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Table 1 Cases studied. * p>0.5

Age Broca's I
n  Sex Y on o on

Cases with
Pneumothorax A 11 M 10 27.5%11.8 —12.6 42
B 4 M 4 340 70 —150 43
Control 12 M 12 31.0%13.3 —75 42

Group A: within 3days from on cet of the disease.

Group B: Age 44 male, 4days after the oncct of the disease.
Age 29 male, 3days after the oncce.
Age 26 male, 14days after the oncct.
Age 37 male, 7days after the oncct.

Broca's I.: Broca's Index.
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Fig.1 Factor X in spontaneous pneumothorax;
Group of cases with spontaneous pneumothorax.

A : The test was performed at attack within 3days.

B : Age 44, the test, 4th day after attack.
29, the test, 3rd day after attack.
26, the test, 14th day after attack.
27, the test, 7th day after attack.
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Introduction

It was observed that lower levels of thrombotest(TT),
hepaplastinteast(HPT)", and elongation of prothrombine
time(PT), activatatec partial thromboplastine time(APTT)
were observed in cases with spontaneous pneumothorax?.

HPT was reflected to blood coagulation factor II,
VII, and X*. The present study was observed on blood
coagulation factor X(Factor X) in spontaneous pneu-
mothorax. Factor X was a 55000 molecular weight and
synthesized in hepatocyte®.

Materials and Methods

Subjects : Subjects were 14 males and 1 females with
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Fig. 2 Factor X in clinical course, 2 cases ; Factor X
was elevated after 8th, and 14th day, respectively.
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Fig.3 Factor X in clinical course, 2 cases ; Elevated factor Fig.4 Factor X in spontaneous pneumothorax ;
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spontaneous pneumothorax and 12 healthy males(age:
7 =31.0) as control. Pneumothorax were divided into
two groups A(age: 7 =27.5) and B(age: ¥ =31.0).
Group A was 11 cases within 3 days from onset of the
disease. Group B was 4 cases was 3, 4, 7, and 14 days
after onset of the disease (Table 1).
Laboratory studies

Factor X was measured by PT method”(standard: 56
~138%) in plasma of the subjects.

Broca's Index : Broca's Index®was —12.6 in Group
A, —15.0 in Group B, and —7.5 in control.

Clinical course : Clinical course was observed in 5
cases. Chest X-P and factor X were followed.

Grade of pneumothorax : Grade was divided into I,
I1, and 1II".

Results

Factor X in sontaneous pneumothorax ; Factor X of
Subjects was as follows : Group A : 94.0%, Group B:
169%, 145%, 144%, and 139%. Control: 112.6%. (p<
0.0027 in Group A and Control) (Fig. 1).

Factor X in clinical course;

Case K.N. (age 34, male)/ Factor X was 88% at 1st day
of the disease, 93% in 6th day, 207% in 8th day.

Case K.H. (age 48, male)/ Factor X was 106% at 1st
day, 112% in 20th day, 134% in 40th day. After 2 years,
the disease was recurred (Factor X : 119%)(Fig. 2).
Case Y.M.(age 44, male)/ Factor X was 169% in 4th
day, 130% in 16th day (Fig.3).

Grande of pnumothorax and Factor X ; No remark-
able distribution was observed in factor X levels by
grade of pneumothorax (Fig. 5)

Broca's Index and Factor X ; Corrlation between
Broca's Index and Factor X was observed in Group A
and Control. Gamma was 0.6 in Group A, and —0.05 in
Control(Fig.6).

Discussion

It was observed that Factor X was down at the time
of the occurrence of the spontaneous pneumothorax.
But Factor X was elevated after 4day from the oncet.
Occurrence of pneumothorax was related to down
Factor X. The observation was not correlated with the
disease grade and with Broca's Index.

Coagulation process was mainly noted in hemor-
rhage. Not only hemorrhage but also living membrane
maintenance will be acting to coagulation mechanism.
Factor X will be act to living membrane of the lung.
Pneumothorax was seemed a rhexis of living membrane
of the lung.

Elevated Factor X after occurence of pneumothorax
was seen as response. Later in clinical course, Factor
X was gradually down.

It was indicated that coagulation mechanism will be
act in maintenance of living body not only in emar-
gency response.
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Abstract Blood coagulation factor X was observed in spontaneous pneumothprax and in clinical course.
(1) Factor X was down at the time of occurence of spontaneous pneumothorax.
(2) Factor X level was gradually up after 4th day of the oncet of the disease.
(3) Elevated Factor X was to normal level in later clinical course.
(4) No correlation was observed between Factor X and grade of pneumothorax or Broca's Index.
It was indicated that Factor X was act on maintenance of living membrane. Elevation of Factor X after pnemothorax

was a living body response.
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Epstein-Barr Virus DNA in Primary Lung Squamous Cell Carcinoma

Tadayoshi IMAIZUMI

Nakano Homecare Clinic, Sogou Aoyama Hospital
Nakano 4-4-11, Nakano-ku, Tokyo 164-0001

Epstein-Barr virus (EBV), a common human herpes
virus, has been connected with two kinds of cancer;
African Burkitt's lymphoma(BL) "?, and undifferentiat-
ed nasopharyngeal carcinoma(NPC) *.

