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Figure 4 (a-d) Immunochistochemistry employing with anti-CD31 antibody for specimens of inoculated tumors of MIAPaCa2 (a),
MIAPaCa2H(12)-3 (h), PCI-35 (¢]) and PCI-35H{12)-1 (d) { x 400). (e, f) Quantification of CD31-positive areas by counting pixels in digitally
imported images. (¢) MIAPaCa2 (MW) and MIAPaCa2 hybrid clones (M1, M2 and M3}. (f) PCI-35 (PW) and PCI-35 hybrid clones (P1 and

P2). Asterisks denote statistically significant differences {P<0.05).
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Figure 5 In vivo microscopy images of the dorsal skin chamber to monitor angiogenesis. The formation of microvessels indicated active
vascularization (arrowheads}. Upper panels, MIAPaCa2. Lower panels, MIAPaCa2 hybrid.

was observed in tumors derived from MIAPaCa2
parental cells. On the other hand, tumors of hybrid
clones showed very sparse vessel formation (see
Figure 5). These results indicated that some of the
hybrid cells had a significant reduction in in vivo
tumorigenic activity, which could be accounted for
by the suppression of angiogenesis.

Next, we performed a cDNA microarray analysis
to determine the differences in gene expression
profiles between the parental MIAPaCa2 and its
hybrid clones, because significant phenotypic dif-
ferences were observed in this set. We employed
a cDNA microarray platform consisting of 23040
genes commercially available from Amersham
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Table 2 Differentially expressed genes between MIAPaCa2 clones-1 and -3 and their parental cell

Accession no. P-value Normalized Locus  Description GO ontology
ratio
NM_033111.2 0.046 1.7 13g12  LOC88523: CGO16 Unknown
NM_005347.2  0.044 2.1 9q33 HSPAS: heat shock 70kDa protein 5 ATP binding
NM_006067.2 0,042 0.6 16q24  NOC4: neighbor of COX4 Mitochondrion
BX647106.1 0.040 2.5 8q27 MRNA: cDNA DKFZp686N23124 Unknown
NM_006088.3 - 0.036 1.9 6p25 TUBB2: tubulin,beta,2 Structural constituent of cytoskeleton
NM_006082.1  0.026 1.6 12q13  K-ALPHA-1: tubulin, alpha, ubiquitous Microtuble
NM_001614.2  0.022 1.8 17g¢25 ACTGI: sctin, gamma 1 Structural constituent of cytoskeleton
AKO057366.1 0.021 1.6 7q11 Homo sapiens cONA FLJ32804 fis Unknown
NM_002392.1  0.014 1.8 12q14  MDM2: Mdm2, transformed 3T3 cell double Cell growth and maintainance
minute 2,
NM_006203.2  0.011 1.5 512 PDE4D: phosphodiesterase 4D, cAMP- Signal transduction
specific
NM_002898.1  0.010 1.6 12q13  RBMS2: RNA-binding motif, single-stranded RNA binding
interacting protein 2
NM_002715.1 . 0.010 1.9 5923 PPP2CA: protein phosphatase 2, catalytic  RNA splicing
subunit, alpha isoform
NM_014865.2  0.009 1.6 12p13  CNAP1: chromosome condensation-related  Cell cycle
SMC-associated proteini
NM_003977.1  0.008 0.4 11q13  AIP: aryl hydrocarbon receplor interacting = Signal transduction
protein
NM_001763.1  0.007 1.5 1922 CD1A: CINA antigen, a polypeptide Immune response
NM_005914.2  0.006 1.6 8q12 MCM4: minichromosome maintenance ATP binding
deficient 4
NM_006824.1  0.005 2.0 1935 EBNA1BP2: EBNA1-binding protein2 Membrane fraction
NM_021947.1  0.005 1.8 17p13  SAA: Serin racemase Amino-acid metabolism
NM_003057.2  0.005 2.4 626 SLC22A1: solute carrier family 22, member Membrane fraction
1; synonyms
NM_003380.1 0.004 0.7 10p13  VIM: vimentin Structural constituent of cytoskeleton
NM_005159.2  0.003 2.4 15911  ACTC: actin,alpha.cardiac muscle Actin filament
BC063863.1 0.001 1.7 19p13  KIAA0892 protein Unknown
NM_001712.2  0.001 1.6 19q13  CEACAMI: carcinoembryonic antigen- Immune response
related cell adhesion molecule 1
NM_001743.3  0.001 1.7 2p21 CALM2: calmaodulin 2 (phosphorylase Calcium ion binding

kinase, delta)

