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An lnununofluorescence Antibody T~st (IFAT) for the detection of anti­
Cryptosporidium antibodies in serum samples was developed to make dillgnosis of 
cryptosporidiosis less expensive, faster, and easier. 

The dilutions of the blocking solution, serum sample, mouse :mti-hmnan MAb, 
and washing solution were tested for optimal fluorescence under both posit1'1e and negative 
scra. Antigen obtained through inununomagneuc s~paration and the m.e of anti-human 
lgG was also tested. Fifty-nine samples from the Pedi3tric Ward and Cam:cr Institute of 
the Philippine General Hospital were tested for seropositivity using t.he developed technique. 

The optimal dilutions determined were goat senun diluted 1: 3 in PBS for blocking 
solution, serum diluted l :5 in blocking solution, mouse anti-human M.Ab diluted 1 :5(} in 
blocking solution, and (}.05% Tv>el!n-2(} in PBS for washing solution. Using purified oocysts 
as antigen was also found ro significantly decrea£e errors in observation of fluorescence. 
Multivalent mouse anti-hurnm MAb were more effective in detecting positive sera than 
anli-human IgG. Among the fifty-nine samples from tbe Philippine General Hospital 27% 
were seroposirive using this technique. Intense fluorescence results most probably from 
sera in patients about 32-60 days past infection. Those with low liters associated with an 
infection past more than 60 days constituted 36% of the population. Among the females, 
3()% were scropositivc and among the males, 24% were seropositive. This procedure 
revealed high antibody titer.; in asymptomatic cases, which indicates a high occurrence of 
C. pwvum infection and could be carriers. 

Thls !FAT may be used to assess and treat members of cmmnunities suspected co 
be a site of a cryptosporidiosis outbreak to prevent reinfection through untreated carriers. 
Also, it may be used as an epidemiological tool to evaluate the hygi~nic practices and 
water cleanliness of an area. 

Keywords: Cryptosporidiwm pa.rvum, Immunofluorescence Antibody Test (IFAT), 
diagnosis, epidemiology, seroposilivity, oo.::ysts, monoclonal antibodies. 
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Dengue fever and dengue hemorrhagic fever {DF/DHF) are among the most 
common infectious diseases transmitted by the mosquito vector A.edes aegypti, in both 
tropical and subtropical regions . This study provides initial dau on the application of 
huffy coat and the monoclonal antibodies generated against dengue virus pu~pared at 
RBD-SLMC, the conlirmation of dengue infectinn by Imml111oflourescence 3Ssay (lFA). 

Buffy coat was taken from the centrifuged whll!e hlood of the suspected dengue 
patients from San Lazaro Hospital. Cells from the bu.fry cost were stained with monoclonal 
antibodies against dengue and visualized by FITC-conjugat~d anti-mouse antibody. 
Furthermore, plasma and/or R.l..JA extracted from the plasma were used as template in an 
RT-PCR method for the amplification and detection of dengue viral genome. Plasma was 
also inoculated to C6/36 Aedes a/bopictus cell lines and aOer two weeks post-infection 
the culture fluid was again used for sandwich ELISA to detect den!,>ue virus. 

Twenty-five percent (25%) of thirty-eight (38) samples out of 152 were positi\'e 
for dengue virus using moooclo~l antibodfos and buffy coat. lhe results "W£'re correlated 
with olher methods such as RT-PCR, antigen sandwich ELISA, and viru.<; isolation method 
using C6i36 Aedes albopictus. 

Jnununoflouresccm:e using monoclonal antJ.lmdies and buJfy coat is !ihown to be 
a rasler way of detecling dengue virus compared with conventional methods. 

Keywords: Buffy coat, dengue virus, lmmunoflourescence assay, RT-PCR. sandwieb 
ELISA 
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Identification of dengue virus neutralizing monoclonal antibodies is essential for 
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developing potential anti-dengue therapeutic agents. In this study, a panel of monoclonei 
was generated and antibodies produced were characterized for their ability to neutralize 
the dengue virus. 

Ascitic fluids containing high titm of monoclonal il!lribodies were obtained frorr 
BALB/c mice pre.,·iously injected with hybridoma cells . The ascitic fluids were titrate' 
and screened for their neutralizing activity agains the four dengue vims serotypcs usini 
Plaque Reduction Neutralization Test (PRNT) a.nd Tetra-.olium Dye Reduction (MTr: 
Assay. Serial diluticm of the monoclones were mixed for one hour at 37~ ("with a knowr 
dengue virus titer. 111e mixtures were inoculated into I.LcMK2, either in 35 nun petr 
dishes or 96-well microtiter plates. 

