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Apr 01, 2013 
 

To: U.S. Plum Pox Virus Testing Laboratories 

Dear Lab Directors and Diagnosticians, 

The National Plant Protection Laboratory Accreditation Program (NPPLAP) assesses diagnostic 
capabilities of federal, state, private and NPDN labs to provide APHIS-Plant Protection and 
Quarantine (PPQ) programs with accurate diagnostic determinations for regulatory purposes. The 
program now supports the U.S. Plum Pox Virus (PPV) Regulatory Program with the goal of 
assuring accurate and harmonized diagnostic test results for survey and eradication of PPV. 
Successful completion of a PPV Proficiency Test (PT) panel is the primary requirement for 
NPPLAP Certification for USDA regulatory testing and provides USDA recognition of PPV 
diagnostic test results for the 2013 PPV Regulatory Program. 

 
The 2013 PPV PT panel will be ready for deployment in mid-April with an intended distribution 
period between the end of April through mid-June. This PT panel is designed to serve the PPQ 
PPV Program and participating labs as a preparedness tool by evaluating and documenting 
ELISA results reported from testing labs and the real-time PCR diagnostics used by the USDA 
labs designated for confirmation. It also provides participating labs and NPPLAP the opportunity 
to communicate regulatory program procedures or troubleshoot any issues that may affect 
regulatory PPV testing. 

 
NPPLAP certification, by successful completion of the PPV PT panel, is a requirement for 
laboratories providing USDA regulatory PPV testing for the PPQ 2013 PPV Eradication 
Program. All other labs that regularly test for PPV are encouraged to apply for certification. The 
intended participants for testing are individual diagnosticians at current PPV testing labs: labs 
that provide testing for the PPQ Eradication Program; National Plant Diagnostic Network labs 
providing surge testing capacity; USDA CAPS program labs, or other PPV testing labs seeking 
certification for PPV testing. There is currently no requirement for NPPLAP laboratory 
accreditation to participate in the 2013 program. 

 
The 2013 PPV PT screening panel was developed for testing by PPV DAS ELISA used in the 
USDA Eradication Program and is the only option currently available for participating labs. An 
additional PPV PT for USDA confirmation of PPV suspect positive samples has also been 
developed but is only available to USDA APHIS PPQ designated confirmation laboratories, 
currently the CPHST-Beltsville Laboratory. 

 
Each screening panel consists of eight (8) healthy or PPV-infected lyophilized samples of Prunus 
or N. bentamiana tissue. Each participant will receive a randomized panel with an ID number. 
Positive and negative reference standards (controls) will be provided with the PPV PT panel. 
However, PPV positive and healthy controls from Agdia Inc. (Elkhart, IN) should also be used 
for successful test completion.  To ensure the panels are of sufficient quality prior to shipment, 
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the samples have been extensively tested according to USDA protocols. Individual, randomly 
selected vials of each panel sample are tested periodically to ensure sample stability. 

 
Panel samples are to be tested by DAS ELISA using the PPV ELISA kit (#SRA 31505) from 
Agdia Inc. (Elkhart, IN). PPV positive controls are part of the ELISA kit, but healthy plant 
controls are sold separately. Not all buffers are included with the kit. Please refer to the 
following list for reagents/ buffers needed for this ELISA assay: 

 
 

PPV-specific ELISA Reagent List 
 

1. PPV ELISA Kit (Agdia, #SRA 31505, available as 50, 500, 1000 or 5000 test wells) 
2. PPV-positive  control  strip  (Agdia  #SPC  31505)  (Note:  some  positive  control  strips  are 
included with the ELISA kit) 
3. Negative control (Agdia #LNC 31505) (Note: Order if no healthy Prunus plant is available) 
4. Buffer pack, Alkaline Phosphatase (AP), DAS/Compound (Agdia # ACC 00113) contains 10X 
carbonate coating buffer, 5X PNP substrate buffer and PNP tablets, and PBST wash buffer 
powder (These items are not included with the ELISA kit.) 
5. Sample extraction bags (mesh) bags: 12 x 14 cm, (Agdia #ACC 00930, Bioreba #430100, or 
Neogeneurope.com, #05-002) 

 
 

Prior to delivery of the panel, the above listed kit and reagents will need to be purchased as well 
as other reagents and equipment necessary for diagnostic testing by ELISA.  The PPQ approved 
PPV ELISA Diagnostic Work Instruction (WI) is available at:  
http://www.aphis.usda.gov/plant_health/plant_pest_info/plum_pox/downloads/ELISA%20PPV.pdf 

 

A specific PPV PT Work Instruction (s) (WI) will be provided electronically. The PPV PT 
ELISA WI contains minor modifications in comparison to the published Diagnostic WI. The 
reagents and materials remain the same for both PT and Diagnostic work instructions. 

 
The PT panel contains PPV infected tissue samples. Therefore testing laboratories must possess a 
valid interstate diagnostic permit for out-of-state diagnostic samples to receive the panel. 
Information and applications for permits can be viewed at the following USDA-APHIS-PPQ 
website: 
http://www.aphis.usda.gov/plant_health/permits/organism/index.shtml. 

 

To participate, please fill in the provided PPV PT13 panel request form and return to NPPLAP 
according to the instructions provided. It is recommended to schedule participation in the 
program so all kits, reagents, and the 526 permit are current and available in the lab prior to the 
panel delivery date (end of April through mid-June). 

 
A PPV PT results reporting form specific to this test will be sent electronically when panels are 
shipped. Once received, completion of analysis and reporting of results to NPPLAP for 
evaluation will be due in fifteen (15) calendar days. Returning panel results in an unacceptable 
format (deviating from the instructions or changing the submission form) will result in the return 
of the submissions for reformatting and resubmission, thereby delaying evaluation. Notification 
of the test evaluation and feedback will occur approximately a month after properly submitted 
results are received. 
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The results of the 2013 PPV Proficiency Test panel will be confidentially communicated to the 
lab Analyst. Any discrepancies between test results and expected results (results generated 
during panel validation) also will be communicated as feedback or troubleshooting guidance so 
the analyst can implement improvements to their testing procedures. 

 
If you have any questions concerning the NPPLAP approval process in general, NPPLAP 
proficiency testing programs, or if a deadline extension is needed please contact Dr. Patrick Shiel 
at (919) 855-7416 or Patrick.j.shiel@aphis.usda.gov. Questions concerning the PPV PT panel 
distribution/receipt, or panel results formatting or submission (with the exception of extension 
requests) should be directed to Dr. Vessela Mavrodieva at 301-313-9208 or Vessela.a.mavrodieva 
@aphis.usda.gov. 

 
 
 
Sincerely, 

 
 
 
Patrick J. Shiel, Coordinator 
National Plant Pathogen Laboratory Accreditation Program USDA-APHIS-
PPQ 
Center for Plant Health Science and 
Technology (CPHST) 
Phone #: 919-855-7416 
Fax #: 919-855-7480 
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