Biosciences (Piscataway, NJ, USA) and performed a
comparative hybridization analysis between the
parental cells and their hybrids with suppressed
tumorigenicity phenotype. The results give us
information about differentially expressed genes,
theoretically caused by the introduction of chromo-
some 12. We selected genes with differential values
of more than 1.5-fold and showed statistically
significant differences. Among the results, we found
that 24 genes met the criteria (see Table 2), Predicted
functions were annotated based on the Gene
Ontology database.

Next, we compared the expression profiles be-
tween MIAPaCa2H(12)-2 and MIAPaCa2H(12)-3.
Although both were MMCT hybrid clones, the
former lost its growth-suppressive activity, while
the latter retained it after inoculation into SCID
mice. This comparison may give significant infor-
mation of genes accounting for the tumor-suppres-
sive phenotype without a noise of MMCT technique
itself. We found that 18 genes showed more than a
1.5-fold difference in expression level, which is a
statistically significant difference (Table 3). These
genes could account for the differences in tumori-
genic and angiogenic phenotypes between the
clones.
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Not only genes on chromosome 12 that were
expressed differentially beyond our criteria but also
those that were expressed below the criteria could
produce the tumor-suppressive phenotype, because
the addition of one allele to the existing three alleles
on chromosome 12 may not result in a significant
difference in expression levels in some genes,
especially in those supposed to be functionally
altered by structural alteration. Therefore, we
searched for all expressed genes beyond background
levels in hybrids of MIAPaCa2H(12)-1 and -3, both
of which showed the suppressed tumeorigenic
phenotype, and found 25 genes on chromosome 12
according to the annotated information as listed in
Table 4.

We validated the results of alterations of expres-
sions detected in the microarray experiment by the
semiquantitative RT-PCR method (see Figure 6).
Although the results of semiquantitative RT-PCR
were not completely consistent with the corre-
sponding data of microarray experiment in the
magnitude of change in expression level, the
direction of change, either upregulation or down-
regulation, in each case was retained. Among these,
the RAB21 gene, cne of the candidate genes selected
by microarray analysis and located on chromosome
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Table 3 Differentially expressed genes between suppressed and unsuppressed tumorigenic phenotypes

Accession no. Locus P-value  Fold  Description GO ontology
change
NM_015004.2 3p21 0.0273 32.5 KIAA0116: Human mRNA for KIAAQ116 gene, Exonuclease activity
partial cds
AF086240.1  18q21 0.0t 5.03  Homo sapiens full-length insert, cDNA clone  Unknown
ZD28F11
BX116634.1  1p21-p22 0.007 3.91 Homo sapiens transcribed sequense Unknown
NM_001776.2 10q24 0.0277 3.80 ENTPD1: ectonucleoside triphosphate Cell—cell signalling
diphosphohydrolase 1
BC039676.1  11q24 0.0269 3.65 Homo sapiens, clone IMAGE: 5173389, mRNA Unknown
Al827562.1 15q22 0.0061 3.01 Homo sapiens transcribed sequence Unknown
NM_005736.2 10q24 0.0377 2.82 ACTR1A: ARP1 actin-related protein 1 homaolog Structual constituent of cytoskeleton
A, centractin alpha (yeast}
NM_004745.3 8p23 0.0168 2.60 DLGAPZ: discs, large {Drosophifa) homolog-  Protein binding
associated protein 2
NM_005276.2 12q12 0.0425 2.10 GPD1: glycerol-3-phosphatede hydrogenase 1 Carbohydrate metabolism
NM _005244.3 20q13 0.0391 2.08 EYAZ2: eyes absent homolog 2 (Drosophila); Development
L08438.1 5q35 0.0026 1.86 Human autonomously replicating sequence Unknown
{ARS)
NM_194261.1 16p13 0.0035 1.91  UBE?: ubiquitin-conjugating enzyme E21 Ubiquitin cycle
(UBC9 homolog, yeast)
NM_005159.2 15q11 0.0452 1.88 ACTC: Action,alpha,cardiac muscls Structual constituent of cytoskeleton
NM_005594.1 12q23 0.0097 1.84 NACA: nascent-polypeptide-associated Unknown
complex alpha pelypeptide
NM _006067.3 16q24 0.0223 1.70  NOC#: neighbor of COX¢ Mitochondrion
NM_004595.2 Xp22 0.0148 1.52 SAS: spermine synthase Transferase activity
NM_005720.2 7q22 0.0153 0.63 ARPC1B: actin-related protein 2/3 complex,  Structual constituent of cytoskeleton
subunit 1B, 41kDa
XM_371546  2qi2 0.0454 0.51 Human sequence similar to elongation factor-1 Unknown

