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Disclaimer

DISCLAIMER – FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,

or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have

undergone a formal approval of any kind. Information presented in this protocol should not substitute for

independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from

taking using or relying upon the information presented here is strictly at your own risk. You agree that

neither the Company nor any of the authors, contributors, administrators, or anyone else associated with 

protocols.io, can be held responsible for your use of the information contained in or linked to this protocol

or any of our Sites/Apps and Services.

Abstract

This protocol was already used successfully to detect anti-HIV antibody in the serum of women with cervical

dysplasia or cervical cancer in Jamaica, West Indies [1].
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Troubleshooting
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1 The 96 well polystyrene microplate (U-shaped bottom; Sigma-Aldrich) is coated with 50

ng of a mixture of synthetic peptides (including the fragment 579-601 of the HIV gp41

and fragments 254-274, 308-331 and 421-438 of the HIV gp120) for 4 h at 37ºC.

2 The microplate is blocked with 3% non-fat milk in PBS, 25 µl/well, 1h at room

temperature (RT).

3 The microplate is washed 4X with PBS-Tween-20.

4 Duplicates of 25 µl of 1:16 diluted human sera are added.

5 After incubation for 90 min at RT the microplate is washed 4X with PBS-Tween 20.

6 Then, 25 µl of a chimeric commercially-prepared recombinant protein LA-HRP conjugate

(Sigma-Aldrich) diluted 1:5000 is added.

7 After incubation for 90 min at RT and rewashing steps 25 µl TMB  is added to each well

for 15 min in the dark.

8 The reaction is stopped with 3M H2SO4.

9 The microplate is read in a microplate reader at 450 nm.

10 In the ELISA is included a pooled human sera with high titre of anti-HIV antibodies as

positive control, a pooled sera from healthy individuals as negative control and 0.9%

normal saline solution was used as the blank.

11 The cut-off point is calculated as mean optical density (XOD) of negative control plus

two standard deviation (SD).
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