Using the MIT assay, three monoclonal antibodiesm 12D1117Ell, 12Dll/9F~ 
and 12011/lOCJ that were earlier shown to be n:active to Lhe four deTJgue serotypes b) 
enzyme linked inununosor~nt assay inhibited the growth of two isolates of dengue vim 
serotype l,22St-l2A and 9D-36, up to dilutions of 5000. 

The monocloual antibodies wed in this study were found to inhibit dengue vi~ 
multiplication hence have neutralizing properties. These may be used to identify anc 
characterize epioopes on the surface of dengue viruses that are essential for viru.c; infec. 
tion. Such information is vital in the development t>f effective treatments or vaccine! 
against dengue virus. 

Keywords: monoclonal antibodies, dengue virus, neutralizing antibody, plaque rtductior 
neutralization test, MTT assay, anti-viral 
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Currently, there is an increasing drug problem brought about by the illegal use o, 
shabu and ecstasy. This study meets the need to develop a more sensitive and accuratt 
method of detecting these dangerous drugs in biological tluids. 

Three chromatographic methods, Thin Layer Chromatography (TLC), Higl 
Performance Liquid Chromatography (HPLC) and Gas Chromatography·Masi 
Spectrometry (GCMS). were developed to detect shabu and ecslasy in urine samples. 

For TLC, the extract of both drugs was chromaoographed in ethyl acetate/methanol 
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water using the Toxilab system In the HPLC analysis, an Alusphcre column was used 
with acetonitrile and phosphate buffer at pHlO as mohile phase '1rilh detei;rion at 21 S run. 
And prior to GC/MS analysis, the drug extract was dcrivatiud using MSTFA wtdernitrogen 
gas. Electron impact was used as the ionization mode. 

For ·n.c mclhod u~ing the Toxilab system., bolh drugs have the same Rr at 0.23 
but by using different developing solutions shabu :incl ecstasy could be differentiated. The 
HLPC method developed could separate and quantitate lhe two drugs. Shabu had an aver­
age retention tim= of 9.9 min while tcstasy was at 7.5 min. The GCMS analysis gave lhe 
retention time of 6. 31 min for shabu and l 0.14 min for ecstasy. As a confirmation tech­
nique, the tliagnostic ions usetl for shabu were m/z 91, 130, 206 while m/z 130, 250 was 
utilized for ecstasy. Lineac response for bolh drugs was in lhe concentration range of 250 
to 1000 nglml. 

The chromatographic melbods tleveloped could be used for the routine hospital 
screening and confirmation of shahu and ecstasy in urine. 

Keywords: shabu, ecstasy, chromatographic analysis. urine samples, dangerous drugs 
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Research. epidemiological studies and laboratory analysis of viral diseases of 
the central nervous S}'5tem have been few in lhe Philippines. Thus, zmst of the clinically 
suspected v.iral encephalitis or meningitis cases are treated without etiological laboratory 
confirmation. This study was done to show the presence of some human herpesviruses, 
such as herpes simplex viruses land 2, varicella zostcr virus, cytomcgalovirus, and Eipstein 
Ban viruses t and 2, in cerebrospinal fluid samples taken from Filipino patienu diag­
nosed with viral encephalitis or similarly related conditions. 

The Polymerase Chain Reaction technique has provided a highly sensitive and 
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9pecific method of directly detecting the ••iral genome in an infected sample, such as 
cerebrospinal fluid. In this srudy, viral DNA was ex1n1cted from CSF by cneymatic dig~tion 
with proteinasc K, followed by phenol-cblorofonn extr:>.ction ancl washing with ethanol. 
PCR was perfo.rmed for each of the following viruses at varying conditions: I-JSV-1 and 2 
with a target sequence from the glycoprotein D gene of 271 bp, VZV with a brgct sequence 
from Gcoe 29 of 200 bp. CMV with a target sequence from the major immediate early 
gene of 435 bp, and l::BV with a targ1.'1 sequence from the E81'<A-3C gene of 153 bp for 
type 1, and 246 by for type 2. 

Out of 234 samples analy.i:ed, 9 were HSV-1, 7 were HSV-2, and one contained 
both HSV-1 and 2. Out of 213 samples examined, 8 were co-infC\:tions in varying 
combination ofHSV 1 and 2, EBVl and 2 and VZV. Out of213 samples, two were VZV 
and out of 128 samples, 60 were EBV 1 antl all EDV 2 were co-infected with another 
virus. All in all 31 samples were infected with more than one virus. 

