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PURPOSE
The Wellcogen Bacterial Antigen Kit provides a series of rapid latex tests for use in the qualitative detection of antigen from H. influenzae type B, S. pneumoniae, Group B Streptococcus, and N. meningitidis Groups A, B, C, Y, or W135 and Escherichia coli K1 present in CSF.

SCOPE
This procedure applies to all medical technologists working in the microbiology department at Northern Louisiana Medical Center.
TEST REAGENTS AND SUPPLIES INCLUDED IN KIT
Wellcogen Bacterial Antigen Kit should be stored at 2-8°C when kit is not in use.  Before use, bring all reagents to room temperature (18-30°C) and mix.  Return the unused reagents to the refrigerator after use to retain their activity until the expiration date printed on the kit.  Do not mix reagents from different kit lot numbers.

	TEST LATEX

	Strep B
	Pink cap
	Five dropper bottles, one specific for each of the groups above, containing 0.5% suspensions of polystyrene latex particles in buffer containing 0.05% Bronidox and/or 0.1% sodium azide as preservative.  The latex particles  are coated with the appropriate rabbit antibody, as labelled, except for the N. meningitides group B/E. coli K1 reagent, which is coated with murine monoclonal antibody.

	H. influenza b
	Pale blue cap
	

	S. pneumoniae
	Yellow cap
	

	N. meningitidis ACY W135
	Grey cap
	

	N. meningitidis B/E.coli K1
	Brown cap
	

	CONTROL LATEX
	Dark blue cap
	Five dropper bottles containing 0.5% suspensions of polystyrene latex particles in buffer containing 0.05% Bronidox and/or 0.1% sodium azide as preservative.  The latex particles are coated with an appropriate preparation of rabbit globulin or in the case of the N. meningitides group B/E. coli K1 latex, a murine monoclonal antibody raised against Bordatella bronchiseptica.

	POLYVALENT POSITIVE CONTROL
	Blue cap
	Two bottles containing freeze-dried bacterial extracts containing antigens from strains of each bacterial species for which latex is provided.  Contains 0.01% bronopol before reconstitution and 0.0004% when reconstituted.  

TO RECONSTITUTE:  Add 3.6 ml sterile distilled water to one of the blue cap bottles.  Allow the bottle to stand a few minutes and then swirl to mix.  Store reconstituted antigen at 2-8°C for up to 6 months.

	NEGATIVE CONTROL
	White cap
	One dropper bottle containing Glycine saline buffer, pH 8.2, with 0.05% Bronidox as preservative

	DISPOSABLE REACTION CARDS

	DISPOSABLE MIXING STICKS

	DISPOSABLE DROPPERS

	RUBBER TEAT


SPECIMEN PREPARATION
Specimens should be tested as soon as possible; however, if the sample cannot be tested immediately, it should be stored at 2 to 8°C for up to 24 hours or at -15 to -25°C.  Heat CSF specimens for five min at 100°C (e.g. water bath or heat block).  Allow to cool to room temperature (15-30°C) and clarify by centrifugation prior to testing. 

PROCEDURE

	Step 1
	Process the CSF specimen as described under specimen preparation.

	Step 2
	Shake the latex reagents.

	Step 3
	Place 1 drop of each Test Latex into a separate circle on a Reaction Card.  Ensure that the dropper bottles are held vertically to dispense an accurate drop.  Follow same procedure for Control Latex on a separate card for each test run.

	Step 4
	Using a disposable dropper, dispense 1 drop of Test Sample next to each drop of latex on both cards.

	Step 5
	Mix the contents of each circle with a Mixing Stick and spread to cover the complete area of the circle.  Use a separate stick for each circle and discard it for safe disposal after use.

	Step 6
	Rock the cards slowly and observe for agglutination for 3 minutes, holding the card at normal reading distance from the eyes.  Do not use a magnifying lens.  A mechanical rotator may be used.  The patterns obtained are clear and can be easily recognized under all normal lighting conditions.

	Step 7
	Record results and continue to QC section Step 1 for all negative results.


QUALITY CONTROL
Quality control procedures should be carried out initially with each shipment of test kits and with each run of test samples.  Visually inspect the latex suspensions for aggregation as they are dropped onto the card to verify there is no clumping before test sample is added.  Do not use if clumping is noted.  After prolonged storage, some aggregation or drying may have occurred around the top of the bottle.  If this is observed, shake bottle vigorously for a few seconds until resuspension is complete before use.

Testing to Confirm Latex Reactivity 
After initial testing, the following procedure should be performed by adding reconstituted Polyvalent Positive Control (blue cap) to any reaction circle in which the test sample did not agglutinate the Test Latex after 3 minutes rotation.

	Step 1
	Use a Disposable Dropper to add 1 drop of Positive Control to the circle containing Test Latex and specimen.

	Step 2
	Mix using a Mixing Stick and discard it for safe disposal.

	Step 3
	Rock the card manually or by a rotator for a further 3 minutes.  After this time, definite agglutination should be visible in the Test Latex.

	Step 4
	Record results and discard the used Reaction Card for safe disposal if at least one test sample gives negative result with Test and Control Latexes.  If not, continue on to the negative control testing.


       If at least one test sample within a run gives a negative result with Test and Control Latexes, this constitutes a valid
       negative control and no further testing is necessary.  If a test sample gives agglutination with the Test Latex and no
       agglutination with the Control Latex, then the Test Latex should be tested with the Negative Control using the
       procedure below.
       Testing to Confirm Latex Agglutination Specificity 
	Step 1
	Place one drop of Test Latex in one circle on a Reaction Card.

	Step 2
	Dispense one drop of Negative Control next to the Test Latex.

	Step 3
	Mix using a Mixing Stick and discard it for safe disposal.

	Step 4
	Rock the card manually or by a rotator for a further 3 minutes.  After this time, there should be no significant agglutination in the Test Latex.

	Step 5
	Discard the used Reaction Card for safe disposal.


INTERPRETATION OF TEST RESULTS

Positive Test - Should show agglutination. Any degree of agglutination present in one of the latex reagents indicates the presence of the corresponding antigen.  Clear agglutination of a single Text Latex accompanied by negative reactions with all other Test Latex reagents and the Control Latex indicates the presence and identity of a bacterial antigen in the test sample.
Negative Test - Should show no agglutination.  Negative reactions with all the Test Latex reagents indicate the
       absence of a detectable level of the bacterial antigens in the test fluid.  It does not eliminate the possibility of an
       infection caused by these organisms, and if symptoms persist, it may be desirable to perform the test on subsequent
       specimens.
       Non-interpretable Test - Agglutination of more than one Test Latex reagent or corresponding Test and Control
       Latexes indicates a non-specific reaction and cannot be interpreted.  In most cases, non-specific reactions with body
       fluids may be eliminated by heating and centrifuging the sample before testing.
REPORTING RESULTS
       Document all results on the Wellcogen Bacterial Antigen Result Form.  Enter results in LIS.
LIMITATIONS OF THE PROCEDURE

Samples with extremely low levels of antigen, for instance early in the course of infection, may yield negative results.
For infant body fluids, false negative test results may occur with specimens containing levels of antigen below the limits of detection.  Negative results should be followed up with selective broth culture.
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