The2ls Annual Scientific M egting of the M alaysian Society of Pathologistswashed in Kuala
Lumpur from 30th August to 1t September 1996. Abstr act.of thefreepaper communications
follow: .

Oral presantations

1  C-reactiveproteinin neonatal spss
Zakiah I, *Musa M.N. and Zawiah A

Division of Biochemistry, Ingitute For Medical Research Kuala Lumpur and * Paediatric
Department, Hospital Sultanah Aminah, Johor Bahru.

C-reactive protein (CRP) isone of the most important acute phase proteins and the serum content in
hedthy peopleincludingchildrenisusualy inasmall amount of lessthan 10 mg/l. Serum CRPleve
is sgnificantly elevated in various diseases and infections especidly o bacteria origin and serid
measurementscan be useful for monitoring disease activity towardsantibiotictherapy. 1nour study
involving 75 samplesfrom 39 neonates admitted to the Specia Care Nursery for various reasons
including suspected sepsis, we are able to demondtrate the usefulness o serial measurement of this
acute phase protein. Twenty five of these neonateshave 2 specimens, 2 had 3 specimensand 1 each
with 4 and 5 specimensexamined. The other 10 have unfortunately only have one specimen sent.
The CRP level and its trend were compared with their clinical progress and other laboratory
investigationsas well asfina patient out-come. Theleve returned to normal in patients with good
recovery and those discharge well and in few others, the level remained high or even higher in
patients who had poor outcome.

2. Radicimmunoassay of acetylcholinereceptor antibodiesin healthy blood donors
Fariza MY, Azizah MR, Zaiton Y, Shahnaz M, Abdul Karim 7, and Nasuruddin BA

I nstitute for Medical Research, Kuala Lumpur and Department of Pathology, Hospital Kuala
Trengganu

Myasthenia gravis (MG) isadisorder of neuromuscularfunction caused by an autoimmunedisorder
against the acetyl cholinereceptor (AChR) at the postsynaptic region of theneutromuscular junction.
The assay to detect antibodies against AChR is an important tool in the diagnosis of the disease.
Using acommercial radioimmunoassay (RIA) kit we measured antibodiesto AChRs in a group of
91 hedthy blood donorsin our population to establish its normd referenceinterval. They included
54 (59.3%) Madaysand 37 (40.7%) Chinesewith a mean agedf 33.2 years (+/-SD 8.9). Seventy-
five (82.4%) were maesand 16 (17.6%) werefemales. Theresult of antibody titres showed anon-
Gaussian digtribution.  Thus, a non-parametric method of analysis was used. Taking the 95th
percentile as the cut-off point, antibody titres of above0.38 nmol/1 are considered to be abnormally
raised. Four individuals (4.4%) had levels ranging from 0.4 - 0.96 nmol/l. We did not find any
asociaion between anti-AChR antibody titre and female or mae gender and race. We are now
providing this assay routinely for serologicaly diagnosis of this malady.

3. A hypothess Low antischizont IgG in HLA-B*1513 postive Malaysian Aborigines
[Orang Aslis (OAs)] — Thereault of efficient elimination of theantigen by T lymphocytes?

Nasuruddin BA, Lokman Hakim S, *Hirayama K, Mak JW

Ingtitute for Medical Research, Kuala Lumpur, Malaysia and *Medical Faculty, Saitama
University, Saitama, Japan

For 30 years, HLA associations with certain diseases have provided some important cluesto their
pathogenesis. In 1991, Hill et. al. described in Nature the strong, protective association between
HLA-BwS53 and resistance to severe malariaamong the Gambiansin West Africa

In 1994, we observedahigh prevalanceof 33% of HLA-B*1513 (HLA-BTT) among theOrang
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Adis (OAs) in Kampong Gapoi in Pahang (compared with prevalences of 2.5%, 0.7% and 0.4%
among the Zairen, Javaneseand Thais, respectively). Only one of the OAs tested had HLA-Bw53.
Very interestingly, on subsequent sequencing of the amino acids, we found that the sequence from
the 62nd to the88th amino acidsof HLA-B*1513isidentical to the correspondingsegment of HLA-
Bw53.

OF interedt, too, is the fact that the antischizont IgG levels of those OAs with HLA-B*1513
when compared with that of those without HLA-B*1513, are significantly lower; be they in adults
or among children.

This could therefore be explained thus: the T lymphocytes when presented with the malaria
antigensin the groove of the beta-pleated sheet of the HLA-B*1513, become so activated that they
subsequently are able to eliminatethe maariaantigensvery efficiently, even before B lymphocytes
are able to produce the specific immunoglobulins in significant amounts.

4. Blood group serology and bone marrow transplantation
Menaka N and Kua GE
University Hospital Kuala Lumpur

Blood group antigensand bone marrow transplantationareintimately linked in more waysthan one.
The most important roleis to see whether amagjor ABO incompati bility exists between the recipient
and the donor since thismay lead to adelay in marrow engraftment. Serial erythrocyte genotyping
and monitoring isoagglutinin titre levels may provide vauable information with regards to time of
engraftment and impending graft failure or rgjection. However pitfals do exist. These will be
discussed by ways of case studies.

5. Mucinous carcinomaof breast - profile of 8 casss
G. Jayaram, C.H. Yip and S.F. Alhady
Department of Pathology, Faculty of Medicine, University of Malaya, Kuala Lumpur.

Mucinouscarcinomadf thebreastisadistinctivewell differentiatedtypecf invasiveadenocarcinoma,

congtituting 2-3% of breast cancers. It has been reported to have a more favourable prognosis than
wel| differentiated adenocarcinomadf breast, alower frequency of axillary lymph node metastases
and abetter survival. Over a2'/z year period from January 1994 to June 1996 weencountered8 cases
of mucinouscarcinomacdf breast and we had the opportunity to doFNA cytologicstudy in7 of these
cases. Cytologicappearancein al caseswassimilar consistingof amonotonous populationof tumor
cellsfloatingin variableamountsof mucin. Cellsoccurredsingly andin clustersand weresmall and
uniform looking. A positive cytologic identification of mucinous carcinoma could be made
prospectively in 7/8 cases and retrospectivelyin all 8 cases. Histopathol ogiccorrelation confirmed
al 8 to be pure mucinous carcinomas. Knowledge of the digtinctive cytologic appearance of

mucinous carcinoma would enable correct identification of these inoccuous looking cells as
malignant and prompt treatment which could further enhance the survival of these prognostically
favourable breast cancers.

6. Limited placental examinations
Hayati A.R., T.Y. Khong and Zainul Rashid
Department of Pathology, Universiti Kebangsaan Malaysia

144 placentasfrom all cases of stillbirth weighing 500 g and above were sampled over a period of
thirteen months between 1994 and 1995 in the Maternity Hospital, UKM unit, Kuala Lumpur.
Sampling was limited to 1 - 3 blocks per placentafor morphological study. Placental abnormalities
were found in 121 placentas (85%), out of which 78 placentas had definite lesions while the
remainder showed lesions suggestive of an underlying disease. 15% of the 144 placentas were
norma. Thisisareview of the usefulness of placental examination given that there are limited
samplesonly.



7. Pap smear sudy: The sequalae. Isthere a need to change the sampling tool?
Nor Hayati Othman, and *Mukarramah Che Ayob
Hospital Universiti Sains Malaysia and *Hospital Kota Bharu, Kelantan

Thisisafollow-upstudy on pap smearsin which atotal of 2289 consecutiwe sampleswereanayzed
in 2 institutions, Hospita Universiti Sains Malaysia (HUSM) 596 cases and Hospital Kota Bharu
(HKB) 1693 cases. Transformation zone cells were included in 832 smears (36.7%) while 1356
smears(59.2%) did not contain thesecells. 4.1% of thesesamplesweretechnicallynoninterpretable.

Of these satisfactory smears, 68/832 (8.2%) had CIN changesand 1.1% showed frank cancer.
Therest of the satisfactory samples showed inflammatory features. The causesaf theinflammation
were noted to be Human Papillomavirusin 21.1%, candida albicans7.8%, trichomonas 3.2% while
in the mgjority the organisms were not identified.