BL was frequently found in the equator Africa and
was undifferentiated non-Hodgikin B lymphoma in
pathology . NPC was mainly found in South of China
and was suggested a connection with EBV because of
detection of EBV DNA .

In the present study, Author found EBV DNA was
detected in a tissue of primary lung carcinoma, squa-

Table 1 Cases with primary lung carcinoma.

Case Age Sex Pathology
1 MK 65 M
2 NS 55 M

3 SH. 55 M

Squamous cell carcinoma
Squamous cell carcinoma

Squamous cell carcinoma

mous cell carcinoma. It was suggested that primary
lung carcinoma, squamous cell carcinoma, was EBV-
connected carcinoma.

METHODS
Clinical specimens. Tumor mass was extirpated from 3
cases with primary lung carcinoma by surgical operation.
Table 1 showed the cases. Tissue fragments obtained
from tumor was stored in a deep freezer at —20°C. A part
of the tumor was used for paraffin section of pathology.
Polymerase chain reaction ®. DNA was extracted ” from
the tissue fragments. Amplification of DNA was carried
out with using primer and Tag DNA polimerase in DNA
thermal cycler(PJ-100, Perkin Blmer Cetus).
Identification of viral sequences. PCR products were
visualized with UV light as a single band by staining
with ethidium bromide after agarose gel electrophoresis.
in situ hybridization®. The cloned Bam HI fragment of
the EBV genome was used as EBV specific probe. Smear
specimens of tumor was carried out for hybridization.
Carcinoma fragments used were squamous cell carci-

Fig. 1 Extirpated lung lobe with carcinoma, and histopathological finding in Case 2 ; Carcinoma was seen in the lung
lobe. Microscopic photograph showed an image of squamous cell carcinoma.
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noma in pathology. Fig. 1 showed extierpated tumor
and microscopic photograph of carcinoma in Case 2.
DNA amplified by PCR reaction in agarose gel elec-
trophoresis.

Fig. 2 showed the pattern of PCR products. Bar of
cell DNA and EBV DNA. EBV DNA was detected in
the sample.

In situ hybridization. Fig. 3 showed EBV DNA
hybridization in Case 2. Dark red spots were seen in
cell nucleus. Nuclear labelling for EBV was present.
Results were summurlized in Table 2.

DISCUSSION

The present results showed EBV DNA was detected
in primary lung carcinoma, squamous cell carcinoma,
by PCR reaction and in situ hybridization. It was pre-

Table 2 PCR and in situ hybridization.

—+ positive ; — negative
EB virus DNA
Case PCR In situ hybridization
1 + +
2 + +
3 - -
] gl

EB virus

1. Size marker
2. Sample
3. Negative control(Human DNA)

Fig. 2 Electrophoresis of amplified EB virus sequences.

sented not only BL, and NPC, but also primary lung car-
cinoma, squamous cell carcinoma, was EBV-connected
tumor.

EBYV antibody elevation has also observed in serum
of primary lung carcinoma, squamous cell carcinoma,
but not adenocarcinoma in the previous study®. The
results observed in EBV antibody would be correlated
with the present detection of EBV DNA.

NPC showed two faces in pathology. One was undif-
ferentiated tumor, and the other was well differentiated
squamous cell carcinoma'”. Dikens et al. detected
EBV genome from NPC tumor with both undifferentiated
tumor and well differentiated squamous cell carcinoma.

Primary lung carcinoma detected EBV DNA was
squamous cell carcinoma. Similar processes of carcino-
genesis might be in between NPC and primary lung car-
cinoma, squamous cell carcinoma.

EBV-connected primary lung carcinoma would widely
distributed in the world.
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Abstract Epstein-Barr virus(EB virus) was detected from primary lung carcinoma, squamous cell carcinoma. That
is, EB virus DNA was amplificated by PCR method from tumor DNA, and was detected in three tumor fragments.
EB virus DNA spot was found in tumor cell nucleus by in situ hybridization.

It was indicated that primary lung carcinoma, squamous cell carcinoma was EB virus-related carcinoma.

Key words EB virus, PCR, Lung carcinoma, EB virus DNA.
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A Case of hCG Producing Large Cell Lung Carcinoma
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or Metastatic Lung Cancer
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in Primary Lung Carcinoma, Squamous Cell Carcinoma

Epstein-Barr Virus Antibody Elevation

Tadayoshi IMAIZUMI

Nakano Homecare Clinic, Sogou Aoyama Hospital
Nakano 4-4-11, Nakano-ku, Tokyo 164-0001

It was known that Epstein-Barr(EB) virus was related
to some carcinomas, such as Burkitt lymphoma,
nasopharyngeal carcinoma®, or gastric carcinoma with
lymphoid stroma®. EB virus infected into B cell, but
also epithelial cell, as seen in nasopharyngeal carcinoma.