alpha (ef-1) mRNA, 3' end

arm 12q, showed a higher expression in MIAPaCa2
hybrids than in their parental cells. The results of
microarray analysis were reconfirmed by the quan-
titative real-time RT-PCR method (see Figure 7).

Discussion

Several lines of evidence, as we described in the
Introduction, have suggested that chromosome
12q may carry a TSG(s) that plays a role in the
development and/or progression of pancreatic can-
cer. We aim to gather functional evidence for the
existence of TSG(s) and refine candidate(s) yet to be
identified on the 12q arm. We transferred a normal
copy of chromosome 12 into pancreatic cancer cell
lines by the microcell-mediated chromosome trans-
fer (MMCT) technique'®'’ and analyzed its pheno-
type. MMCT has been proven to be a useful tool
providing functional evidence for identification of
TSG in a variety of cancers such as pancreatic
cancer,?! colon cancer,?®?’ prostate cancer,”® Wilms'
tumor,?* and melanoma.*® This technique also led
the way to the isolation of the NBS gene.™

The derived hybrids of chromosome 12 showed
clear differences from parental cells not in in vitro
but in vivo tumorigenic study. The in viiro studies
of anchorage-dependent and -independent cell
proliferations showed no remarkable differences.

However, the inoculation of the hybrid cells
MIAPaCa2H(12) into SCID mice strikingly showed
a significant suppression of tumorigenesis when
compared with parental cells of MIAPaCa2. The
hybrid cells of the PCI-35 lineage did not show such
a phenotype. These results were of particular
interest because MIAPaCa2 was partially defective
for chromosome 12q, but PCI-35 was not.’® These
results suggested that newly introduced genes on
chromosome 12 overcame defective functions of
existing genes in MIAPaCa2 but not in PCI-35. One
clone of hybrid of MIAPaCa2, MIAPaCazH(12)-2,
did not show a suppressive phenotype. We sus-
pected that this clone lacked some important
portions of the introduced allele. However, we
could not detect differences in genotypes regarding
chromosome 12 among hybrids derived from MIA-
PaCa2 in our panel of microsatellite analysis, mainly
because of similarities in the number of repeats,
which consisted of the microsatellites between the
existing alleles and the introduced allele.

We found a remarkable suppression of angiogen-
esis in and surrounding the inoculated tumors of
hybrids in examinations employing quantitative
vessel counting with immunohistochemical label-
ling and an in vive microscopy system. The
suppression of angiogenesis could account for the
suppressive phenotype of in vive tumorigenesis.
These facts indicated a potential interposition of
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Table 4 Differentially expressed genes on chromosome 12 among MIAPaCa2 hybrids

Accession no.  Locus  Description GO ontology

NM_004882.2  12p11  KCNJ8: potassium inwardly rectifying channel, subfamily ], Voltage-gated fon channel activity
member 8

NM_003213.1  12p13 TEAD4#: TEA domain family member 4 RNA polymerase II transcription factor

activity

NM_005768.4  12p13  C3F: putative protein similar to nessy (Drosophiia) Unknown

NM_006170.1 12p13  NOLI: nucleclar protein 1, 120kDa Positive regulation of cell proliferation

NM_002831.3  12p13  PTPN®: protein tyrosine phosphatase, nonreceptor type 6; Protein tyrosine phosphate activity
synonyms

L16783.1 12p13  FOXM1: forkhead box M1 RNA polymerase II transcription factor

activity

NM_005276.2 12912  GPD1: glycerol-3-phosphate dehydrogenase 1 Carbohydrate metabolism

NM_02898.1 12q13  RBMS2: RNA-binding motif, single-stranded interacting protein 2 RNA-binding activity

NM_021019.2  12q13  MYLS: myosin, light polypeptide 6, alkali, smooth muscle and Structural constituent of muscle
nonmuscle; synonyms