The samples which did not contain transformationzone cells were seenin al age groups; in
descending order, 31 to 40 years40.8%, 21 to 30 years 37.6%, 41 to 50 years 13.8%. 17 to 20 years
4.1%. 61 to 70 years 0.6% and above 71 years 0.5%.

The conventional method of taking pap smearsin Maaysiais by using the wooden spatula.
Severa studies have indicated that this mode of sampling does not sample the transformationzone
area satisfactorily. Endocervica brush have been used on selected cases in university or private
ingtitutions. We proposeits use for al cases.

8 Prdliferatingcel nuclear antigen( PCNA) index in thyroid follicular neoplasms.
Thuaibah H., and Sharifah N.A.
Department of Pathology, Universiti Kebangsaan Malaysia

The purpose of this study is to determinethe proliferating cell nuclear antigen (PCNA) index in
normal tissue, follicular adenoma and follicular carcinoma of the thyroid and to correlate PCNA
value with histological diagnosis of malignancy. A total of 87 cases comprisng 21 follicular
carcinomas, 58 follicular adenomas and 8 normal thyroid tissues were investigated by
immunohistochemistry usng monoclona antibody against PCNA. A minimum number of five
hundred cellsweremanually counted for nuclear positivityfor PCNA. 1t wasfound that PCNA index
ranges from 0.2-1% in normd thyroid, 0.4-23% in follicular adenomas and 1-30% in follicular
carcinomas. PCNA index tend to be higher in follicular carcinomas (mean = 12.87%) compared to
follicular adenomas(mean = 6.69%) however thereis no statistically significant difference between
thetwogroups(p=0.21). Histology till remainsthe most reliablemethod of differentiatingfollicular
carcinoma from follicular adenoma.

9.  Lamina proprialymphocytesin ulcer ativecolitis: Immunohistochemical Sudy
NS Nik Malihan and P. Jayalakshmi
Department of Pathology, Faculty of Medicine, Universiti Malaya, Kuala Lumpur.

Ulcerative colitis is an uncommon diseasein Maaysia. In the last 15 years, there have been an
abundance df researchinto the naturedf lymphoid cellsthat characteristically infiltrate the colonic
mucosa in inflammatory bowel disease. The purposeof the present study isto assessthedistribution
o T & B lymphocytes in ulcerative colitis (UC). Rectal biopsiesfrom 20 patients with UC were
sdected. Another 20 rectal biopsies with normal histology were used as controls. Formalin-fixed,
paraffin embedded sections were stained for T and B cells using the indirect immunoperoxidase
method. T and B lymphocytes in the lamina propria were counted using a light microscope
(Olympus) equipped with agrid at X400 magnification. Statistical analysiswas done using anon-
parametric method. In this study we noted, that there was a significant increasein both T and B
lymphocytesin the laminapropriain casesof UC compared to controls (p= < 0.001). Theratio d
T and B lymphocytesin UC is 2:1 compared to 10:1 in controls (p = < 0.001).
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Poster presentations:

P1. Cag A genedf Helicobacter Pylori — |1sit amarker of ulcerogenic Strains?
Harsha HF, Parasakthi N, Yap SF and Goh KL
Department of Medical Microbiology, University o Malaya, 50603 Kuala Lumpur.

Thecag A geneof Helicobacter pylori (HP) has been described to be present more frequently in
strainsassociated with peptic ulcers than those associated with gastritis. Thisstudy was carried out
to determine if such arelationshipexisted in HP strainsisolated from aloca population.

Thirty-eight HP strainsi sol ated from gastric biopsy samplestaken from the antrum and body
of 30 patients with either duodenal ulcer, non-ulcer dyspepsiaor who were asymptomatic, were
analysed for the presence of cag A gene.

Amplication of cag A gene fragments of HP were carried out using the polymerase chain
reaction (PCR). Template DNA from the clinical isolates were prepared by vortex mixing 10 1
loopful of coloniesin 200 ul of steriledistilled water and boiling the solutionfor 15 minutes. The
sampleswere then centrifuged at 12,000 g for 4 min, and the supematantsstored in sterilevials at
-70°C until used. PCR primers based on the published sequences of HP cag A genes were used.
Amplificationof HPtemplateDNA wascarried out in atotal volumeaof 50 pul containingPCR buffer,
1.5 mM MgCl, 200 ul of each deoxynucleotides,0.4 pM of each primer, 5 U of Taq polymerase
(BetesdaResearch Laboratories)and 2 &1 of boiled HP supematant. Thereactionincludedaninitial
denaturation of target DNA at 94°C for 5 min, and then 38 cycles each at 94°C for 1 min, 60°C for
1min and 72°C for 1 min, followed by 1 cycleat 94°C for 1 min, 60°C for 1 min and 72°C for 5 min.
Theamplified productsobtained by PCR wereobserved on agarosegel (1.2%, wt.fvol.) electrophoresis
and ethidium bromide staining.

24 grainsfrom 18 patients with duodena ulcers, 10 strains from 8 patients with non-ulcer
dyspepsiaand 4 strainsfrom 4 asymptomatic patientswere anadysed for the presenceof cag A gene.
Cag A gene was detected in al the strains studied.

Thisstudy suggeststhat in thelocal population, the presencedf cag A genein HP strainsis not
adiscriminatory marker for ulcerogenic strains.

P2. Addisionian crisiswith hypercalcemiain tuberculous adrenalitis: A casereport
M. Swaminathan and Rozanah Mohd Yusof

Department of Pathology, Universiti Kebangsaan Malaysia.

Althoughtubercul osisiscommonin thiscountry, tubercul ousadrenalitisi sinfrequently encountered.
In this report, we discuss the case of a 62-year-old Chinese man with pulmonary tuberculos's,
bilateral massive destruction of adrenalsand hypercalcemia.

On admission he was found to be in a state of shock (B.P. 70140 mmHg), dehydration and
cachexia. Chest X-Ray showed afairly homogenous opacificationof right upper lobe and patchy
opacitieswith cavitation at left mid-zone and lower zone. A liver profile showed elevated serum
cacium, inorganic phosphate, akaline phosphatase and SGOT. Rena profile indicated rena
dysfunction. No acid fast bacilli were seen in gastric washings. In view of hypercalcemia, rena
dysfunctionand X-ray changes, aclinical diagnosisof carcinomadf Iung with secondariesto bone
was mede. The patient died on the sixth day. Post-mortem examination was done. Both lungs
showed extensive focal caseous necrosis, bronchopneurnonic consolidation and early cavitation.
Both adrends were grosdy enlarged and had multiple coalescent caseousfoci. The right adrenal
weighed 64 gm and the |eft adrenal weighed 50 gm. No gross abnormalitieswere seenin theliver,
spleen, both kidneys, prostate and testis.

Thiscaseillustrates an unusua acute presentationof tuberculosis.



P3. Ovarian mucinous cysadenoma wth osteoid and chondroid component in giant cell
sromal nodule a case report

M. Swaminathan, S. Subathra, *Harold Fox and **Ashar Abdullah

Departmentsof Pathologyand* * Obstetricsand Gynaecol ogy, Universiti KebangsaanMalaysia
and *Department of Pathological Services, University of Manchester,United Kingdom.

Ovarianmucinoustumoursare common. Exceptionally, ovarian mucinoustumourshave been found
to containfoci of sarcoma-like nodules, with a configuration and cytologic composition similar to
those of giant cell tumour of soft parts. Thisreport ison a case of borderline papillary mucinous
cystadenocarcinomawith the presence of benign osteoid and chondroid componentsin addition to
agiant cell tumour in the stroma nodule. The patient was a 33-year-old Mday housewife who
presented with abdomina distension. Shehad aleft ovarian tumour measuring22 x 20x 13cm. Cut
surface showed multiloculated cystic spaces and a solid stromal nodule measuring 10 cmn diameter.
The patient had an uneventful post-operative recovery.