The present study was observed EB virus antibody in
primary lung carcinoma were found EB virus antibody
elevation in squamous cell carcinoma.

Materials and Methods

Cases with primary lung carcinoma, 7 cases with
squamous cell carcinoma, 18 cases with adenocarcino-
ma, 2 cases with small cell carcinoma, 1 case with large
cell carcinoma were studied. Healthy 20 cases, 10
males 10 females, were observed as control(Table 1).

Serum obtained from peroferal blood of cases was
used. EB virus antibody of serum was observed®.
Elevation of EB virus antibody was noted, that is, over
titer of EB VCA IgG 640X, EB VCA IgM 10X, EB
VCA IgA 10X, EB EADR IgG 10X,
and EB EADR IgA 10X.

Periferal blood lymphocyte and chest plain X-P was
alaso observed.

Table 1 Cases studied.

Age
n Sex X on
Lung Ca. Sq. cell ca. 7 M6 F1 75.1 6.1 +
Adenoca. 18 MIl13 F5 68.6 10.5
Smallcellca. 2 M1 F1 65.73 P>0.1
Largecellca. 1 Ml 67
Control 20 MI10 69.2 9.1 |

F10 654 114

Table 2 EB virus antibody elevation in lung carcinoma.
n  Elevation

6 (85.7%)

Sq. cell ca, 7

Adenoca. 18 4 (220 | P<005
Small cell ca. 2 1
Large cell ca. 1 1
Control MI10 0
F10 0

Results

EB virus antibody elevation was observed 6/7(85.7%)
in squamous cell carcinoma, 4/18(22.2%) in adenocar-
cinoma, 1/2 in small cell carcinoma, 1/1 in large cell
carcinoma (Table2).

Elevation of EB VCA IgG was 3/6, EB VCA IgM
was 1/6, EB VCA IgA was 3/6, EB EADR IgG was 2/6
in squamous cell carcinoma, and EB VCA IgG was 2/4,
EB EADR IgG was 2/4 in adenocarcinoma (Table 3).

Periferal blood lymphocytes in cases with EB virus
antibody elevation was shown in Table 4. Lymphocyte
(%) was 15~35 in squamous cell carcinoma, 29~48
in adenocarcinoma, and 16~52 in control.

Chest X-P tumor shadow and EB virus antibody was
shown in Table 5. In over 2.5 cm of tumor shadow,
EB VCA IgG was 1280X, 640X, and 320 X. In under
2.5cm of tumor shadow, it was 160X, 80X, and 40 X.

Discussion

It was observed that EB virus antibody was elevated
in primary lung carcinoma, especially squamous cell
carcinoma. Tissue type of nasopharyngeal carcinoma
of South China was squamous cell carcinoma. Four

Table 3 Cases with EB virus antibody elevation.

EB VCA EB EADR

IgG  IgM IgA IgG IgA

Sq. 73M 1280 10 — —  —

79M 1280 — 10 @ — -
M - = 20 - -
78M 640 — @ — = -
82M - - = 10 -
80F - - 10 10 -
Ad. 74M 640 — @ — - -
62M 640 — @ — = -
75F - - = 20 -
61M - - - 20 -
Sm.65M  — — 10 10 10
67F 640 — — 40 @ —
B 8 p B 7EREE Vol.15 No.1 2003



Table 4 Periferal blood lymphocytes in cases with EB
virus antibody elevation.

Leucocytes Lymphocyte

Elevated cases Sq. 14300~6300 [mm*] 15~35 [%]
Ad. 6200~ 5400 29~48
Control 8400~4100 16~52

cases of pharyngeal carcinoma, and two cases of
esophageal carcinoma was shown EB virus antibody
elevation in authors another observation. It was indi-
cated that primary lung carcinoma, squamous cell car-
cinoma, was related to EB virus.

Among EB virus antibodies, EB VCA IgG was
pararrel with tumor size. Larger tumor size was shown
higher level of EB VCA IgG.

Periferal blood lymphocyte was not so remarkable in
cases with EB virus antibody elevation and control.

Abstract

Table 5 Area of chest X-P shadow and EB virus antibody.

2.5cm 1 2.5cm |

EB VCA IgG 1280 X 160X
640X 80X

320X 40X

EB EADR IgG - 20X
10X

* llarger |  smaller
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1. EB virus antibody was elevated in primary lung car cinoma, squamous cell carcinoma.
2. Elevation of EB virus antibody was observed in EB VCA IgG, EB VCA IgA, and EB EADR IgA.

3. Antibody titer of EB VCA IgG was related to tumor size.

4. No remarkable changes was observed in peripheral blood lymphocyte.
5. Primary lung carcinoma, squamous cell carcinoma, will be an EB virus related carcinoma.

$s.73 %
Squamous cell ca.
WBC 14300
CEA 52
SCcC 1.2
CA19-9 7
EB VCA 1IgG 1280
IgM 10
IgA -
EBEADR IgG —
IgA -
EBNA 40

Fig 1 One case (age 73, male) with primary lung carcinoma : Plain chest X-P.
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