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TO: Mr. Ken Peters





DATE: 8th June, 1998

       Globalemed, LLC

       Miami, Florida

FROM: Mrs. Wendy Kitso-Piggott


NO. OF PAGES (10) Including this one


Laboratory Adviser

ORIGINATOR:  HDRB





OUR REF NO: 496/98

FAX NO: 1-305-827-3305

SUBJECT: Reports
TEXT:

Following are:

1. Report on Evaluation of HIV 1 & 2 QSPOT

2. Report on Evaluation of HIV 1 & 2 EIA

Best regard
/hdrb
Transmission authorized by:__________________________

Allotment No:_________________ 

CAREC….. PBX: (868 622-4261/4262/4745/4986…………………………. Fax No.: (868)622-2792

SPSTD …..Telephone No.: (868) 622-2153  ……….………………………..Fax No.: (868) 622-9585

Assay Type: 

A solid-phase immunoassay which employs recombinant proteins from HIV I and 2 envelope for the detection of specific antibodies to HIV I and 2 viruses in human serum or plasma. Horse radish peroxidase (HRP) conjugated anti-human immunoglobulin is used to detect the HIV antigen/antibody binding. The substrate used is a combination of chromagen (TMB) and hydrogen peroxide. The resulting blue colour is measured at a wavelength of 450nm. The manufacturer advises that the use of turbid or lipemic samples should be avoided. The manufacturer also advises that if a serum is reactive the original serum sample should be retested in duplicate and that repeatedly reactive results should be further confirmed by other EIA assays or confirmatory tests in addition to a clinical evaluation, before a final diagnosis is made. This assay is not appropriate for the screening of body fluids other than serum or plasma of for pooled sera or plasma. The manufacturer recommends this assay for the screening of blood donations or for clinical diagnoses. 

Method of Assessment: 

This evaluation was conducted using sera submitted to the Caribbean Epidemiology Center (CAREC) in 1997 and 1998 for confirmatory testing. All sera used in this evaluation were frozen and thawed before screening with the HIV I & 2 EIA. One technologist performed all test. All sera with discordant results were retested in duplicate with the HIV 1 & 2 EIA. If results were still discordant, sera were retested by the Cambridge Biotech Blot assay to reconfirm their reactivity . 

Four hundred and Forty (440) sera were screened with above kit. The evaluation panel comprised three hundred and sixty-eight sera which were positive for HIV 1 and seventy-three sera which were negative for HIV I and 2. Results obtained with the above test kit were evaluated against results obtained with CAREC's confirmatory algorithm. CAREC's algorithm is as follows: 

all samples are screened with two ELISA assays- the Organon Teknika Corporation Vironostika Uniform 11 and the Sanofi Pasteur Genelavia assays which detect antibodies to HIV 1 and 2. All samples which yield discordant reactions with these two assays are further tested with the Cambridge Biotech HIV -I Western Blot assay. The Centers for Disease Control. USA and ASTPHLD criteria are used for the Western Blot interpretation. 

NB: Additional kits were requested to complete the evaluation but the above kit had been updated and thus the recently updated kit was supplied. Discordant samples were thus repeated using the new kits. 

_____________________
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Operational Aspects:. 

Number of tests/kit 


96 (8 wells x 12 strips) 

Kit dimension/Expiry date 

8" x 41/2" x 31/2"/6" x 41/2" x 41/2" –1/99 .Lot numbers Lot#IVJ A 168/01/99 

Clarity of instructions
Instructions in English. First two steps somewhat unclear in old kit. New kit instructions easy to understand. 

Labels 




Lot numbers and expiry dates marked on box, vials and sealed bags. 

Volume serum 



5u1 

Quantity of reagents 


Wash buffer in old kit inadequate but adequate in new kit. 

Storage conditions 


2-8 degC 

Shelf life 



Not provided. 

Reagents and supplies provided 
Antigen coated plates; weak positive and blank control supplied in new kit; sample diluent ready for use; conjugate; wash solution concentrate; substrate and stop solution ready for use; strip holder supplied in new kit 

Special equipment needed but not

Provided
ELISA reader; washing device; refrigerator not provided incubator; strip covers. automatic pipettor; 

Preparatory work 


Wash solution has to be prepared 

Stability after preparation 


Not applicable 

Predilution of sera sera 


Prediluted in assay microtitre plates .incubation temperature 37 degC 

Number incubations 


3 

# Soak periods 



None. Two washing cycles of 6 washes each 

Reading 




ELISA reader at 450nm. Read immediately after adding stop solution 

Testing time 



Approximately 90 mins for a batch of 96 sera 

Price/test 



Not available 

Interpretation 
Sera is interpreted as positive when optical density value is equal to or greater than the cut-off value. 