To our knowledge, a stromal nodule containing an osteoid and chondroid component has not
been reported before.

P4. Retrospective sudy of amooth muscle tumoursaof the gastrointestinal tract
M. Swaminathan

Department of Pathology, Universiti Kebangsaan Malaysia.

Gadtrointestina tract smooth muscle tumoursare not seen asfrequently as epithelial tumours. This
report describes thirty-one cases of smooth muscle tumours o the gastrointestina tract and
retroperitoneum seen a the Medica Faculty, UKM, from 1978 to 1995. The incidence of both
leilomyomas and lelomyosarcomaswere highest in the 50-59 years age group. The ssomach wasthe
most common site of occurrence (30% of  al cases) with 45% of these being beni gn. There was
afemale preponderance; 1:2.5 for lelomyomasand 1:2.7 for leilomyosarcomas. Leiomyosarcomas
were commonest among the Malays; leiomyomaswere commonest among the Chinese. Two cases
of leomyomaand asingle case of leilomyosarcomashowed hyalinization. Calcification was seenin
onecased leilomyosarcoma. Ulceration or umbilication was seenin three out of thirteen cases of
lelomyomaand four out of eighteen casesdf leilomyosarcoma. Cystic degenerationor cavitationwas
seenin threeout of thirteen casesof lelomyomasand six out of eighteen cases of leiomyosarcomeas.
These tumours presented in a wide variety of waysfrom an acute abdomen to long standing
abdominal distension. The correct preoperative diagnosis was made in 13 out of 31 cases.

PS  Adenocarcinoma of cervix - areport of 16 cases
S | Abdul Wahab, Siti Aishah Md. Ali and *Nik Mohd Nasri Ismail
Department o Pathol ogyand* Obstetricsand Gynaecol ogy, Universiti Kebangsaan Malaysia.

From 1983-1987, 16 cases of adenocarcinomadf the cervix were reported in the Department of
Pathology, UKM. The age of presentation ranges from 28 to 75 year old, with the mean age of
presentation of 42.4 years. 37.5% are under the age of 40 years, and 62.5% above40. 68.8% (11/
16) are Malay, and the rest (5/16) of Chineseethnic group. At presentation, 6/16 were stage |, 4/16
were stage I, and 4/16 were stage III-IV, Histologically, 50% were graded as well differentiated,
12.5% moderately differentiated,and 12.5% poorly differentiated,and no grading givenfor 4 cases.
No adenocarcinomain situ casesreported. 8 cases were reviewed histologicaly (dueto availability
of materia.) 6 casesare mucinousadenocarcinoma, 2 cases are endometrioid adenocarcinoma. The
follow-upin 3casesshow 2 cases(both stage | b) survivingwell 5 yearsafter Wertheim hysterectomy
and radiation therapy, and another surviving well 2 years (stage Il b) after radiation therapy. The
higher occurrence of mucinous adenocarcinomais compatible with other studies.

79
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P6. DNA ploidy analysisin colorectal carcinomas
Zubaidah Z, *Tong S, Gregory ARA and Boon CS
Ingtitute for Medical Research and * Department of Surgery, UKM

Colorecta cancer is one of the commonest cancers worldwide and is the second most prevalent
cancer in the western world. In Maaysia colorectal cancer ranks one of  the ten most important
cancerswith an increasing trend in the number cases being diagnosed each year. During the last
decade DNA ploidy analysis of human solid tumours using flowcytometer has been investigated
extensively and it gppearsto beapromising new tool in theprognostic evaluationof several common
tumours. Several published reports suggest that tumour DNA content is an important prognostic
indicator and the presence of DNA aneuploidy has been used as an adverse prognosticindicator in
relation to survival. A similar sudy was conducted to determine the ploidy status in colorecta
cancers among Malaysian patients and then correlated with the clinical progression of the disease.
Tissuesamples sent werefirst confii ed cytologically by touch imprint and then processed for DNA
ploidy studiesusing flowcytometry. Themgjority of casesstudied showed hyperdiploidy correlating
with the clinical staging and progression of the disease. This was a significant finding which
corresponded to other studies worldwide.

W. Hemangiopericytomaof themiddleear presentingas a “Glemus tumour" : a case report
M. Swaminathan, Wan Anna Mohd Amin, *Balwant Singh Gendeh and **B.W. Scheithauer

Department of Pathology and *Otolaryngology, Universiti Kebangsaan Malaysia, and
**Division o Anatomic Pathology, Mayo Clinic, Rochester, United States of America.

Hemangiopericytomasare usually seen in somatic soft tissuesand bone. This report describes an
unusual presentationand immunostaining reaction of ahemangiopericytoma. The patientwasab51-
year-old Chinese man who was referred as a case of glomus jugulare with the complaint of
progressive left ear obstructionand deafnessaf four months duration. Examination of the left ear
showd a2x2 cm swelling in the auditory canal.  Angiogram showed thelesionto be vascular. MRI
showed an enhancing tumour of the left tempora bone extending intracranially. Theintraoperative
findings were an expansivefilling of the mastoid and middle-ear cleft with erosion of part of the
tempora bone by the tumour. Extracrania part of the tumour was removed. Microscopic
examination showed a cellular spindle cell lesion with prominent vascular spaces.
Immunocytochemi strywas positivefor S-100and negativefor vimentin. Despiteimmunoreactivities
being somewhat strange (S-100 positive) adiagnosis o hemangiopericytoma was favoured. The
pattern of reticulin staining was strongly intercellular.
The patient is currently being followed up a the ENT clinic.

PS. A case of unsuspected endometrial stromal sarcoma = acase report.
Noor Kaslina Mohd Kornain, Siti Aishah Md Ali and *Nik Mohd Nasri Ismail

Departmentsof Pathology and * Obstetric and Gynaecology, Faculty of Medicine, Universiti
Kebangsaan Malaysia, 50300 Kuala Lumpur.

A 56-year-old femae underwent TAHBSO for uterine fibroid, responsible for post-menopausal
bleeding. Theoperative finding was an enlarged uterus, about 24 weeks sized with a large right
posterior uterine mass. Both ovaries were atrophic. Fallopian tubes and pouch of Douglas were
unremarkable. Pathologica examination of the resected specimen showed a huge mass situated at
theright posterior uterinewall, measuring15x 15x 10cm. At thecenter, foci of necrotictissuewere
noted. Histopathol ogical sectionsfrom the lesion showed sheets of the neoplastic cellswith round
to oval nuclei, dispersed chromatin and small nucleoli. There was marked nuclear pleomorphism
withill defined cytoplasmicoutline. Mitotic figureswerefrequent and infiltrationof tumour into the
smooth muscle and vascular spaces were noted. Therefore a diagnosis of endometrial stromal
sarcoma, high grade was made. Thisisarare tumour and furthermoreit isdifficult to diagnosepre-
operatively.
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P9. P53overexpressonin breast disease (preiminary results)
Wan Muhaizan WM and Sharifah NA

Department of Pathology, Universiti Kebangsaan Malaysia.

Theexpressionaf p53 proteinin benign breast diseaseand malignant breast |esionswere studied and
itsexpressionin malignant disease were also correlated to lymph node metastasis, age, menopausa
status, tumour grade and size by an irnmunohi stochemical technique using monoclond anti-human
p53 (Dako-Do7) on paraffin-embedded formalin-fixedtissuefollowing antigen retrieval by microwave
exposure. Positive cases were identified by positive nuclear staining. 54 cases of  benign breast
diseasedf differenttypesand 58 casesof malignant breast |esionswhich aremainly infiltrating ductal
carcinoma were selected.  1/54 benign lesion (1.8%) and 13/58 malignant lesion (22.4%) were
positive. Thereis significant differencein the expression of p53 between benign and malignant
breast disease (p< 0.01). However there is no correlation between p53 expression with age,
menopausal status, lymph node metastasis, sizeand grade. Theresult suggest that p53 statuscan be
use as an indicator of maignant potentia but not as a prognostic marker.

