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[bookmark: _GoBack]ZIKA Test Request Form
Tests Requested (Check all that apply) see “Basic Guide” for instructions on sample collection/storage.
Chikungunya/Dengue/ Zika RT-PCR (SST or EDTA) 
 (Zika only in addition to blood can also be run on Urine, Semen, Saliva. Please indicate the sample type)
Type of Specimen(s) ( Ensure patient ID is on label)
Patient whole blood specimen (No. of tubes		(please do not freeze)
Patient serum (No. of tubes		)

	Patient Identification
	Contact Information

	Patient Stamp must include Full Name*, FMP*/
SSN*, DOB*
Ship Date:					
Sample Storage (circle)	Frozen / Refrig
Sample Shipping (circle)	Dry Ice / Cold pack /
Ambient
Specimen Draw Date/Time*			
* Required

	Physician Name*				
Clinic/Center*					
Address*					
						
						
Telephone Number				
Fax Number					
E-mail        __________________________________



Ship To: 
Susana Widjaja
Room 3W20
Naval Infectious Diseases Diagnostic Laboratory
503 Robert Grant Avenue, Silver Spring MD, 20910

	Processing Lab (For internal Use only)

	NIDDL No.
	Date Received
	Quantity/Type Received/Initials
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Basics to Zika Diagnostics
Zika
· Real time RT-PCR to detect the presence of the virus RNA during the acute viremia phase of infection (see figure below, generic Flavivirus infection time course). RT-PCR assays can provide a same-day laboratory diagnosis of Zika infection mainly within the first 5 days of infection and have sensitivity similar to that of viral isolation in cell culture. This assay is the best choice for the first 5 days of infection and very sensitive and very specific. It has been reported that Zika can be detected for up to one month in the urine and also is around longer in semen then in the blood, both these sample types would be acceptable even if after the 5 days of acute infection are past.
· ELISA IgM antibody detection. In primary infections, IgM to the Zika virus is the first immunoglobulin to appear, by the end of the 3-5 day period of a typical Flavivirus infection; levels peak at 2 weeks, and can become undetectable by ELISA after 2-3 mos. Typically the kinetics is different in secondary infections (and more complicated). The detectable levels are usually seen around day 7 and increase until peaking. Lab Results within one or two days
Currently the ELISA test is not specific enough to distinguish between the several classes Flaviviruses and as such will cross react to other infections in such a way that Zika may be positive on a Dengue ELISA and vice versa. All ELISA results will be reported out as presumptive positive and have to be confirmed via plaque reduction neutralization test (PRNT).
· Plaque reduction neutralization test (PRNT) is used to quantify the titer of neutralizing antibody for a virus. The serum sample is mixed with a viral suspension and incubated. Plaque forming units are quantified with the results correlating with how much neutralizing antibody is present. Since neutralizing antibodies tend to be more specific than the total sum of antibodies that are measured in ELISA testing using the PRNT assay is considered to be the "gold standard" for detecting and measuring antibodies that can neutralize the viruses that are causing the acute illness. The rate limiting factor to this assay is the time it takes to arrive at an answer which can be 1-2 weeks. 
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Tests available for the Laboratory Diagnosis of Zika Infection at the NIDDL
	Test
	Diagnostic Window
	Sample Required1
	Sample Storage Conditions
	Turnaround Time

	
	
	
	
	

	RT-PCR1,2
	Acute phase day 0-5
	500 µL serum or other sample type
	Freeze (-80°C)
	 4 days

	IgM ELISA1,4
	Day 5 to ~Day 90 post-infection
	250 µL serum
	Frozen or refrigerated
	 4 days

	PRNT1,2,3,4
	Day 7 to several months
	250 µL serum
	Frozen or refrigerated
	1-2 weeks


1 Serum obtained from non-hemolyzed whole blood collected in a SST or red-top (clot).
2Other specimen types that can be run for Zika are Urine, Semen and Saliva and amniotic fluid.
3 All positive ELISA testing will be reflexed to PRNTs for confirmation
4 Currently reported out as RUO.

Requirements and Procedures
Preferable: Patient blood sample in two separate red gel separator tubes (aka ‘tiger-topped’ tubes or SST).
1. Following collection, gently invert collection tubes five times. 
2. Allow blood to clot for a minimum of 30 minutes in a vertical position.
3. Centrifuge at 1100 -1300 G for 10 minutes.
4. If possible, aseptically pipette off serum into separate aliquots (one for each test procedure) and put into cryovials.
5. Store in refrigerator or on ice (2-8°C) if ELISA is only desired.
6. If RT-PCR is desired the serum sample should be aliquoted and stored at -80oC or frozen. If frozen, no more than one freeze-thaw is recommended as additional freeze-thaws may result in RNA degradation and lower PCR efficacy. 
7. Ideally all samples should be frozen, including urine, semen or saliva. Do not freeze blood samples that contain red blood cells separate serum first then freeze. If you cannot separate serum then use EDTA and send on ice packs or cold.
Additional test request forms can be downloaded at the following webpage. http://www.med.navy.mil/sites/nmrc/NMRC/Pages/NIDDL.aspx

Ship samples to 
Susan Widjaja
Room 3W20
Naval Medical Research Center
503 Robert Grant Avenue, Silver Spring MD, 20910
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