reported normal histopathologically in rectal cancer patients

Normal colonic mucosa

Pelvic lateral lymph node P-value
CD44v 2/22 (9.1%) 4/30 (13.3%) 0.636
CD44v6-7 2/22 (9.1%) 7/30 (23.3%) 0272

*p=0.3174

*There was no significant diffencce in lateral pelvic lymph node between CD44v and CD44v6-7 (p>0.5).

T3he] folgh whae] Aolx
oAt vz
tH(Table 3)..
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