P10. Postpartum associated hemolytic uremic syndrome a casereport
M Swaminathan, Soo Peng Yen and *Lau Siew Gek

Department of Pathology, Universiti Kebangsaan Malaysia and *Nephrology Department,
Hospital Kuala Lumpur.

Hemolytic uremic syndrome (HUS) iscommonly seenin children. It can occur in adults. Thisreport
illustrates an uncommon but well documented association of HUS with a postpartum state. A 32-
year-old Chineselady, para 3, abortion 1, had a preterm delivery at 28 weeks gestation at a private
hospital. Onthe18th post-parturnday shewasreferred by aGPfor being 'unwell' with hypertension
(BP 140/100 mmHg), severe anemia (Hb 6.3%) and proteinuria(urine albumin 2+). Urine output
was low (500 ml/day) and blood investigationindicated acute rena failure (Blood urea= 56.6; Na
= 128; K=5). Urine analysis reveded proteinuria3+ and hematuria. The peripheral blood film
showed anisopoikilocytosis,schistocytesand acanthocytes. The reticulocytecount was 2.6%. She
was given antihypertensives and was on hemodialysis on aternatedays. A rena biopsy showed
microangiopathic changes with marked intimal thickening and occlusion of blood vessdls.

HUS in apost-partum patient must be suspected when hemol ytic anemiaand acuterenal failure
is seen.

P11, Tedicular feminisation with ssminomain the left gonad: a casereport
M. Swaminathan and Wan Muhaizan Wan Mustafa

Department of Pathology, Universiti Kebangsaan Malaysia.

Tedticularfeminisationisatypeof male pseudohermaphroditism with presenceof vagina, no uterus,
and bilaterd cryptorchid testes. The syndromeis of clinical importance because of the eventua
occurrenced malignant tumoursin thecryptorchid testesof about 9% of these patients. Thisreport
highlightsthe importance of early diagnosisand removal of the cryptorchid testis. A 34-year-old
Malay lady, Para0, married for 9 years, was referred from a district hospital with the complaint of
left iliac fossapain for 3 months. Physical examination revealed a suprapubic abdominal mass of
about 14-16 weeks gestation size uterus. Pelvicexamination: vulva, vaginanormal except for blind
vault, absencedf cervix and amassfeltinthe pelviccavity. Investigations. FBP, urinalysis,|VPand
renal profilewerenormal. Buccal smear: sex chromatin less than 1%. Plasmaestradiol (E2) =51
pg/ml; FSH: >40.0 TU/L; LH: >50.0 IU/L; BHCG = 2.7 IU/L; S. testosterone= 0.8 pgm/ml.

Sheunderwent alaparotomy. Therewas absenceof uterusand tubes. Theleft gonadal tumour
was removed. Histologic sectionsof this showed seminoma. Histologicsectionsof theright gonad
showed testicular tissue. Recovery was uneventful. The patient was given radiotherapy.
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P12. Hisomorphological parametersin glomerulonephritis assessed by computerised image
analysis

Looi LM, Cheah PL and Wong TK.

Department of Pathology, Faculty of Medicine, University of Malaya, 59100 Kuala Lumpur,
Malaysia.

In the histopathological interpretation of the renal biopsy, a subjective assessment of the
histomorphometricparameters of glomemli, such as size and shape, is often made and incorporated
into the diagnostic interpretation. We have attempted to make this assessment more objective by
undertaking a computerised morphometricanalysisof glomerular parameters. PAS-methanamine-
silver stained histological sectionsof rena biopsiesfrom 10 cases of minimal change nephropathy
(MCGN), 12 idiopathicmembranousGN (MGN), 12 diffuse mesangioproliferativeGN (MPGN), 11
diffuse proliferativelupus m?phn'tis WHO ClassIV (DPLN), 9 diffuse membranous lupus nephritis
WHOC ClassV (MLN) and 3 acutediffuse proliferativeGN (ADPGN) weresubjectedto morphometric
analysisusing aLeicaDMRB light microscope(set at 10X eye-pieceand 20X objective) linked to
a Leica Quantimet S00+ CPU. All non-slerosed and complete glomeruli in the biopsies were
analysed. The parametersmeasured were glomerular area, maximum glomerular diameter (length),
minimum glomerular diameter (breadth), perimeter and roundness. The number of glomeruli studied
were 78 MCGN, 87 MGN, 87 MPGN, 88 DPLN, 68 MLN and 31 ADPGN. Length, breadth and
roundnessmeasurementsindi catedthat therewasno significant differencein distortionof glomerular
anatomy in the various glomerulopathies due to processing of the biopsies. Area and perimeter
measurementsindi catedthat the glomerul opathiescoul d beranked by glomerular sizeas: membranous
GNs (largest), proliferative GNs and minimal change nephritis (smallest). These findings may
provideinsight into the pathophysiology of these disorders.

P13. Eosinophilicabscessaof the spleen in Schistosomiasis: a case report
M. Swaminathan, Suryati MD. Jusoh, *Ishak MD. Sood and **Pakeer Oothman
Departmentsof Pathology, * Medicine, and** Parasitology, Universiti Kebangsaan Malaysia.

Schistosomiasis is an infection caused by flukes (trematodes) of any species of the genus
Schistosoma. Schistosomiasisin humanswas first reported in Malaysiain 1973 from an autopsy
(Murugasu & Dissanaike, 1973; Murugasu & Por, 1973). A number of casesof schistosomiasishave
now been reported in Malaysia. This report illustrates a case of this uncommon infestation with
abscessformationin the spleen. The patient was a 37-year-old Maay lady who presented with high
fever and left shoulder tip pain of two monthsduration. On examination she had tendernesson deep
pal pationover theleft hypochondrium. Blood examinationrevealed eosinophilia. Splenectomy was
performed.

The spleen measured 9.5 x 6 x 3 cm. Multiple areas of haemorrhagic necrosis were seen.
Microscopic.examination showed collections of eosinophilisand intense eosinophil infiltrate with
reactive hyperplasiacof the white pulp. Non-caseating granulomatousreaction, multinucl eategiant
cells and Schistosomaova of the japonicum type were seen. No adult worm was seen.

With chemotherapy, the fever and blood eosinophiliasubsided.

P14. Ovarian granulocytic sarcoma: a case report
O Hanita and M Lily
Department of Pathology, Hospital Kuala Lumpur.

SR, a 32-years-old Maay housewife, a case of acute myeloid leukaemiaFAB M4 presented with
progressiveabdominal swelling. Total abdominal hysterectomywith bilateral salphingo-oophorectomy
was performed. Bilateral ovarian tumours which were well-encapsul atedand composed of friable
yellowish tissue were received. Histologically the tumours were composed of neoplastic cells
exhibitingpleomorphic ves cular nuclei with coarsechromatin. Someof thesecellshave plasmacytoid
appearance. |mmunohistochemicalstain showed themto be positivefor Naphtol-AS-D-chloracetate



esterase (Leder’s stain). The diagnosisaf ovarian granulocytic sarcoma was made.

Ovarian granulocyticsarcomaisarareform of extramedullary leukaemia. It occursin 3% of
adult AML and 4.7% of childhood AML. Theseisthefirst casereportedinthiscenter. Theprognosis
of thisform of leukaemiais poor.

P15. Malignant rhabdoid tumour of the central nervoussysem: a casereport
M Swaminathan, Jufia Munchar, *Thomas Krausz and **Benedict Marius Selladurai

Departmentsof Pathology and** Surgery, Universiti Kebangsaan Malaysia,and* Department
d Pathology, Hammersmith Hospital, London.

The term malignant rhabdoid tumour (MR) was introduced in 1981 to specify a highly aggressive
neoplasm having distinctive morphologic features by light microscopy. Although MRTs were
originaly and most frequently reported as arisingin the kidney, similar neoplasms have been seen
inthethymus, liver, oral cavity and varioussoft tissuesites. Thepatient wasathree-year-oldChinese
boy who presented with athreeweek history of featuresof raised intracranial pressureand left sided
weakness. CT scan showed alargeenhancinglesion deegpin theright hemisphere. Microscopicaly,
the neoplasm was composed of atrabecular arrangement of polygona cellsin amyxoid background.
The cells had a eosinophilic cytoplasm and a vesicular nucleus with single nucleolus. Many cells
contained a single well-demarcated hyaline globular inclusion adjacent to the nucleus.
Immunocytochemical staining was negative for myoglobin, desmin, cytokeratinand glial fibrillary
acidic protein. The globular inclusionswere positivefor vimentin.

