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	POLICY STATEMENT
	The PathoDx Strep Grouping kit is a latex agglutination test designed to identify beta-hemolytic streptococci of Lancefield Groups A, B, C, F and G from primary culture plates. In the PathoDx procedure, specific antibody on latex particles reacts with, and agglutinates, streptococcal group antigen extracted from the bacterial cell wall.  In the presence of the corresponding streptococcal group antigen, the sensitized particles form a distinct and clearly readable granular agglutination pattern, contrasting with the uniform milky appearance of a negative test.

	PURPOSE
	This procedure provides technical instruction for the performance of the Pathodx Strep Grouping.

	SCOPE
	This procedure applies to testing personnel authorized to perform testing. This group includes, but is not limited to Laboratory Technologists as well as leads and supervisory personnel.

	RESPONSIBILITY
	All the above personnel are responsible for following the Pathodx Strep Grouping procedure without exception. In addition, testing personnel are also responsible for evaluating the results and taking proper remedial action. 

	RELATED DOCUMENTS
	MICR 6405 F Pathodx QC chart


REAGENTS
PathoDx Strep Grouping Kit
· Strep A Grouping Latex – red cap
· Strep B Grouping Latex – pink cap
· Strep C Grouping Latex – orange cap
· Strep F Grouping Latex – blue cap
· Strep G Grouping Latex – purple cap
· Control Antigen Strep ABC – yellow cap
· Control Antigen Strep FG – green cap
· Extraction Reagent 1 – red cap
· Extraction Reagent 2 – blue cap
· Extraction Reagent 3 – green cap
Store at 2(C to 8(C. All components of the kit are more stable at 2(C to 8(C. However, once the kit is opened, only the latex reagents and control antigens need be stored at 2(C to 8(C.  Store the remaining components at room temperature (15(C to 28(C). 
DO NOT use the beyond the expiration date.  The components of the kit are interchangeable with components of the same reference number.

QUALITY CONTROL:

Control antigens must go through the extraction and test procedure. Add one drop of Control antigen Strep ABC to one extraction tube and one drop Control Antigen Strep FG to another. Control Antigen Strep ABC should be positive with Group A, B, and C latex reagents and negative with Group F and G latex reagent. Control Antigen Strep FG should be positive with Group F and G latex reagents and negative with Group A, B, and C latex reagents. 
Quality Control is performed for each new lot or shipment of kits, run the old kit controls with the new kit to perform a parallel crosscheck before the putting the new kit in use.

PROCEDURE:

1. Only test isolates that are catalase negative, gram positive cocci streptococcal colonies that are beta-hemolytic on sheep blood agar.
2. Label one 12x75 mm test tube for each specimen or control
3. Add 2 drops of Reagent 1 to each tube

4. Add 2 drops of Reagent 2 to each tube
5. Pick 1 to 4 isolated beta-hemolytic colonies from an 18-24 hour culture with a disposable applicator stick or loop.  Do not use a swab, since it will absorb too much of the liquid volume or 1 drop of Control.

6. Mix the extraction reagents with a stick or loop.  
7. Remove the inoculum by rubbing the stick or loop against the bottom or side of the tube

8. Add 4 drops of Reagent 3 to each tube.

9. Mix the reactants by tapping the tube with a finger

10. Designate a row of test ovals on the PathoDx slide for each specimen or control to be tested.

11. Add 1-2 drops from a Pasteur pipet of extract to each of five test ovals.

12. Resuspend the latex reagents by gentle inversion or vortexing.  
13. Add 1 drop of Strep A Latex to the first oval and 1 drop of Strep B Latex to the second oval.  Continue in the same manner, adding Strep C, F and G Latex to the remaining 3 ovals.

14. Mix the latex and extract with a stirrer, using a clean end for each oval.

15. Hold the slide under suitable lighting and gently tilt the slide back and forth.  In some instances there will be a positive reaction with one of the latex reagents almost immediately.  Discontinue rocking the slide and record the result.  When the reaction is weak, it may be necessary to rock the slide for up to 60 seconds to detect a positive result.  Do not rock the slide for more than 60 seconds.
REPORTING

· Positive = agglutination 
· Negative = a uniform milky appearance with no agglutination 

· Inconclusive = If agglutination should occur with more than one latex reagent, reisolate to ensure a pure colony and retest. 

Enter the result in the appropriate spot in the Meditech workcard.

REFERENCES

Remel PathoDx Strep Grouping Kit package insert, November 2011
St. Agnes Hospital, 900 S. Caton Avenue, Baltimore, MD 21229
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