The laboratory diagnosis of CNS viral disi:ases has been facilitated by PCR. IT 
bas hccn shown to be a nipid, sensitive, and specific enough to be used as a fronlhne test 
for the detection of viral D~A in CSF, eliminating the need for difficult to obtain, expensive, 
and highly i.nvasive brain hiopsy which is !he gold standard. 

Keywords: Central nervous system, cerebrospinal fluid, Herpes simplex virus, Varicella 
zoster virus, Epstein-Barr virus, Polymerase Chain Reaction 
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DNA vaccines represent a novel method or vaccin11tion, and are extremely 
promising for application and development in developing, tropical countries like the 
Philippines. However, like all technologies, there arc risks as!Sociated with the use of 
DNA vaccines. These risks include possible integration of the DNA vaccine into the host 
genome, imd inununopatMlogy and histopathology due to the vaccine. We have constructed 
11 putative DNA vaccine for malaria (VRl2MMI), and we h:ivc perfonned a prc-<:linical 
evaluation of this vaccine in mice. 

DNA vaa:ines were prepared by overlap extension Polymerase Chain Reaction 
(PCR) to create the llllllri-epitope insert, and by recombinant DNA technology to create 
the recombinant plasmid, the DNA \·acdne. Safety was determined by emp1oyiog a PCR 
assay to assess persistence of the ONA vaccine in tissues of immunUed mice, and to 
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determine possible integration or lhe vaccine plasmid into the mouse genome by 
homologous recombination. Histo-pathological analysis was also conducted on tissues 
from immunized animals. 

Plasm.ids were nClt fowid to persist in immunized animals for more than a week, 
and no integrated vaccinl! Sl!quences Wl~re found in the mouse genome. No significant 
adverse effect£ of vaccination were fo1u1d by hlstopathological analysis. 

Keywords: DNA vaccine, safety, malaria, integration, homologous recombination, PCR, 
hislopatholo gy 
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Patients who consulted at the IB Clink of the Section of infectious Diseases, 
Department of Medicine, UP-PGH and the Quezon Instih1te from January 1993 to Jun!! 
1997 with microbiologically proven pulmonary tuberculosis based on a positive AFB 
smear and culture were included in the study. A total of 78 patients were classified as a 
multi-drug resistant IB or complicated TB. Both of the sus.ceptiblc: and multi-drug resistant 
tuberculosis were randomly assigned to either the immunotherapy (given an intrademutl 
injection of Mycobacterium vaecae) of the non-immunotherapy group (without 1he 
intradermal injection of Mycubacterium w.iccae). 

Using the time for sputum convcn;ion to negativity in weeks as primary ouLCame, 
all of the patients were followed-up. Resulls show that for the susceptible or uncomplic.ated 
tuberculosis, there is an earlier conversion of sputum smear and culflHe ta negativity in 
patients given lbc imrrnmotherapy as compared to those who did not receive immunotherapy 
(51.16% vs. 40.00% at two weeks respectively). Conversion rates, however, became 
comparable by the 12"' week of chemotherapy (90.70".-b vs. 88.57% respectively). 

Secondary paramete~ or weight g.ain were likewise higher for the lnununotherapy 
Group as compared to the Non·Jmnrunotherapy Group. For the multi-drug resistant or 
complicated cases, the mean time for sputum conversion was also compared between 
immunotherapy and the non·immunotherapy group. Utilizing the Kruskal-Wallis one way 
anal)"jis of variance, there was statistical significance. When we alllJ\yz;ed 1he effect of 
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resistance to each drug on time for sputum conversion to ncg.ativily ulili.7.ing the chi­
squnre, only etambutol and pyrazinamidc were shown ro have significance. "!his means 
that irmnunotherapy had a more beneficial effect on earlier sputum conversion when the 
resistance was to eti1'lmbutol or pyrazinamidc. 

These results demonstrated thi= potential usefulness of Mycobacterium vm:cnt: as 
an immunotherapeutic agent in the management of both susceptible M. tuberculosis or 
uncomplicated PTB and complicated or multi-drug resistant cases. The addition of 
Mycobacteriwn vaccae at one to cwo weeks after initiation of chemotherapy may lead to 
earlier sputum negativity by both smear and culture. 