General Comments: 

The ease of performance of this test was based on characteristics such as the need to prepare reagents, sample dilutions, incubation temperature, the complexity of equipment needed and adequacy of reagents. This kit was relatively easy to use. 

________________
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Performance Characteristics

Sensitivity of a test is the ability of a test to detect positive cases (i.e the absence of false negatives) 

Sensitivity=


 True Positives 


x l00 

True Positives + False negatives 

Specificity of the test is the ability of the test to identify all negatives correctly (i.e the absence of false positives) 

Specificity= 


True Negatives


 x 100 

True Negatives + False Positives 

Positive Predictive Value is the frequency of truly infected persons among all those persons with positive results. 

Positive Predictive Value= 
True Positives


 x 100 

True Positives + False Positives 

Negative Predictive Value is the frequency of truly non-infected persons among all persons with negative results 

Negative Predictive Value= 
True Negatives


 x 100 

True Negatives + False Negatives 

Test Efficiency is the overall ability of a test to correctly identify all positives and negatives 

Test Efficiency= 


True Positives + True Negatives




  x 100 

True Positives + True Negatives + False Positives + False Negatives 

_____________________
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Comparison of World Diagnostics, Inc. EIA assay with the CAREC algorithm




World Diagnostics, Inc. EIA

	
	
	+
	-
	Tot

	CAREC
	+
	368
	0
	368

	
	-
	3
	69
	72

	Tot
	
	371
	69
	440


Sensitivity:



100%

Specificity:



96%

Positive Predictive Value (PPV):

99.2%

Negative Predictive Value (NPV):

100%

Test Efficiency:



99.3%

Discordant Results:

	
	
	CAREC
	
	HEALTH TECH

	Sample
	Test
	OD/CO
	WBlot
	OD/CO

	1.
	Uniform 11

Genelavia
	0.057-/0.175

0.014-/0.132
	Negative
	0.36+/0.290

0.221+/0.110 (repeat)

	2.
	Uniform 11

Genelavia
	0.041-/0.172

0.054-/0.146
	Negative
	0.200+/0.197

0.137+/0.110 (repeat)

	3.
	Uniform 11

Genelavia
	0.016-/0.142

0.029-/0.132
	Negative
	0.193+/0.188

0.198+/0.110 (repeat)



_____________________
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RANGE AND MEAN OF SAMPLE VALUES

POSITIVE SAMPLES

	
	MEAN OD/CUTOFF
	RANGE (2SD)

	Uniform II
	13.9
	8.3-19.5

	Genelavia
	21.2
	15.0-27.4

	World Diagnostics Inc. EIA
	6.14
	1.88-10.40


NEGATIVE SAMPLES

	
	MEAN OD/CUTOFF
	RANGE (2SD)

	Uniform II
	0.32
	0.003-0.623

	Genelavia
	0.37
	-0.02-0.76

	World Diagnostics, Inc. EIA
	0.57
	0.15-0.99



_____________________
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Assay Type  

A rapid membrane-based screening test for visual and qualitative determination of antibodies to HIV 1/2 in human serum or plasma. Recombinant H1V-I&2 envelope proteins have been affixed to a membrane. The antigen/antibody binding is confirmed by a colloidal gold conjugated antibody. The manufacturer has advised that this assay is useful for the screening of blood for transfusion and for clinical diagnosis. Instructions advise however that all positive specimens must be confirmed with an EIA or other confirmatory assays. 

Method of Assessment: 

*
This evaluation was conducted using sera submitted to the Caribbean Epidemiology Centre in 1997 and 1998 for confirmatory testing. All sera used in this evaluation were frozen before screening with the test kit. One person performed all tests. . 

Two hundred and eighty-nine sera were screened with the above kit. The evaluation panel comprised two hundred and four sera which were positive for HIV-1 and eighty-five sera negative for HIV-l. Results obtained with this test kit were compared to .results obtained with CAREC's confirmatory algorithm which is as follows: . 

*
 All samples are screened with two ELISA assays which detect antibodies to HlV -1 &2  the Organon Teknika Corporation Vironostika. Uniform II and the Sanofi Pasteur Genelavia assays. All samples which yield discordant reactions with these two assays are further tested with the Cambridge Biotech HIV-I Western Blot assay. The Centers for Disease Control and the ASTPHLD criteria are used for the Western Blot interpretation. 