Malignant rhabdoid tumour of thecentra nervous system isarareentity (5 casesin theworld
literature). MRTs should be distinguished from other childhood brain tumours because of its
aggressive biologic potential.

P16. Vascular cell adheson moleculel (VCAM-1) expresson in lupus nephritis
PL Cheah, LM Looi, SF Yap, CS Tan*, T Lau*and CT Chua*

Departmentsaof Pathology and* Medicine, Faculty of Medicine,University of Malaya, Kuala
Lumpur.

Vascular cell adhesion molecule-l (VCAM-1) is a 90 kDa cell surface glycoprotein transiently
expressed on vascular endothelia cellsin response to cytokine activationand subsequently rel eased
into thecirculationduring inflammation. A study wasinitiated at the University of MaayaMedica
Centre to look into the possibility of using serological assessment of VCAM-1 as an index of
"activity" in lupus nephritis. 20 casesof known lupus nephritisclinically suspected to have active
diseaseweresubjected torenal biopsy. At thesametime, asampleof blood wastakenfor serologica
assay of VCAM-1usingacommercia (R+D Systems) ELISA kit. Histologically,all casesexhibited
"activity" with scoresranging from 5 to 15, using astandard scoring system (Austinet al, 1983). 17
cases were categorised as diffuse proliferative (WHO 1V) and 3 as diffuse membranous (WHO V)
lupus nephritis. Serum VCAM-1 was raised beyond the upper limit of the expected normal range
(395-714 ng/mL, mean 553 ng/mL) in 19 (95%) cases and measured 679 ng/ml in one. It appears
that serum VCAM-1 estimation correlateswell with the presence of histological " activity' in lupus
nephritis and may be a feasible and less traumatic substitute for rena biopsy in the follow-up
assessment of [upus ' activity™.

P17. The pattern of Ki-67 and bcl-2 expresson in lymphoid malignancies
SC Peh and *PL Wang
Department of Pathology,and* Central Museum, Faculty of Medicine,Universityd Malaya,
50603 Kuala Lumpur.

The International Working Formulation dividesnon-Hodgkin's lymphomg NHL) into three grades:
low, intermediateand high. Thisgrading system implies rate of tumour growth and hence may be
related to prognosis. Ki-67 antigen is a proliferation related nuclear antigen and bcl-2 oncogene
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product is known to inhibit apoptosis. This study aimed to determine the pattern of expression of
Ki-67 antigen and bcl-2 oncoprotein in various grades of NHL. Paraffin-embedded tissues of 42
cases of NHL (9 low, 14 intermediate, 19 high grade) were retrieved from The Department of
Pathology, University of Malaya, KualaLumpur. Ki-67 antigen and bcl-2 oncoproteinwere stained
using immunohistochemical technique. The percentage of positively stained neoplagtic cells was
determined by semiquantitati veestimationmethod and then given scorepointsfrom0to6. Partition
chi squared test demonstrated the associationof  Ki-67 antigen expressionand histological grade (p
=0.002). Further analysisindicated no significant differencein Ki-67 antigen expression between
intermediate and high grade (p = 0.002), whereas 9g  cant between low and intermediate/high
grade (p<0.001). Bcl-2 oncoprotein expressionin the neoplagtic cellsvaried widely within the three
histological grades. Statistical analysis showed no association between the expression of bcl-2
oncoprotein and histology (p = 0.31). Ki-67 immunostaining is therefore a useful adjunct to
histological grading of NHL.

P18. Acutelead poisoning in a young, male adult
TY Tengku Norita, *C Idzham, *MS Zulkifli, SK Cheong, **TA Tengku Marinaand AB Aishah

Departments of Pathology and *Medicine, Universiti Kebangsaan Malaysia, and **Clinical
Diagnostic Laboratory, University Hospital Kuala Lumpur.

Lead poisoning is uncommonin adults. Itisacquired lpjipphalationor ingestionof lead. Absorption
from the intestineis enhanced in iron deficiency state and decreasesin the presencedf food. We
reportacasedf lead poisoningin a24-year-old man from Bangladesh who presented with achronic,
colicky abdomina pain, of | month duration. The pain wasassociatedwith lossof appetite, nausea
and vomiting. It wasnot related to mealsand not associated with hematuria or dysuria. Four months
prior to admission, he had been employed in afactory making batteries. Onexamination hewaspale,
lethargic and the fingers were clubbed. There were no other significant physica findings.
Preliminary blood investigations showed a hypochromic, microcytic anaemia with basophilic
dippling. Serum amylase and urine microscopy werenormal. Thefreeerythrocytesprotoporphyrin
was 310 umol/mmol heme zinc protoporphyrin (referencerange 30 - 70umol/ mmol heme ZPP). The
urine for porphyrin was strongly postive. The blood lead level was 3.38 umol/l (referencerange
<1.93umol/l). The usefulnessof variouslaboratory indicesin the diagnosisaf lead poisoning will

be presented.

P19. Serum calcium and magnesum in chronic renal failure patients
A B Aishah, Y N Foo and *M. Zaki

Departmentof Pathology, Universiti Kebangsaan Malaysiaand*Department of Nephrology,
Hospital Kuala Lumpur.

Abnormaditiesof calciumand magnesium metabolism are common in end-stagerena disease. A
retrospective study of serum calcium (Ca) and magnesium (Mg) levels in chronic rena failure
patientstreated at Hospital Kuala L umpur over asix-month period wascarriedout. All patientswere
undergoing either haernodialysis or continuous ambulatory peritoneal dialysis. A total of 291
chronic rend failure patients had both serum calcium and magnesium tested. Ninety-two percent
(268) of the patients had elevated serum magnesium (greater than 1.10 mmol/1) of which 17.2, 62.2
and 20.6 per cent had accompanying, low (<2.14 mmol/L), normal and high (>2.65 mmol/L) serum
calcium respectively. Hypomagnesemia (less than 0.7 mmol/L) was seen in 2 patients (0.7%).
Hypermagnesemia wasthecommonest abnormality fellowed by hypercal cemia. Hypermagnesemia
and hypercal cemiaco-existedin 18.9% of thetest population (55 patients), whereas 16.2% showed
both hypomagnesemia and hypocalcemia. Only 15/291 (5.1%) show normal serum calcium and
magnesium. The high prevalence of calcium and magnesium abnormalitiesin chronicrena failure
patientsin the hospital and related issues are addressed.



P20. The reationship between plasma potassum levelsand induced haemolysis.
D Khadijah, W. Jacqueline, M. Suzana, A Noraini, Y N Foo and A.B. Aishah.
Department of Pathology, Faculty o Medicine, Univeristi Kebangsaan Malaysia.

Haemolysisis an important considerationin rejecting samples for potassum measurement. Itisa
cause for artefactual rise in plasma potassium. However, the magnitude of increase in plasma
potassium associated with varying degreesof haemolysisis unknown. A study was carried out to
determinetheir relationship. Ten mis. of venous blood were collectedin heparinized tubesfrom 14
patients attending the University Physicians Clinic. Whole blood hemoglobin (Hb) and plasma
potassium were determined by the Coulter Counter and atomic absorptionspectrophotometry (AAS)
respectively. Dilutionsof whole blood were prepared to conform to a 10, 20, 30, 40 and 50 percent
solutions. Plasma were separated and measured for potassium, Hb and percentagehemolysis were
calculated. Plasma Hb were measured by a manual cyanide - femcyanide method using Drabkin
solution. The resultsindicatethat (1) non-visiblehemolysisis associated with mean plasmaHb of
1.4 ¢/L (range0.3g - 3.4g/L), (2) visibleseverehemolysisisassociatedwithamean plasmaHblevel
o 5.8 g/L (range1.2 - 12.4g/L) and (3) increased osmotic stress on erythrocytesinduced a greater
degree of haemolysisand higher potassiumleakage with mean potassium levelsof about 27.4 mmol/
la 80-90% hemoalyss.

