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VIRO 3.02 FA Control Slide Preparation 


Version 4

Effective Date: 6/17/2016

	FA Control Slide Preparation


	Purpose
	This procedure provides directions for the preparation of quality control slides for use in fluorescent antibody (FA) staining procedures to monitor the performance of test procedures and reagents.

	Policy Statements
	· Positive and negative controls are run with each test run to be in compliance with CLIA regulation (Title 42 in the CFR) 493.1256 and CAP MIC. 21570 and .61370.
· Control results must be acceptable before patient results are released from the laboratory


	
	

	Materials
	
	
	
	

	
	Reagents
	Supplies
	Equipment
	Media

	
	( Phosphate buffered saline (PBS), pH 7.4 + 0.2
	· Adjustable pipettor

· Pipet tips, sterile

· 1ml sterile pipet

· 9” Pasteur pipets, sterile

· 10x75 Falcon Tubes

· 8 well Teflon coated microscope slides
	· Vacuum aspirator
· Inverted light microscope
· Serofuge
	· Cell culture tubes of appropriate cell line to support the desired virus
OR 

RMIX plates

	Sample

Special Safety Precautions


	Stock virus 
Or 

Virus controls titered for RMIX QC



Microbiologists/virologists are subject to occupational risks associated with specimen handling. Refer to the safety policies located in the safety section of the Microbiology and Virology Policy Manual:

· Biohazard Containment

· Safety in the Microbiology/Virology Laboratory

· Biohazardous Spills


	 Procedure

	Respiratory Virus QC slides may be prepared by inoculating tube cell culture or using RMIX wells.
A. PIV 1, 2, 3 Influenza A, B QC Slide preparation using tube cell culture:
1. Inoculate 2 serum free RMK’s with 0.2 ml each of the desired stock virus.

2. Incubate until tube exhibits 1-2+ CPE (~three days).

3. Perform hemadsorption (HAd) on one tube to check for growth.

4.  If HAd positive, pass the mate to 3 serum free RMK’s.

5. After 2-3 days, perform HAd on one tube for each virus type.  HAd should be 3-4+ (if it is not reincubate tubes for one additional day and then repeat HAd).  Toss tube.

6. Scrape the monolayer off the side of the other culture tubes using a sterile 1 ml pipette.  Vortex well and transfer to a 10 X 75 falcon tube.  (Multiple tubes of one virus type can be combined in one falcon tube.)  Wash one time with PBS.  Resuspend cell button in 1-2 ml PBS.

7. Scrape cells from two uninoculated RMK’s and wash as in step 6 and mix these cells with the positive cells to dilute.

8. Scrape 3 uninoculated RMK’s and wash as in step 6 for use in negative control wells.

9. Label slides appropriately for each virus, positive and negative wells.(Example: PIV1 +/- 1/5)

10. Apply one drop washed cells (approximately 15-30ul) to the appropriate wells (+ or -) and check under inverted scope for adequate volume of cellular material.  Adjust density as needed.  Allow to dry.

11. Stain one slide to evaluate cell density and infectivity.
B. RSV QC Slides preparation using tube cell culture:
1. Inoculate 1 HEp-2 tube with 0.2 ml of frozen stock RSV.

2. Pass to 2 new HEp- 2 tubes when tube exhibits 2-3+CPE.
3. Scrape monolayer from each tube wall with 1 ml pipette when tubes exhibit 2-3+ CPE.  Vortex.  Remove media and scraped cells and transfer to a 10 X 75 falcon tube.  The contents of all the HEp-2 tubes can be combined in one falcon tube.

4. Wash one time with PBS.

5. Scrape and wash 2 uninoculated HEp-2 tubes in PBS one time for use in negative wells.

6. Label slides appropriately for positive and negative wells ( Example:  (RSV 1/5)

7. Apply one drop washed cells (approximately 15-30ul) to the appropriate well (+ or -) and check under inverted scope for adequate volume of cellular materials.  Adjust density as needed.  Let dry.

8. Stain one slide to evaluate cell density and infectivity.
-OR-
PIV 1, 2, 3  Influenza A, B ,RSV and Adenovirus QC Slide preparation using RMIX plates:
1. Inoculate the appropriate stock virus into up to 5 wells following the R-Mix Inoculation Procedure in the Viral Respiratory Culture procedure. Incubate overnight at 35°C.
2. Remove supernatant from the positive RMIX wells and a corresponding number of uninoculated wells for the negative control.

3. Add 0.2 ml PBS to each well. Scrape cells into PBS using a sterile 1ml pipet and transfer to a labeled 10x75 falcon tube.

4. Label slides .(Example: PIV1 +/- 1/5)

5. Vortex cell suspension well and spot ~15ul of cell suspension to the appropriate wells (+ or -). Let dry.
6. Stain one slide to evaluate cell density and infectivity.


C. HSV QC Slides

1. Inoculate 1 HEp-2 tubes with 0.2 ml each frozen stock HSV 1 and HSV 2.

2. For each type, pass to 1 new HEp- 2 tube when tube exhibits 2-3+CPE.
3. Scrape monolayer from each tube wall with 1 ml pipette when tubes exhibit 2-3+ CPE.  Vortex.  Remove media and scraped cells and transfer to a 10 X 75 falcon tube for HSV1 and another 10x75 tube for HSV 2.
4. Wash one time with PBS.

5. Label slide wells 1/5 for HSV 1 cells and wells 2/6 for HSV 2.

When staining, HSV1 antibody is stained in the top row and HSV 2 antibody is stained in the bottom so well 5 and 2 serve as negative control wells.

6. Apply one drop washed cells (approximately 15-30ul) to the appropriate well and check under inverted scope for adequate volume of cellular material.  Adjust density as needed.  Let dry.

7. Stain one slide to evaluate cell density and infectivity.
D. VZV, CMV QC Slides

1. Inoculate 1 SF tube with 0.2 ml frozen stock virus.

2. Incubate until tube exhibits 2+ CPE.

3. Trypsin the positive tube and an uninoculated tube for a negative control.  After incubation step, add 2ml PBS to tube and vortex.  Remove PBS-cell mixture and place in falcon tube.  Centrifuge 1 minute to wash.  Resuspend cell button in 1-2 ml PBS.

4. Label  slides for (VZV and (CMV.( Example:  (VZV 1/5)
5. Apply one drop washed cells (approximately 15-30ul) to each well (+ and -) and check under inverted scope for adequate volume of cellular material.  Adjust density as needed.  Let dry.

6. Stain one slide to evaluate cell density and infectivity.
· Store all slides in labeled slide boxes in the virology -70⁰ freezer.


	Training Plan/ Competency Assessment


	Training Plan
	Initial Competency Assessment

	
	1. Employee must read the procedure

2. Employee will observe trainer performing the procedure.

3. Employee will demonstrate the ability to perform procedure, record results and document corrective action after instruction by the trainer.
	1. Direct observation
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