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Abstract:

A mobile Voluntary Counseling and Testing (VCT) for HIV was set up as complimentary
facility to the free health check up camp organized by Putalisadak Club of Kathmandu.
28 migrant workers located in that area were tested for HIV using Immuno-
Chromatographic assay (Lateral Flow) and confirmed by EIA for HIV 1/2. None of the
participating subjects came out positive using both the assays.

Background-

HIV prevalence in Nepal is still not studied in a comprehensive manner. It is believed
that HIV in Nepal is concentrated in high risk group viz. Sex workers, Intra-venous drug
users and migrant workers. Migrant workers in Kathmandu are believed to engage in
risky behavior such as unsafe sex with sex workers. Incorporating HIV VCT during
routine health check up, not only gives them (subjects) knowledge about HIV and its
infection but also helps Public Health policy makers in extracting accurate information on
HIV prevalence in general population.

As an integrated program with free general health check up organized by Putalisadak
Club of Kathmandu on August 9, 2008, HIV VCT was set up by Intrepid Nepal Pvt. Ltd.
and coordinated and sponsored by the Center for Molecular Dynamics-Nepal (CMDN).



Pic 1: Location of Free Health Clinic and Intrepid Nepal Mobile VCT

Pic 2: Counseling Section for HIV

Pic 3: MobileHIV Screening area



Method-
Clinical Set Up:

The Putalisadak Club of Kathmandu organized the event. Various Clinical Observation
and Check up stations were set up in the Mediclinic Polyclinic facility located in
Putalisadak, Kathmandu. Voluntary participants (Migrant Workers) were invited from
various location within Putalisadak area. They were registered and were clinically
observed for any sign of health issues. They were also invited to do free HIV screening
conducted by Intrepid Nepal. Upon their consent, they were counseled by a trained
professional, their blood were drawn, tracking number created and were screened for HIV
1/2 using Immuno-Chromatography or Lateral Flow from kit made by Princeton
Biomeditech of Princeton, NJ, USA. DXexpress multi-reader was used to read the results
and the data was stored as electronic file using the reader’ s software. Remaining whole
blood samples (containing EDTA) were transported to Intrepid Nepal lab in Thapathali
for EIA analysis.

Collection of specimens

5mL of blood of patients were collected in avia with 20g of EDTA.
After taking 10 ul of Whole Blood for Lateral Flow Analysis, plasma were separated
from the remaining samples.

The samples were centrifuged at 5000rpm for 5 min to make sure all particles sediment at
the bottom. The quality and quantity of the specimens were checked at the time of its
receipt. The plasma was stored in cold box and transported to Intrepid Nepal Lab, which
was then stored in 4°C for EIA analysis.

The samples were analyzed using the following-

1. Rapid Kit Test (PBMC, Princeton, NJ)
2. ELISA (KHB, Shanghai, China)

| mmuno-Chromatography (L ateral Flow):

The test is based on the one step solid phase Immuno-chromatographic or Lateral Flow
assay (PBMC, Princeton, NJ).

10ul of whole blood was loaded in sample loading window followed by 2 drops (70 pl)
of developer solution. It was incubated for 5-10 min in room temperature and read by
DXpress Multi-Reader. Data stored using DX press Software.



ELISA

The plasma were tested using EIA kit (KHB, Shanghai, China) for the detection of
antibodies against HIV type 1 and HIV type 2.
The kit utilizes synthetic peptides and recombinant antigen corresponding to highly
antigenic segment of HIV-1/HIV-2 envelope and core proteins.