P21. An evaluation of the serum lithium method on Kodak Ektachem analyser.
W Jacequeline, D Khadijah, M Suzana, A Noraini, Y N Foo and A B Aishah
Department o Pathology, Faculty of Medicine, Universiti Kebangsaan Malaysia.

Lithium is a common drug used in the trestment of manic-depressive disorders. Due to its low
therapeutic ratio, serum lithium concentrationis monitored to ensure patient's compliance and to
avoid toxic effects. The common methods d lithium measurement include flame photometry and
aomic absorption spectrophotometry (AAS). A morerecent method using dry chemistry isavailable
on the Kodak Ektachem Analyser. A study was conducted to evaluate its performance. The
technique was compared with that of the AAS. Serawith lithium levels ranging from 0.3 mmol/L
t0 3.91 mmol/L, prepared by spiking known quantitiesof lithium standard to reconstituted serawere
used. Thelowest detection limit is 0.3 mmol/L. The method is shown to be linear in the range of
0.3-3.9 mmol/l. Intrassay imprecison variesform 0.6% (3.3 mmol/L) to 3.6% (1.2mmol/L). The
interassay imprecision variesfrom 0.8% (2.40 mmol/L) to 3.9% (0.6 mmol/L). Therecovery studies
indicate an overestimationranging from 108% (2.54 mmol/L) to 167% (0.3 mmol/L). The method
showed a positive bias to that of the AAS with a good correlation, r = 0.95, p < 0.001.

P22. Migraineand tension-typeheadache amongst medical students
Shahnaz M, Azizah MR, *Tariq AR and Nasuruddin BA
Divisond Immunology, I ndtitute for Medical Researchand *Universiti Kebangsaan Malaysia

Headache is a common complaint among females and males of all ages. Using the International
Headache Society (IHS) criteria, we conducted a study to assess the prevalence of migraine and
tension-type headache amongst local university students. This study also looked a the trigger
factors, disability and other factors associated with headache. A total of 533 students participated
inthestudy. The prevaence of migrainewas 13.7%. Mdetofemaeratiowas1:3. Theprevalence
of tension-type headache was 79% and the mae to femaleratio was 1:1. Common trigger factors
for migraine were stress (86.3%), heat/sunlight (82.2%), physica activity (42.5%). hunger (26.0%)
and certaintypes of food (24.7%). 19% had severe pain and daily activitieswere suspended. 78%
described moderate pain which affected but not prevented daily activities. 20.5% reported
absenteeism in the past year due to migraine. Students with migraine were more likely to have a
history of alergy when compared with studentswhodo not suffer frommigraine(p =0.018). History
of food dlergy was also more commonin studentswith migraine(p = 0.005). It appears that there
could possibly be alink between migraineand alergy, in particular, food allergy.
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P23. Anticardiolipin antibody isotype profile and its clinical significancein lupus nephritis
Azizah MR, Loo CS, Zulkifli MN, Shahnaz M, "Zaki M and Nasuruddin BA.

Division of Immunology, I nstitute for Medical Research, Kuala Lumpur and *Nephrology
I nstitute, Hospital Kuala Lumpur.

Thirty-six patients with lupus nephritis (LN) attending the Nephrology Clinic, Hospital Kuala
Lumpur were studied for the prevalencedf anticardiolipin antibody (ACA) isotypes (IgG and IgM)
and other associated antibodies (ANA, anti-ds DNA) and to determine the possible association
between serological and clinical parameters. The study population consisted of 20 (55.6%) Malays,
15 (41.7%) Chinese and 3 (2.8%) Indians with a mean age of 31.4 years (SD 11.3, age range 14-60
years). Thefemaleto mderatiowas 11:1. Theaveragetime between diagnosisand blood sampling
was 4.4 years (range: 0.25-15 years). The ACA was measured using the ELISA while the other
autoantibodieswere detected by immunofluorescence. Overall, increased ACA levelswerefoundin
20(55.6%) patientswhereraised IgG ACA and IgM ACA wereobservedin 20 (55.6%) and 2 (5.6%)
cases respectively. ANA and anti-ds DNA antibodies were detected in 22 (61.1%) and 4 (11.1%)
individua srespectively, with the mgj ority (82%0) showing aspeckled pattern of nuclear staining. We
observed that an increased level of IgG ACA correlated significantly with an increased IgM ACA.
However, neither the IgM ACA nor IgG ACA showed any significant association with thrombosis
or any other clinical parameters. Our preiminary study indicatesthat ACA is afrequent findingin
LN and that the IgG isotype is more predominant. The finding here that ACA is not significantly
associated with thrombotic events pointsto thefact that it may not be a serological marker but only
apart of other immune reaction process.

P24. Surfactant protein A (SP-A) in neonatal respiratory distress syndrome
K.B Cheong, S.K Cheong, 'NY Boo, M. Jemilah and ?S.H. Tan

Departments of Pathology, 'Pediatrics, 2Obstetrics and Gynaecology and ’Biochemistry,
Faculty of Medicine, Universiti Kebangsaan Malaysia, Jalan Raja Muda Abdul Aziz, 50300
Kuala Lumpur.

Respiratory distress syndrome(RDS) remainsas one of the mgjor causes of respiratory distressand
neonatal mortality. SP-A isonedf the proteins required to maintain surfacetension in the aveolus
a the air-liquid interface. This Sudy was carried out in order to evaluatethelevel of SP-A in 104
tracheal aspirate specimenscollected from neonateswith and without respiratory distresssyndrome.
They were obtained from Specia Care Nursery, Ingtitute of Pediatrics, Hospital Kuala Lumpur.

M easurement was done using an EL1SA method devel oped and optimised in-house. Comparisonas
done between the mean levelsof SP-A in tracheal aspiratesin RDS and non-RDS neonatesand it was
found that the mean concentration of SP-A in RDS neonates was significantly lower (15.08 + 9.93
pg/ml) than non-RDS neonates(114.51 + 68.78 pg/mi) at dpha=0.05. Further study wasperformed
to evauate the mean level o SP-A in the non-RDS neonates. It was found that the mean
concentration of SP-A in RDS neonates was significantly lower (15.08 + 9.93 pg/mi) than that of

neonateswith asphyxia(152.24 + 40.04 ug/ml) and pneumothorax (93.71) + 29.88 pg/ml), but it was
not § cantly lower than that of neonates with meconium aspiratory syndrome( MAS) 51.91 +
25.52 pg/ml) at dpha=0.05. Thelatter could be due to secondary SP-A deficiency associated with
MAS. Measurement of SP-A in tracheal aspirates hasthepotential asaparameter to guide surfactant
treatment as surfactant deficiency occursin RDS and MAS as shown in our studly.
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P25. DNA extraction from fine needleaspiration (FNA) samples
JA Joyce, NA Shatifah, O Ainwn, NH Hamidah and SK Cheong

Department d Pathology, Faculty of Medicine, Universiti Kebangsaan Malaysia, Kuala
Lumpur.

Techniquesin molecular biology have becomeuseful toolsfor thedetection of inheritedabnormalities
and the diagnosis o neoplasms. Theisolation of high molecular weight DNA is normally carried
out from blood, bone marrow, tissue or cultured mononuclear cells. We have experimented with
extracting DNA from fine needleaspiration (FNA) samples. Thisislessdemandingtechnologicaly
than extracting DNA from surgical biopsy and does not require complicated equipment or extensive
training. DNA extraction by urea/SDS and phenol chloroform method were performed on 34 FNA
samplesfrom lymphnode, breast and thyroid, obtainedfromour FNA clinic. DNA wassuccessfully
extracted from 19 (55.8%) of the 34 sampels. Hypercellular FNA samples gave good DNA yield
with DNA concentration varying from 5 pg/ml - 560 pg/ml. Poor DNA yield was obtained from
hypocellular samples. DNA of superior purity defined by the value of optical density ratio a 260
nm and 280 nm between 1.73 - 1.84 were obtai ned from sampleswith good DNA yield. Thequadity
of the DNA samples were checked by performing polymerase chain raction for amplication of the
exon 2 of the human G6PD gene. Al the 19 sampleswith good DNA yield produced satisfactory
amplification, showingthe 241 bp DNA fragment on agarose electrophoresis. No amplificationwas
seenin any of the samples with poor DNA yidd.