Keywords: susceptible, multi-drug n:sis1ant, tuberculosis, i1nmunotherapy, Mycobactcrium 
vaccae, sputum smear and culture 
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The flagella of Helicobacter pylori, a backrium which c~uscs chronic gastritii;, 
is rnnsidered as one of the prim:ipal virulence factors of this human pathogen. llte fla.-4. 
gene is the gene which encodes the major glagcllin in the flagellar sheath of H. pylori. h 
was recently discovered · in the US Wt gen~ric immuni7.ation using fla A gene confers 
partial protection against 11- pylori in mice. 

The objective of th.is st\ldy was to determine by PCR the presence of the flaA 
gene in H. pylori strairu; isolated from gastric biopsies of Filipino patients diagnosed to 
have various gastroduodenal diseases at St. Luke's Medical Center. 

H. pylori strairu; were isolated, cultW"ed and purified from gastric biopsies of W 
patients suffering from differen! gastroduodemil diseases. Two palienls were suffering 
from dyspepsia, seven with gastric ulcers, SC\'en with duodenal uke~. ra-·o were diag­
nosed with aphlhous ulcers and two patients with both duodenal ulcers and gastric ulcers. 
Presence of the flaA gene was detected by PCR using the flaA primers (forward 
l'TCTATCGGCTCTACCAC and n:ver.ie CTGACCGCCAITGACCA'Il with a PCR prod­
uC"I of 500 bp. The cycling conditions were: 95°C for 5 min. and 30 cycles of 95°C for I 
min, 52DC for 1 min and 72°C for I min. A final cxt.eru;ion step of 72°C for I 0 min was 
perfonned. 
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Out of 20 H. pylori strains, 10 were positive for the .flaA gene: 4 from patients 
with gastric ulcers, one each from aphthous ulcer, both gastric and duodenal ulcer and 
dyspepsia. 

The results demonstrate that the fla.4 gene could be detected by PCR from some 
Philippines straius of H. pylori. The flaA gene: could be isol:ltctl and tested as a possible 
DNA vaccine against H. pylori. 

Keywords: flelicobacter p}1lori, gastroduodenal diseases, chronic gastritis, jlaA gene, 
PCR 
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Tinospora rumphii Bocrl. locally known as makabuhay, is one of the most common 
plants being used for various ailments. To characterize the biological activities of lhe 
plant, its antimicrobial, hamagglutinating, imnmnodulating, cytotoxic and apoptosis­
inducing propcnit:s were investigated. 

All cxperimen~ wen: carried out using a purified 50-kD protein from the methanol 
extract of Tinospora. Nitric oxitle ~O) production W3S measured by a microplate assay 
based on Griess reaction. Hcmagglutination (HA) assay was done using human blood 
types A, B, 0 and rabbit erythrocytes. A c.cll culture-based cytotoxicity <1ystem had been 
employed using HT-29 (human colon cancer cell line) and vc:rn (monkey kidney epithelial) 
cells. Cell survival was measured by using the microculture-M rr assay. ht Yitro 
antimicrobial activity against facherichia coli, StapJtylucoccu.r aureu.r, Staphylococcus 
epidermidis and Pseudomvnas aaerugino.ra was dctemnned by the agar disk diffusion 
method. Apoptosis w.as detected by fluorescence nticrosoopy after staining the cells (HT-
29, BHK and vero) with acrid.inc orange and cthidium bromide. 

Jn ~irro screening of the plant extract indicated a dose-depend1..-nt cytotoxicity 
for both the vero cells and HT-29 cell line. Results showed that the plant extract stimulated 
NO release from lipopolysaccharide-activatcd macrophages. ln the antimicrobial screening, 
the extract demonscntlcd a strong activity against the Gtam (+)bacteria (S. aureus and S. 
epidermidi.r). The excract had a 32 HA units using human blood types A, B. 0 and rabbit 
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erythrocytes. The apoptosis assay resulted to 11 dose-dependent apotosis-inducing activity 
for lhe HT-29, BHK and vero cell lines. 

Tinospora shows a mulriplicity of biological activitil"-S. Further work on Tinospora 
should focu.s on the therapeutic potential of these activities. 

Keywords: Tinospora romphii B0ttJ, immwlomodulatiug activity, m virro cytotoxicity, 
antimicrobial, hemagglutination property, apoptosis 
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Dengue fever/Dengue hemorrhagic fever outbreaks ha\'e been associated with 
the presence of rwo or more co-circulating virus serotypes. In this study, lhe biological 
phenotype of plaque purified dengue vinases i.!i described. 