NM_002475.2  12q13  MLC1SA: myosin light chain 1 slow a Structural constituent of muscle

NM_006576.2  12q13  AVIL: advillin Actin binding

NM_006082.1  12q13  K-ALPHA-1: tubulin, alpha, ubiquitous Structural molecule activity

NM_000289.3  12q13  PFKM: phosphofructokinase, muscle Transferase activity

NM_000239.1  12q14  LYZ: lysozyme [renal amyloidosis) Hydrolase activity

NM_002392.1  12q14  MDM2: Mdm2, transformed 3T3 cell double minute 2, p53- Oncogenesis
binding protein (mouse); synonym

NM_014999.1  12q15 RAB21: RAB21, member RAS oncogene family GTP-binding activity

NM_005123.1 12q23  NR1H4: nuclear receptor subfamily 1, group H, member 4 Transcription factor

NM_006700.1 12q23  FLN29 gene product Unknown

NM_000970.2 12924  RPL6: ribosomal protein L6 Ribosome

NM_031954.2  12q24  KCTD10: potassium channel tetramerization domain containing ~ Voltage-gated ion channel activity
10(MSTP028)

NM_001516.3  12q24  GTF2H3: general transcription factor IIH, polypeptide3 Damaged DNA binding

NM_000617.1  12¢24  SLC11A2: solute carrier family 11 (proton-coupled divalent metal  Iron ion transporter
ion transporters), member 2

NM_003594.2  12q24  NACA: nascent-polypeptide-associated complex alpha Protein biosynthesis
polypeptide

NM_019086.2 12924  Hypothetical protein FLJ20674 Unknown

NM_020993.2  12q24  BCL7A: B-cell CLL/Lymphoma 7A, mRNA Actin binding

pulative TSGs at chromosome 12 playing suppres-
sive roles, not in proliferation of the tumor itself in
an early phase, but in angiogenesis in a later phase
of tumorigenesis. Angiogenesis is a key factor for
tumorigenesis, and its suppression plays a major
role in a tumer-suppressive activity.**=** The sup-
pressive activity of introduction of chromosome 12
in the later phase of pancreatic tumorigenesis could
explain our previous finding of significant associa-
tion of loss of chromosome 12q with poor prognoses
in patients with pancreatic cancer.'?

We further analyzed a total of 23040 unique
human genes in this study to search for genes
closely associated with tumorigenesis by altering
expression and successfully grasped gene expres-
sion profiles of hybrids in comparison to parental
cells. Although the possibility of missing important
genes cannot be excluded because of the limited
number we examined, about two-thirds of the total
human genes that were analyzed, this method is one
of the best ways to explore the genes that play
important roles in pancreatic carcinogenesis. Using
this method, detection of genes that lose their
function by structural alterations cannot be detected
either. However, this technique enabled us to obtain
valuable information from various aspects such as
examinations of the TGF-beta/SMAD4 pathway® or
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introduction of a DNA methylation inhibitor or a
selective COX-2 inhibitor in pancreatic cancer
cells.*®*” Discovery of various overexpressed genes
in pancreatic cancer cells was also reported by this
method; sea urchin fascin homolog, heat shock
protein,”® ABL2, Notch4, SOD1,* c-myec and
Rad51.*° We report herein the first results of
microarray analysis of the comparison between
parental cells and their hybrids after introduction
of chromosome 12 using the MMCT technique.