P26. Trendsof haemoglobinopathies diagnosed in IMR (1986-1995)
NAZ Abidin, R Ahmad, NM Yasin and SY Bock
Ingtitute for Medical Research, Kuala Lumpur.

Thisstudy was carried out to eva uate the status of haemogl obinopathiesin Maaysiafrom the years
1986-1995. 30,000blood sampleswerereceived and andysedfor haernoglobinopathies. Haemoglobin
analysiswas done by using akalinedenaturation for Haemoglobin F, Haemoglobin A2 quantitation
and electrophoresis of haemoglobinon starch gel. We then evaluated the results of 6592 patients
with haemogl obinopathiesin relation to types of haemoglobin, ethnic groups and geographic areas.
From the resultsobtained, B-thalassemia trait was the commonest haemoglobinopathy constituting
41.9% of all haemoglobinopathiesfollowed by Hb E trait (17.8%) and B-thalassemias (16.2%). B-
thalassemiatrait also found highest in Perak followed by Sarawak and Penang. @r study showed
that 9.1% of thetotal blood samplesreceived were diagnosed with B-thalassemia trait. Thissuggests
thereis a high chance of marriage between persons of B-thalassemia trait which increases the ri sk
of having offsprings with B-thalassemia mgjor. Overal, Perak has the highest number of
haemogl obinopathiesfollowed by Kedah and Penang. The Maaysconstitutethe highest number of
patientswith haemogl obinopathies72.396, followed by Chinese21.7%, Indians 1.6% and Orang Adli
153%. P-thalassemia trait was the commonest Hb typefound in both Maaysand Chinese. Among
the a-thalassemia group, HbH is the haemogl obinopathy most commonly seen. Sicklecell disease
isfound morecommonly in Indians (HbS trait 57.3% and HbS homozygous38.8%). Thecommonest
haemoglobinopathy in Orang Adli is Hb E (56.4%) trait followed by Hb E homozygous and [
thalassemia trait. As haemoglobinopathiesform amgor health concernin this country, newer and
improved diagnogtic techniquesareimportant for early management and for theformulation of more
effectivethalassemiacontrol programmes. Future research in thalassemiaparticularly gene therapy
should be undertaken.
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P27. Spectrum of beta-thalassemia mutationsin Kdantan

Pin Chan Dam!, Chamnong Nopparatana?, Normah Jamaludin'’, Narazah Mohd Yusoff,
Choo Keng Eg® and Vicham Panich?

'Department of Pathology, School of Medical Sciences, Univeristi Sains Malaysia, Malaysia,
2Department of Pathology, Faculty of Medicine, Prince of Songkla University, Thailand and
3Department of Paediatric, Kota Bharu Hospital, Kelantan

Beta-thalasssemiamutations in 83 alleles of 61 unrelated individualsfrom the Haematology Unit,
Hospital Universiti Sains Malaysia (USM) and the Paediatric Department of Kota Bharu Hospital
werestudied. The characterisationwas done by reversedot blot hybridizationof polymerasechain
reaction-amplified DNA with allele-specific oligonucleotide probes. The aim of this study is
characterisethe thalassemia mutationsin thisareaof Maaysia. Seventy-six (91.6%) of thealleles
were characterised. Nine different known mutations were detected, at different frequencies. The
mutations were nonsense RNA trandation at codon 17 (AAG-TAG), coding region substitution at
codon 19 (AAC-AGC) and codon 26 (GAG-AAG), splice junction site at IVS1 position 1 (G-T),
consensussite a IVS1 position 5 (G-C), frameshift mutations at codon 41 (-C), codons 41/42 (-
TTCT) and codons 71/72 (+A) and internal IVS changesat IV S2 position654 (C-T). Thenonsense
mutants at codon 26 (GAG-TAG) and codon 35 (TAC-TAA), the two original Thai mutations,
previoudy described among the Thais were not detected in this study despite the close proximity of
Kedantan and South Thailand. Kelantan has a populationof about 1.5 millionsof which 92.8% are
Malays, 54% Chinese, 0.8% Indians and 1.0% others respectively. The commonest mutations
among the Mdaysis IVSl position 5 (G-C), a common mutation seen among the Asian Indians,
Melanesians, Chinese, and also among the Thaisin South Thailand. Hemoglobin E, a beta-globin
structural variant resulting from a mutation at codon 26 (Glu-Lys), is also the most common beta-
hemogl obinopathies among the Maaysin Kelantan. The frequency is accounted for 47.0% of the
dlelesstudied. Similar findings have been reported among the Maaysin other parts of Maaysia.
The frequenciesof both Hemoglobin Maay, aso a beta-globin structural variant resulting from a
mutation at codon 19 (Asn-Ser) and 4 bp deletion at codons 41/42, which is expected to be high in
this population werefound to be about 6.0%. It isinterestingto nte that 4bp deletion at codons41/
42, the commonest mutations seen among the Maaysian Chinese is aso common among the
Keantanese Maays and is reported to occur at high frequency among the Thaisin Thailand.

P28, A sicklecdl trait presenting with a sgmoid megacolon — a case report
AB Hamidah, SK Cheong, NH Hamidah and O Ainoon

Haematology Unit, Department of Pathology, Faculty of Medicine, Universiti Kebangsaan
Malaysia, Kuala Lumpur.

The B* gene occurs widdy throughout Africa (with the prevalence as high as 25 - 30% in Western
Africa), partsof Asia, the Arabian Peninsulaand parts of Southern Europe. However, the condition
‘isnot common in South East Asia (prevaence: 7.61%). Sickle cell disorder is caused by asingle
base mutation which resultsin a substitution of valinefor glutamic acid at the sixth codon of the g
globin chain. HbS will crystallise at low oxygen tension where the red cells assumea sickle-like
appearance. Typicaly sickle cell disease manifests clinically with chronic haemolytic anemia
punctuated by painful episodes caused by veno-occlusion, intercurrent infections and sickle cell
crises. Sicklecell trait is usually asymptomatic. We present arare case of asicklecell trait, in a
patient who presented with an acute abdomen. A laporotomy was done and showed that he had a
sigmoid megacolonwhichwasremoved. Histopathol ogicalexaminationreveal ed multiplemicroscopic
benign ulcers. He was also anaemic and the ful blood picture showed severe hypochromic
microcystic anaemia(Hb - 6.0g/dl, MCH - 13.8 pg, MCV - 55.4fl, MCHC - 25 g/dl, RDW - 21%).
Red cells adso showed marked anisopoikilocytosis. There was also thrombocytosis (platelets -
700,000/mm?®). The serum iron/TIBC results confirmediron deficiency. However, a coincidental
finding of sicklecdll trait was made on haemoglobin analysiswith thefinding of HbS - band on the
eectrophoresis. Sickling test was also positive. Although sicklecell was present on the peripheral
smear, it was masked by the marked anisopoikilocytosis secondary to iron deficiency due to
inadequatediet and gastrointestinal haemorrhage.
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P29, Expresson of mydoid-associated antigen of childhood acutelymphoblagticleukaemiais
not a predictor of relapse

MN Roswati, K Sivagengei, SK Cheong, NH Hamidah, O Ainoon, *RR Khuzaiah and TS Hoe

Haematology Unit, Department of Pathology, Faculty of Medicine, Universiti Kebangsaan
Malaysia and *Haematology & Oncology Unit, Ingtitute of Pediatrics, Kuala Lumpur.

