Appendix 2
          GUIDELINES FOR SUBMITTING INFLUENZA VIRUS ISOLATES 

TO THE WHO COLLABORATING CENTER FOR INFLUENZA, CDC

2005-06 SEASON
                                                                                                                                                                        

The use of rapid antigen detection methods for influenza is increasing and provides valuable information for clinicians.  However, we would like to stress the importance of continuing virus isolation. The antigenic analysis of circulating strains of influenza, which is dependent upon the isolation of influenza virus, is necessary for the successful selection of each year’s influenza vaccine strains.  We appreciate your contributions in this critical public health effort by submitting influenza isolates for antigenic analysis. Influenza isolates of particular importance for antigenic analysis are listed below.

1.   Pre-season isolates from persons whose influenza illness appears related to overseas travel and the first isolates of the season.  These isolates can provide important information regarding the match between vaccine and circulating strains for the current year and provide information necessary for vaccine formulation for the next year.  Imported cases of influenza A that cannot be subtyped may also be indicative of an imported avian influenza human infection.

2.   Isolates collected during the beginning of increased influenza activity (usually during December and early January) and during peak activity (usually mid-January to early February).  Five isolates from each time period are requested.

3.   Late season isolates, after major outbreak activity is over.  These isolates may be the harbingers of new variants that are just beginning to circulate.

4.   Isolates of a type or subtype present as a minor component (10% or less) of the year's epidemic. 

5.   Isolates that cannot be subtyped by HI testing with kit reagents.  Please telephone (404) 639-3591.  Isolates of influenza A that cannot be subtyped could be indicative of avian influenza.  It is important to contact the state health office and send the specimen or isolate to the CDC Influenza Laboratory.

6.   Isolates from persons receiving an antiviral agent or from their contacts who become ill.  The increased use of antiviral agents for treatment and prophylaxis of influenza has created the potential for the emergence and spread of antiviral resistant viruses. 

7.   Isolates from persons who are immunized against influenza, for example, in nursing homes where residents were immunized with the current vaccine.

8.   Isolates from cases of suspected animal-to-human transmission of influenza virus.  These are needed to monitor the characteristics of the viruses and to examine the potential for spread.

B.  See attachment- Human influenza A ( H5) domestic case screening form and   

               instructions.

      C.  See attachement -Reporting suspected avian flu cases and collection guidelines.

C.  Laboratory Algorithm for flu testing and reporting

	
	
	
	Influenza Testing Algorithm
	
	

	
	
	
	
	
	
	
	

	Tube Culture Influenza Isolation & Identification
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	Specimen Collection
	
	
	
	
	
	
	
	

	Step 1
	Isolation swabs collection kits are provided by the DLS to sentinel Influenza sites, Health Depts,

	
	Hospitals, Health Care Clinics, and Doctor's Offices.  These kits contain all the materials and 

	
	Instructions for collecting and submitting flu samples to the DLS.
	
	

	Step 2
	The preferred submissions are Nasal or Throat swabs that are collected and shipped 
	

	
	overnight in the M4RT transport media provided in the kit.
	
	
	

	Step 3
	Prepaid mailing labels are provided with the isolation kits to facilitate their shipment.
	

	
	
	
	
	
	
	
	
	
	

	Day One at the DLS
	
	Note* - Any specimen received that meets the case 

	Step 1
	Specimen Receipt
	
	definition or is highly suspected of being a possible 

	Step 2
	Log In
	
	
	novel (example A-H5N1) flu strain is immediately 

	Step 3
	Swab Preparation
	
	pulled for PCR flu testing to facilitate faster identification 

	Step 4
	Inoculation - Tube Culture Lines
	of its strain type.
	 
	 
	 
	 

	
	
	
	
	
	
	
	
	
	

	Day Two - Day Nine
	
	
	
	
	
	
	

	Daily Tube Readings
	
	
	
	
	
	
	
	

	Step 1
	 The tube lines are read using a light microscope for signs of CPE. (Cytopathic  effect)
	

	
	
	
	
	
	
	
	
	
	

	Step 2
	If positive CPE is observed then the specimen tubes are pulled for Resp IFA testing. 
	

	
	
	
	
	
	
	
	
	
	

	Step 3
	If the Resp IFA shows Pos for Flu A or B then a culture tube of primary Monkey or Canine 

	
	Kidney is pulled for the Hemaglutination test (HA).
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	Step 4
	At various days of Incubation (usually 3 to 6 days) primary Monkey or Canine Kidney tubes are 

	
	pulled for the HA test and performed, regardless of the presence of Positive CPE.
	

	
	
	
	
	
	
	
	
	
	

	Step 5
	Any specimen testing positive for the HA test is considered tittered for the Hemaglutination

	
	Inhibition test (HI) to obtain flu strain typing.  A positive HA test is necessary before an HI 

	 
	can be performed.
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	Step 6
	A HI test is performed on all positive HA specimens and will be identified as a flu strain type

	
	(A H3N2, A H1N1, or a B type).
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	Step 7
	Any specimen testing IFA pos for FLU A or HA positive that is not identified by the HI test

	
	is considered an aberrant sample and immediately sent to CDC for strain typing confirmation. 

	
	
	
	
	
	
	
	
	
	

	Step 8
	Any specimen deemed aberrant is then tested by the PCR flu test to identify any possible

	
	Flu A H5N1 activity.
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	Step 9
	Samples testing positive and identified by HI and/or PCR are resulted immediately to submitter  

	
	and epidemiology.
	
	
	
	
	
	
	

	
	
	
	
	
	
	
	
	
	

	Step 10
	At the end of Nine days of observation any specimen that shows no signs of CPE, has tested

	
	Neg by Resp IFA, and is HA negative is resulted as "NO VIRUS ISOLATED".
	