For analyzing the data of the microarray, we first
selected genes whose expressions were significantly
different statistically and mere than 1.5-fold differ-
entially expressed genes between the parental cell
and hybrid clones were picked up. These data gave
information about alteration of gene expression by
introduction of the additional copy of chromosome
12. According to our FISH results, the majority of
hybrid cells harbored one additicnal copy of the
chromosome 12 to tri- and tetraploid cells, MIAPa-
Ca2 and PCI-35, respectively. Although we could
not precisely estimate alterations of expressions of
genes between parental cells with three or four
alleles and cells with one additional allsle in them,
it is probable that the differences may be small.
Therefore, we used only statistical methods for data
analysis without cutting off the data in large-fold
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Figure 6 Semireal-time quantitative RT-PCR for MIAPaCa2
parental cell and its derived hybrid clones. f2-Microglobulin
mRNA was used as the control to adjust the concentrations of
template ¢DNAs. PCR was performed in minimum cycles and
results were confirmed by ethidium bromide staining after
agarose gel electrophoresis. Lanes MW, MIAPaCa2 parental cell;
M1, hybrid clone 1; M2, hybrid clone 2; M3, hybrid clone 3.
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Figure 7 Real-time quantitative RT-PCR assay for HAB21 in
MIAPaCa2z (MW) and MIAPaCa2 hybrid clones {M3i, M2 and
M3). The vertical scale shows the ratio of RAB21 to fp2-
microglobuliin, the internal control.
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increases of expression levels as described in other
reports; we applied 1.5-fold as the cutoff. We
obtained 24 genes that were differentially expressed
between the MIAPaCaZ2 and its derived hybrid
clones with suppressed tumorigenicity. These 24
genes are predicted to function in a variety of
pathways and situations, potentially indicating
complicated molecular networks underlying
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cellular phenotypes triggered by genes on the
transferred chromosome and/or the effect of intro-
duction of one additional allele itself. Since we
applied the strict statistical method to select genes
to avoid false positives, and because we excluded
ESTs without annotated information, the total
number of genes listed is not large. Among those
selected genes, several interesting genes have been
reported in association with cell proliferation.
PPP2CA comprises a diverse family of phospho-
serine- and phosphothreonine-specific enzymes
ubiquitously expressed in eukaryotic cells, and
regulates a diverse set of cellular processes such as
metabolism, cell cycle, signal transduction, differ-
entiation, and oncogenic transformation.** CNAP1 is
one of the essential components of the chromosome
condensation complex in the mitotic process, and a
mutant CNAP1 was unable to associate with mitotic
chromosomes.**

Gene expression profiles between the two typical
hybrid clones of MIAPaCa2, one of which lost
growth-suppressive  activity (MIAPaCa2H(12}-2)
and the other that retained it (MIAPaCa2H{12)-3),
could give us valuable information about genes
accounting for the difference of phenotype. The 18
selected, differentially expressed genes were scat-
tered on various chromosomes and had a variety of
functions; some important clues may be hidden in
the function of these genes.

The 25 expressed genes on chromosome 12 in
MIAPaCa2H(12)-1 and -3 potentially include genes
functioning in the tumor-suppressive pathway in
pancreatic cancer. The ranges of expression levels
were between 0.31 and 3.86 when compared with
parental cells; downregulation of genes on chromo-
some 12 could be a result of direct or indirect trans-
suppression by introduced genes. Some of these 25
genes on chromosome 12 already showed evidence
of suppressor activity in pancreatic cancer. TGF
pathway components may use a motor protein light
chain as a receptor for the recruitment and transport
of specific cargo along microtubles.*® PRPN6 en-
codes the protein tyrosine phosphatase of nonre-
ceptor type 6, which is shown to be suppressed in
leukemic cells and correlated with patients’ prog-
nosis.** Among these genes on chromosome 12,
RAB21 was upregulated 1.68-fold higher in hybrids,
and this fold change was reconfirmed by quantita-
tive PCR. RAB21 is a member of a subfamily of small
GTP-binding protein of the Ras superfamily that has
been revealed to play a role in the regulation of
vesicular transport in polarized intestinal epithelial
cells.*® Phenotypes related to the carcinogenesis of
this gene are yet to be investigated.

In previous works, we have found that expression
of DUSPé at 12q21—q22 is suppressed in pancreatic
cancer cells, and exogenous restoration of the gene
revealed a tumor-suppressive phenotype.’®** It is
notable that suppressed expression of DUSP6 was
not recovered after restoration of chromosome 12,
Probably, an epigenetic mechanism silenced the
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DUSP6 gene expression of the newly introduced
chromosome 12. The roles of other candidate genes
in tumor suppressions remain to be explored.