In this evaluation all sera with discordant results were tested again in duplicate with the HIV 1 & 2 Q Spot. If results were still discordant, sera were tested by the Western Blot to reconfirm their reactivity.

____________________________________________________________________________________________
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27/05/98 5:49PM

Operational aspects

Number of tests/kit 


25 individual test devices 

Kit dimension


 
6" x 6" .storage conditions 2-8C 

Shelf life 



not available 

Reagents and supplies provided

buffer. conjugate; plastic pipettes 

Equipment needed but not provided 
none

Special equipment needed 


none 

Preparatory work 


advice to centrifuge or filter cloudy samples with precipitates 

Predilution of sera 


not necessary but advised to dilute sera 1: 10 if thick .

Incubation



 

Temperature: 



Room Temperature

.#soak periods:



 1 

Reading visual 

Testing time 



7-8 mins for a single test. 

12-15mins for a batch of 10 samples 

Price/test



 not provided 

General Comments and Observations: 

The kit contained an insert written in English. Instructions were in the main, clear and easy to follow. There were however two apparently conflicting directions -"Read result immediately or within 5 minutes after completion of the assay"; "Any spot developed 10 minutes after completion of the assay is not counted as positive". We were unclear about the actual cut-off time for reading after completion of the assay. We allowed for a 10 minute cut-off time. There was also no clear instruction about allowing the conjugate and buffer to soak into the membrane before moving on to the next step. We did allow these reagents to soak in. 

There were no controls supplied with the kit. None of the reagents supplied required any preparatory work. They were all supplied ready for use. There were no instructions on the maximum number of samples that should be attempted in each test run. 

In the case of nine sera, the tow intensity of the colour reaction produced did not seem to mirror the 

relatively strong reaction of these sera on our comparative tests.

This kit was unfortunately slightly modified during the period of evaluation and thus fifty of the total two hundred and eighty-nine samples were screened with the new kit since the old kits were no longer available. The new kits did not contain specimen droppers and thus laboratories would need to provide disposable tips or pipettes. The new kit also recommends a maximum reading time of twenty minutes after the assay has been completed.

____________________________________________________________________________________________
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Ease of Performance:

The ease of performance of this test was based on the measure of characteristics such as the need to prepare reagents or sample dilutions, need for distilled water, incubation temperature, need for incubators, automatic pipettors, graduated pipettes, other equipment needed, adequacy of reagents provided and the need for refrigeration of reagents.
Performance Characteristics

Sensitivity of a test is the ability of a test to detect positive cases (i.e the absence of false negatives) 

Sensitivity=


 True Positives 


x l00 

True Positives + False negatives 

Specificity of the test is the ability of the test to identify all negatives correctly (i.e the absence of false positives) 

Specificity= 


True Negatives


 x 100 

True Negatives + False Positives 

Positive Predictive Value is the frequency of truly infected persons among all those persons with positive results. 

Positive Predictive Value= 
True Positives


 x 100 

True Positives + False Positives 

Negative Predictive Value is the frequency of truly non-infected persons among all persons with negative results 

Negative Predictive Value= 
True Negatives


 x 100 

True Negatives + False Negatives 

Test Efficiency is the overall ability of a test to correctly identify all positives and negatives 

Test Efficiency= 


True Positives + True Negatives




  x 100 

True Positives + True Negatives + False Positives + False Negatives 
Results:





QSPOT

	
	
	+
	-
	Tot

	CAREC
	+
	200
	4
	204

	
	-
	0
	85
	85

	Tot
	
	200
	89
	289


	Sensitivity:

Specificity:

Positive Predictive Values:
	98.0%

100%

100%

	Negative Predictive Values:

Test Efficiency:
	95.5%

98.6%
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REPORT OF THE CAREC 


EVALUATION OF HIV 1/2  EIA


Manufactured by Globalemed, LLC.


May 12, 1998





REPORT OF THE CAREC


EVALUATION OF HIV 1/2  Q SPOT


Manufactured by World Diagnostics, Inc.


March 27, 1998





FACSIMILE TRANSMITTAL FORM


-SPECIAL PROGRAMME ON SEXUALLY TRANSMITTED DISEASES (SPSTD) –








CARIBBEAN EPIDEMIOLOGY CENTRE


Pan American Health Organization


Pan American Sanitary Bureau, Regional Office of the


World Health Organization


16-18 Jamaica Boulevard, Federation Park


P O Box 164, Port of Spain, Trinidad W.I.