Dengue vi.ru.ses were detected and isolated by inoculating patient sera to C6/36 
Aedes n/bopictus cell lines. Amplified dengue viruses in the culture were purified by 
plaque assay. The viruses were inoculated into Llc~ (monkey kidney cells) in 35 mm 
petri dishes. Progeny viruses arising from a single infectious virion were recovered from 
areas of cell Jysi!I also known as plaques. The melhod was repeated three times. Dengue 
serotype was confirmed by R-PCR using type-specific prim.m. Plaque size and morphology 
as wdl as virus titer were also noted. 

From "49 dengue virw isolates, 16 were successfully plaque purified. Among 
them. four were DEN-I, eight were DEN-2, three were DEN-3, 11.nd one was DEN-4. 
Plaque morphology was described based on size and shape. It was observed that smaJJ 
plaques {0.3 to 2mm) showed complete cell lysis from the foci to lhe periphery, wh.ilc 
medium (2.1 to 3.2 nun) and large pJaques (>3 .2 nun) were characteri7..ed by complete 
cell lysis at the foci md incomplete l}"$iS at 1he periphery. Bolb small and medium-sized 
plaques weer observed in all dengue scrotypcs except for one variant of DEN 2 that exhibited 
a large plaque size (4 mm). Virus titer ranged from l x 10) to 2 x 107 PFU/ml. 

Dengue vll.illes purified in this study exhibited differencC'5 in plaque morphology 
and infectivity tite~ . No correlation WM observM between plaque .c:i7£ and viru~ llt~r 
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Virus grn\Vth kinetics is currently being correlated with both plaque morphology and size. 

Keywords: dengue vims, plaque assay technique, virus purification 
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In pursuance of its responsibility to provide adequate and accessible health car to 
Liu: Filipinos, the use of Philippine tradirional and hn-hal medicines as an alternative cure 
to common illnesses is being promoted by the Department of Health together- with local 
govenunent units()). Extract from boiled mole Karantay (Cicco ocldo Linn.) leaves was 
claimed by town folks in Nueva Ecija to be an effective cure for Togulabay, an illness 
characrerized by isolated skin rashes, itchiness and reddening of eyes and sic.in . 
Phytochemic:al screening of the crude extract was done for the preliminary sCIUning of 
activ~ components th.at may be responsible for the acclaimed medicinal property. 
PhytochemicaI tests revealed that male karamay leaves contain saponins and tannins, 
both of which arc known to have anti-infllllllrnltory properties (1,2). 

The anti-bac:terial and anti-fungal properties and cytotoxic activiry was explored 
fwther to determine other possible application.<; of the putative berbal remedy. HowevC'I', 
preliminary 1esu sbowed that the extract has no anti-fungal nor an anti-microbial property 
and is toxic to brine shrimp. 

Keywords: phytOC'hemical screening, cytotoxic activiry 
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Chronic myclogenous lcuk.cmi11 (CML) is a hematologic malignancy that is 
generally characteriud by a reciprocal translocation between chromoso~s 9 (9q34) 1md 
22 (22q1 I). This structural aberration resuhs in the formation of an abnormally shon 
chromosome 22 {Ph or Philadelphia chromosome) where the fusion of the genes bcr and 
ab/ is mapped. In this study, C}togenic and molecular teclmiques were compared in the 
detection of gene fusion in CML. 

Twenty-nine Filipinos clinically diagnosed with CML were studied. Peripheral 
blood samples or bone marrow aspirates from each patient were cu1rured. Chromosomes 
were stained following the GTG (G-bands by Trypsin Using Giemsa) method. Cytogenetic 
analysis was made following the ISCN (International System for Human Cytogenetk 
Nomenclalure) 1995. Molecular studies were earned out by RT-PCR (reverse transcription 
- polymerase chain reaction) using G, ct , F and A primers. 

Cytogenetic analyses revealed the presence of the Ph chromosome in 17 patients. 
'rhe RT-PCR teclmique detected the bcr-abl gene fusion Ui 28 patients, 15 had b3112 gene 
fusion, 7 were of the b2a2 type of gene fusion and 7 had both types of gene fusion. 'rhe 
detection rate of the R'f-PCR technique (96%) is very much higher than that of the 
cytogeoetic method (38%). 

Thus. RT-PCR proved to be more sensitive in detecting the bcr-abl gene fusion 
in CML Titis techni4ue greatly improves the accuracy and efficiency of the diagnosis of 
CML. 

Ke)-words: chronic myelogenous leukemia. hematologic malignancy, bcr-abl gene fusion, 
Philiadelphia chromosome, GTG-banding, RT-PCR 