Results-
Lateral
Sample ID Age | Sex Occupation Education Location Flow ELISA
HIV-S001 34 M Potter SLC Bhaktapur Neg Neg
HIV-S002 40 M Potter 4 Dolakha Neg Neg
HIV-S003 50 M Potter 7 Dolakha Neg Neg
HIV-S004 50 M Potter N/A Dolakha Neg Neg
HIV-S005 36 M Potter N/A Dolakha Neg Neg
HIV-S006 39 M Potter 4 Dolakha Neg Neg
HIV-S007 30 M Potter N/A N/A Neg Neg
HIV-S008 30 M Potter N/A Dolakha Neg Neg
HIV-§8209 | 23 | F | Housewife SLC Putalishadak Neg Neg
HIV-S010 19 M Student 9 Dolakha Neg Neg
HIV-S011 43 M Potter N/A Dolakha Neg Neg
HIV-S012 28 M Potter 6 Dolakha Neg Neg
HIV-S013 40 M Potter 3 Dolakha Neg Neg
HIV-S014 19 M Potter I.Ed Dolakha Neg Neg
HIV-S015 35 M Potter 8 Dolakha Neg Neg
HIV-S016 22 M Potter N/A Dolakha Neg Neg
HIV-S017 45 M Potter 3 Dolakha Neg Neg
HIV-S018 34 M Potter N/A Dolakha Neg Neg
HIV-S019 27 M Potter 3 Dolakha Neg Neg
HIV-S020 45 M Plumber N/A Dolakha Neg Neg
HIV-S021 18 M Student 10 India Neg Neg
HIV-S022 58 M Security Guard N/A Dolakha Neg Neg
HIV-S023 60 M | Paper Business N/A Narayanthan Neg Neg
HIV-S024 40 F Housewife N/A Santinagar Neg Neg
HIV-S025 45 F Clerk N/A Santinagar Neg Neg
HIV-S026 20 M Potter N/A Dolakha Neg Neg
HIV-S027 26 M Potter N/A Dolakha Neg Neg
HIV-S028 30 M Service BBS Makhan Neg Neg




ELISA Resaults:

Test performed Control/Specimens | Absorbance read | Mean Value
at 450nm
Negative 0
Negative 0 0
Positive 1.96
ELISA Positive 2.14 2.05
Blank 0
0

I nterpretation of EL|ISA Results:

1.

2.

Specimens with the acsorbarice values less than the cut off values (i.e
OD/COV<1.00) are considered negative.

Specimens with initial absorbance greater than or equal to the cut off value (i.e.
OD/COV > 1) are initidly considered positive by the Criteria of this EIA and
should be retested in duplicate before interpretation

Specimens found positive on retesting may be interpreted to be repeatedly
positive for antibodies to HIV-1 and/or HIV-2 by the criteria of this EIA

Initially reactive specimens which are negative in both wells on the repeat test are
considered negative for antibodies to HIV-1 and HIV-2

Specimens which are repeatedly Positive in EIA should be further tested by
additional, more specific tests

Control Calculations-

Positive Control Sample Absor bance
1 1.96
2 2.14
Mean of the Positive Controls 2.05

Calculation of the cut off value (COV)

= 2.05* 10%= 0.205




ELISA Results Contd.

Sample ID Mean OD OD/COV | ELISA
HIV-S001 0.067 0.327 Neg
HIV-S002 0.028 0.136 Neg
HIV-S003 0.025 0.122 Neg
HIV-S004 0.054 0.263 Neg
HIV-S005 0.07 0.341 Neg
HIV-S006 0.074 0.361 Neg
HIV-S007 0.03 0.146 Neg
HIV-S008 0.019 0.093 Neg
HIV-S009 0.009 0.044 Neg
HIV-S010 0.029 0.141 Neg
HIV-S011 0.055 0.268 Neg
HIV-S012 0.035 0.171 Neg
HIV-S013 0.081 0.395 Neg
HIV-S014 0.025 0.122 Neg
HIV-S015 0.07 0.341 Neg
HIV-S016 0.032 0.156 Neg
HIV-S017 0.026 0.127 Neg
HIV-S018 0.075 0.366 Neg
HIV-S019 0.031 0.151 Neg
HIV-S020 0.07 0.341 Neg
HIV-S021 0.085 0.415 Neg
HIV-S022 0.025 0.122 Neg
HIV-S023 0.055 0.268 Neg
HIV-S024 0.065 0.317 Neg
HIV-S025 0.04 0.195 Neg
HIV-S026 0.065 0.317 Neg
HIV-S027 0.045 0.219 Neg
HIV-S028 0.035 0.171 Neg

Conclusion:

1. Random sampling of individualsin free health check up yielded 0% for HIV prevaence (n=28)
2. Latera Flow Kit (PBMC, Princeton, NJ) were concurrent to EIA results.
3. Mohile VCT for HIV is effective way of collecting datafor Clinical Epidemiological Studies.