Myel oi d-associated anti genexpression has been reported in up to 24% of childhoodacutelymphoblastic
leukaemia(ALL) cases. The prognostic significanceof myeloid-associated antigen expressionin
childhood ALL remains uncertain. Some studies have shown that myeloid-associated antigen
expressionis a predictor of poor outcome while othersfailed to find any prognostic effect. In our
Haematology Unit, we have studied theimmunophenotypic featuresof 189 casesaf childhood ALL
and 20 cases o relgpsed childhood ALL from 1993 to July 1996. The aim of the study was to
ascertain whether myel oid-associ ated antigen expressionis apredictor of relapse. 125 (66%) out of
189 cases of childhood ALL and 11 (55%) out of 20 cases that relapsed have myeloid associated
antigen expression (X2 = 1.24, p=0.27). It appears that myeloid-associated antigen expressionis
not a predictor of relapsein childhood ALL.

P30. Morphology and surface markersin acutemyeoid leukaemia
H Afifah, SK Cheong, NH Hamidah, O Ainoon, K Sivagengei, *RR Khuzaiah and TS Hoe

Haematology Unit, Department of Pathology, Faculty o Medicine, Universiti Kebangsaan
Malaysia, and *Hematology & Oncology Unit, Ingtitute of Pediatrics, Kuala Lumpur.

Seventy-nine patients were included in this sudy. Fifty-four percent of the patients belonged to
children aged less than 12 years old. Morphologica classification was based on the FAB
classification (French, American and British group). Surface marker expressionwas determined by
flowcytometry using FACScan (Becton Dickinson). Surfacemarker studiesincluded - CD3, CD19,
CD10, CD33, CD4, CD8, CD15 + 56, CD7, CD13, CD34, HLA-DR, CD2, CD5, CDl11¢, CD61,
CD71, CD3, CD22 surf/cyto K/L, surface IgM and surface/cyto IgG.

Seventy-eight cases (98%) were expressing myeloid marker of CD33 and or CD13, both are
good marker for myeloid blast. One casewhich doesnot have myeloid marker was M2 case. Thirty
seven cases (46%) were expressing CD34 and mainly from MO, M2 and M4 cases. HLA-DR were
expressed in 61 cases (77%) and fourteen cases HLA-DR negative and 6% of these HLA-DR
negativebelongedto M3 blast. CD11c wereexpressed in 30 cases (26%) of AML. 70% of M4 and
80% of M5 caseswerepositivefor thismarker. Lymphoid marker either T or B, CD19, CD10, CD7,
CD5, CD3, CD4 weredetectedin 42 cases (53%). CD 16+56 marker wasdetectedin 13 cases(16%)
of acute myeloid leukaemia

P31. Gene rearrangement in B-lymphoprdliierative discase by pelymerase chain reaction
(PCR) — a preliminary report.

NH Hamidah, JA Jabamoney, O Ainoon, AB Hamidah and SK Cheong

Haematology Unit, Department of Pathology, Faculty of Medicine, Universiti Kebangsaan
Malaysia, Kuala Lumpur.

Study of gene rearrangement in lymphoproliferativediseases helps to distinguish neoplastic from
reactive changes and assignlineage. It can be carried out by Southern Blotting which is a complex
and timeconsuming procedure. Recently PCR-based assay for assessmentof immunoglobulin heavy
(IgH) genehasbeenreported. We studied the generearrangement of 2 casesaf chroniclymphocytic
leukaemia(CLL), using the PCR method. The primersused for amplificationaf theIgH genewere:
FR3A-5'- ACACGGC(C/T)YG/C)TGTATTACTGT3' for the 3 end of the V region; and LIJH-
5" TGAGGAGACGGTGACC3' andVLIH-5 GTGACCAGGGT(A/G/C/T)CCTTGGCCCCAG3'-for
the 3 end of theJregion. For theamplificationof theIgH genes, a semi-nested PCR was performed:
afirst round of 30 cycles with primers LJH and FR3A, followed by 1:2,500 dilution, and then a
second round of 20 cycleswith primers VLJH and FR3A. Rearranged bandswere seenin both cases
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and was negativefor thenormd control. Parallel Southern Blott study wasal socarried out usingIgH
probesand confiied thefindings. The procedure was less than 12 hours as compared to 7-8 days
usi ng the Southern Bl ott technique. PCR based method provides arapid alternativeapproachin the
dudy of gene rearrangementin B lymphoproliferative diseases.

P32. Detection of molecular abnormality: BCR-ABL genein chronic mydoid leukaemia, by
RNA analyssusi ng rever setranscriptasepolymerase chain reaction (RT-PCR).

JA Jabamoney, NH Hamidah, O Ainoon, G Thevi and SK Cheong.

Haematology Unit, Department of Pathology, Faculty of Medicine, Universiti Kebangsaan
Malaysia, Kuala Lumpur.

The chromosomd trandocation ¢(9:22), is present in more than 95% cases of chronic mydoid
leukaemia(CML). Thistrandocation fusesthe ABL protooncogeneon chromosome9 to the BCR
gene on chromosome 22. The fusion results in the expession of the leukaemia specific chimeric
BCR-ABL messenger RNA. Detectionaof these unique m-RNA transcriptsisuseful in thediagnosis
of CML and alsoin following the courseof the disease with bone marrow transplant or interferon
therapy. The RT-PCR method for detection of the fusion geneis well established and involves the
used RNA asthe garting template. The complementary DNA strand (cDNA) for the BCR-ABL
isinitidly produced fromthe RNA, using oligo-primersin the presenced reversetranscriptase (RT).
Thisisfollowed by theE R amplificationof thechimericcDNA sequences. We performedthisRT-
PCR techniqueon RNA extracted from the peripheral blood and the bone marrow specimensof 10
casesof CML. Theoligo-nucleotides used for amplification and detection of BCR-ABL m-RMAs
were 5'-GGAGCTGCAGATATGCTGACCAAC-3', 5*“TCAGACCCTGAGGCTCAAAGTCS!', 5'-
GCTGAAGGGATTGAACTCTGGCTT-A3' and 5'-GCTGAAGGGCTTCTTCCTTATTGATG-3',
Anaysis of the PCR amplified products was done using 3% agarose gel eectrophoresis in Tris-
Borate-EDTA buffer. Amplificationwas seen in all 10 cases of CML, with 5 cases showing 125bp
fragment and 5 cases showing 200bp fragment. Anaysisof the norma controls was negativein al
cases. We have successfully demonstrated that the method RT-PCR can be used to detect BCR-ABL
gene. Since the process takes less than 24 hours to perform, it may be the preferred method for
confirmation of diagnosis and follow up in patients with CML.
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The presence of HepatitisB virus (HBV) variants containing a defective precore region in chronic
hepatitis B patients has been reported by several workers. The most commonly encountered defect
in theregionisa point mutation at nucleotide 1896 (codon 83) resulting in theintroduction of anin-
framestop codon. Thisvariant form of the HBV is characterised by theinability to express HBeAg
and is associated with continued viral replication despite seroconversion from HBeAg to anti-HBe
antibody. Clinicaly, patients carrying the mutant virus tend to experience rapid progression of the
chronicdisease. Thisobservation prompted thedevelopment of rapid assaysfor thedetectiondf the
mutant HBV. We report the establishment of aER-based hybridisation assay for the detection of
the mutant virus and the results of andysis of 19 cases of chronic HBV carriers who are HBeAg
negative. All'19 patients wére HBV DNA positive on standard hybridisation analysis.

Overall, 9 cases were reactive for the wild t ype virus, 2 cases were reactive for the precore
mutant, 3 cases were positivefor both the wild t ype and the mutant virus. The remaining 5 cases
(including 2 anti-HBe positive and 3 anti-HBe negative) were not reactive for either the wild t ype
or the mutant virus. Thelatter observation could be dueto the presence of mutationsnot detectable
by the probeusedin thisassay. In summary, 26% of chronic hepatitisB patientsnegativefor HBeAg
carry mutant hepatitis B virus.