The hybrid cells revealed the suppressive pheno-
type of angiogenesis: therefore, molecules predicted
to be involved in angiogenic process are of parti-
cular interest. The microarray we employed con-
tained several genes related to angiogenesis,
including ANGPT2, TNFSF12, SH2D2A, ANG,
ANPEP, VEGFC, and PGF. We found that these genes
were expressed at levels less than the background in
bath parental and hybrid cells. Therefore, there is
little possibility, if any, that they play a role in the
angiogenic phenotypes observed in the present
study. Further detailed examination of other angio-
genesis-related molecules is needed.
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MANAGEMENT OF CENTRAL-TYPE EARLY LUNG CANCER:
AN EVIDENCE-BASED CLINICAL GUIDELINE

Akira Sakurada, Chiaki Endo. Masami Sato and Takashi Kondo
Department of Thoracic Surgery, Institute of Development. Aging and Cancer, Tohoku University

With the support of the Japan Ministry of Health, Labour and Welfare, clinical guidelines for the manage-
ment of lung cancer have been completed according to evidence-based methods. In this article, we focus on the
guidelines for central-type early lung cancer. Reviewing a total of 3,196 reports that include key words related
to central-type early lung cancer, 41 were selected and applied to determine recommendations for diagnostic
or therapeutic methods. Among diagnostic methods, sputum cytology for the high-risk group and bronchoscopy
for patients with positive sputum cytology were evaluated as recommendable. Among therapeutic methods,
surgery and photodynamic therapy were evaluated as recommendable. For some methods, including fluores-
cence bronchoscopy and endobronchial ultrasonography brachitherapy, there was insufficient evidence to con-
clude that they are efficacious. At present, efforts to clarify the efficacy of these methods should be continued.
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Sex Differentiation of Smoking Effect for Prognosis of Lung Cancer
—Study of 2220 Cases of Primary Lung Cancer
Undergone Pulmonary Resection—

Sumitaka Yamanakal; Masami Sato'; Akira Sakuradal;
Chiaki Endo!; Masashi Handa?; Takashi Kondo!

ABSTRACT —— Objective. The objective of this study was to examine the clinical characteristics and the differ-
ences between the sexes as to the effects of smoking on the survival rate in lung cancer patients who had undergone
lung resection in the Department of Thoracic Surgery of Tohoku University Hospital. Methods. The clinical records and
Brinkman index values {number of cigarettes for day X years smoked) of 2220 patients, 1617 men and 603 women, who
had undergone pulmonary resection from 1952 to 2000 at Tohoku University Hospital were reviewed. Results. The ra-
tio of adenocarcinoma patients was higher in women than men, while men had a higher ratio of squamous cell carci-
noma and large cell carcinoma. In both sexes, the 5-year survival rates of non-smokers were significantly better than
those of smokers. The larger the Brinkman index value was, the lower was the incidence of adenocarcinoma. There was
no significant impact of the Brinkman index on stage progression. To clarify the effect of smoking on the survival rate,
we reviewed the records of patients with pathological stage IA adenocarcinoma, since most of these patients are ex-
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pected to die from non-cancerous causes, As a result, the outcome in male smokers in terms of overall survival was sig-
nificantly worse than that in non-smokers. There was no significant difference, however, in survival between smokers
and non-smokers, based on death due to lung cancer. Conclusion. It is suggested that smoking-related deaths resulting
from causes other than cancer were not negligible in male surgically treated lung cancer patients. Although the impact
of the effect of smoking on the survival of female patients with stage Ia adenocarcinoma was not clear, the overall sur-
vival of lung cancer patients with a history of smoking was worse than that of non-smokers in both sexes. As described

above, smoking cessation is stil! an important issue in Japan. (JJLC. 2004:44:83-89)
KEY WORDS — Lung cancer, Smoking, Brinkman index, Stage I adenocarcinoma
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Table 1. Patient characteristics {1952-2000}
Men (%) Women (%) p value
Number 1617 603
Age (mean) 64.5 624 NS
Smokers 1497 (92.6) 81 (134) p < 0.001
Mean BI among smokers 1004 458 r < 0001
Detected by mass screening 725 (44.8) 3256 (53.9) p < 0.001
Histology *
Squamous cell carcinoma 732 (45.3) 25 ( 4.1) p < 0.001
Adenocarcinoma 567 (35.1) 510 (84.6) p < 0.001
Small cell carcinoma B3 ( 3.3) g (15) p =002
Large cell carcinoma 193 (11.9) 16 (27 p < 0.001
Pathological stage T
I 860 (53.2) 367 (60.9) p =0.001
I 282 (17.4) 67 {1L.1) p < 0.001
m 412 (25.5) 147 {(24.4) NS
I\ 30 (19 15 ( 25} NS
NS: not significant.
* Excluding other histologic types.
t Excluding cases of inknown stage.
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