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HIV
HIV SCREENING TEST
This is done using two methods i.e. 
 (
A – Determine strip
B – Unigold 
) (
B
) (
A
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Samples used:-
1. Serum
2. Plasma
3. EDTA with whole blood and chase buffer (as whole blood is too thick)
This tests for the Abs against HIV present in the sample hence the test itself has the HIV antigen. 
There should be a red line for the control – if this is not present then the test is invalid. If the test has a red line then it is positive and if the test does not form a red line then it is negative. 
ELISA
The samples are plasma and serum. 
The test has both a positive and negative control. 
ELISA can be used for quantitative or qualitative analysis. For quantitative analysis, it can be used for getting the tumour marker concentration. For qualitative analysis, it gives us a positive or a negative, and can be used to screen HIV, Hep B and C, and CMV. 
ELISA is used to detect or quantify substances e.g. proteins and enzymes
PROCEDURE
In an antibody/antigen coated well, add 100µl of the sample which causes the immune complex to be formed. Then add a secondary antibody called a conjugate which also has an enzyme that reacts with the formed immune complex. Incubate for one hour. Discard all the wells using a wash buffer under a method called washing. Then add a substrate and incubate for 30 minutes and allow the substrate to react with the enzyme and cause a color change. Then add an acid which acts as a stop solution to prevent any further reaction. 
Incubation and temperatures of incubation are varied based on manufacturer kit. 
Thereafter, read the absorbance/optical density (OD) using an ELISA reader 
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It is important to use two or more negative controls and get a mean (this is the cut off point) and this is done to reduce the clerical error. Anything less than the cut off is a negative, anything more than the cut off is a positive, and if it is the same value as the cut off then it is invalid. 
The HIV ELISA kits have p24 Ab and an Ag depending on the kit. If positive then do a CD4 count and viral load. 
For the CD4 count, use a flow cytometer and for the viral load use PCR. 
The PCR amplifies the nucleic acids. PCR is divided into qualitative and quantitative. Qualitative is for babies born from HIV positive mothers because of maternal antibodies (use whole blood or do a dry blood spot). The viral load measures the number of viruses in circulation. The sample is plasma and it is collected in a purple vacutainer. It is reported in copies/ml of blood hence the machine has a range. The range for the machine at KNH is 40 – 10 million copies. 
Viral load checks for the HIV RNA while screening in infants looks for HIV DNA (virus integrated to host DNA)
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The flow cytometer measures the size, granularity and staining of the cell. It uses mAbs. The sample is whole blood. This measures cells/µl. For CD4 count, do CD45 to get both T and B lymphocytes, then do CD3 for T lymphocytes, then CD4 for T helper lymphocytes.

[image: D:\UNIVERSITY OF NAIROBI\4. LEVEL FOUR\JUNIOR CLERKSHIP\PATHOLOGY\CLINICAL CHEMISTRY\CLASS NOTES\IMG-20210223-WA0009.jpg]
[image: D:\UNIVERSITY OF NAIROBI\4. LEVEL FOUR\JUNIOR CLERKSHIP\PATHOLOGY\CLINICAL CHEMISTRY\CLASS NOTES\IMG-20210223-WA0007.jpg]

image4.jpeg
UNIVERSITY @ \IROBI
Collegeof Hea' ences
LARORNTORYOF  NOLOGY

™ e
o S e T R —
T T

SUTL ST o T R





image5.jpeg
& BD FACSCalibur

IAMUNOLOGY UNTE
FACS CALIER®
L orssoms e

L1 COUNT & 0N

O TRY TEANOUES.





image6.jpeg
UON & KNH
MUultiSET™ Physician Report
Dfoctor Vol K Technicl st Soas  MSETV22
Operwortocs Cyometoc  PACSCalbur (1E87500080)
‘Sampetame: 082019 e Acqueed: W Mar 2019 1014 A
Sampe 0 Oate Avalyzed oo, a6, 2010
Case N Rataronce Rango Type: B0
Comn 11
Coum 12
Cotumn 85
Panafame.  COYCOACO4E TG
Result Name wunato_ (ot Reterence Range
TLymphs % of Lymph CO3/CD4S1) L
« ) 7 o
TLympt (CO34) Abs Gt o7 o o
THepa
%o Lymphs (CO3+CO4+CDAS ) % o
) @ k!
T ol Lymphs (CO34C04 AbS Cnt a1 pL =
—
s

Lymphocyte (C045¢) Abs Crt”

“For qualty conrol purposes ony =
e ————

Waiiube GC
T HolperSuppressor Rato: 000

!

Page 1 of 1





image1.jpeg
L IONE T
TR





image2.jpeg
30-00A-020-T19





image3.jpeg




