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This guideline supersedes the 26 March 2008 version of this document. A Potentially Actionable Suspect Sample
(PASS) is a regulatory sample that contains a plant pest or pathogen of federal regulatory concern and requires
confirmation by a lab with federal confirmatory authority. For the P. ramorum program, a PASS is a
regulatory sample where a preliminary diagnostic test result indicates Phytophthora sp. or P. ramorum is
present. A PASS requires confirmation by an APHIS Laboratory listed in Table 1, or in certain circumstances
in the regulated states, by an APHIS NPPLAP accredited lab. Bolded terms can be found in the Definitions
Appendix.

Regulatory Samples Collected from Regulated and Quarantine Areas
A P. ramorum PASS sample collected in a regulated or quarantine area must be forwarded to an APHIS
laboratory (Table 1) under one or more of the following conditions:
» The sample is from a new host; (refer to APHIS List of Regulated Hosts and Plants Proven or Associated with
Phytophthora ramorum for current list)
» The sample is from a new location (a new nursery* or new county or new environmental site outside the
Quarantine Area)
» The sample is an unusual detection
» *For regulated areas, the sample is the first positive for that nursery/site (new nursery).
» *For quarantine areas, the sample is the first positive for a certified nursery or for a nursery seeking
certification (i.e., new certified or new seeking certification nursery).

As a general rule, send PASS samples to the APHIS lab in your PPQ region. In circumstances where the
Regional Lab is unavailable, samples can go to the Beltsville Lab if agreed to by the parties involved.

A certified analyst at the regulated state NPPLAP accredited lab has the federal confirmatory authority to make
the final determination on a sample in a nursery/site previously confirmed positive by APHIS under these
conditions: 1) The state lab notifies the APHIS national/regional P. ramorum program manager of the positive
within 24 hours of the diagnostic result, and 2) APHIS and the state are in concurrence on the list of previously
positive nurseries within the state.

Note there are sample types from the P. ramorum quarantine area that do not require federal confirmation, and,
therefore, are not subject to the APHIS PASS Policy:
» The sample is from a nursery or site located within a quarantine area that is not certified or is not
intending to seek certification to ship interstate (does not hold a P. ramorum compliance agreement); see
7-CFR 301.92-6 and -11 .
» The sample is from the environment within the quarantine area and is not a new host.

DRAFT
Page 1 of 5


http://www.aphis.usda.gov/plant_health/plant_pest_info/pram/protocols.shtml#samp
http://www.aphis.usda.gov/plant_health/plant_pest_info/pram/downloads/pdf_files/usdaprlist.pdf
http://www.aphis.usda.gov/plant_health/plant_pest_info/pram/downloads/pdf_files/usdaprlist.pdf
http://www.aphis.usda.gov/services/report_pest_disease/report_pest_disease.shtml
http://www.aphis.usda.gov/plant_health/cphst/downloads/npplap/ApprovedLabsPramTesting.pdf
http://ecfr.gpoaccess.gov/cgi/t/text/text-idx?c=ecfr&sid=b4ff193e41da738652da0f2973d2cd3f&rgn=div6&view=text&node=7:5.1.1.1.2.24&idno=7

pe ﬁ‘!{}:,_,

%oy

r

USD United States Department of Agriculture
Animal and Plant Health Inspection Service
Plant Protection and Quarantine

Potentially Actionable Suspect Sample (PASS) Policy
And Initiation of Regulatory Response
Version Feb 11, 2012

Regulatory Samples Collected from Non-Regulated Areas

All P. ramorum regulatory samples collected in non-regulated areas that have tested positive for
Phytophthora (ELISA) is considered a PASS and must be forwarded to your cooperating NPPLAP accredited
lab for further diagnostics or directly to an APHIS laboratory for final determination. Likewise, any
regulatory sample that has tested positive for the species P. ramorum, via PCR or culture tests, is a PASS and
must be sent to an APHIS Laboratory for final determination (see Table 1). As a general rule, when sending
PASS samples to an APHIS lab, please utilize the one in your PPQ region. Samples can go to the Beltsville
Lab as agreed to by the parties involved.

Table 1 APHIS Laboratories
Eastern Region States Western Region States CPHST Beltsville Lab
Grace O'Keefe Dr. Craig Webb Dr. Mark Nakhla
USDA APHIS PPQ USDA APHIS PPQ USDA APHIS PPQ
Pennsylvania State University Kansas State University BLDG 580, BARC-East
105 Buckhout Lab 4024 Throckmorton Plant Sciences Center | Powder Mill Road
University Park, PA 16802 Manhattan, KS 66506 Beltsville, MD 20705
(814)865-9896 (785) 532-1349 (301) 313-9211

Note: In any instance where a culture of P. ramorum has been obtained from a PASS, it can be forwarded for final determination
instead of the extracted DNA; send cultures to the CPHST Beltsville lab for confirmation. PPQ will communicate if any of the
above diagnostic labs are unable to receive samples.

Diagnostic Results

Negative Diagnostic Results
If the pre-screening test (Enzyme-linked Immunosorbent assay (ELISA)) is negative for the genus
Phytophthora, no further regulatory testing is required. If a sample is ELISA positive, and an accredited lab

determines it is negative for the species P. ramorum, no further regulatory testing is required. See 7-CFR 301.92-
12 Testing protocols

Positive Diagnostic Results
Regulatory action may commence on a sample confirmed positive (confirmed in a diagnostic test conducted by
analysts/labs with federal confirmatory authority by utilizing the APHIS P. ramorum Diagnostic Work
Instructions); see Table 2 for guidance on regulatory actions for a sample confirmed positive. A sample refers
a single bag of leaves; see Table 3 for links to specific protocols for sampling instruction. The activities
concerning DNA extraction or Conventional PCR or Real Time PCR performed for the detection of P.
ramorum in regulatory samples are described in the APHIS P. ramorum Diagnostic Work Instructions. For
questions regarding these procedures, or for the latest version of these work instructions, contact Dr. Mark
Nakhla, Mark.K.Nakhla@aphis.usda.gov USDA APHIS PPQ, Beltsville, MD.

DRAFT
Page 2 of 5


http://www.aphis.usda.gov/plant_health/cphst/downloads/npplap/ApprovedLabsPramTesting.pdf
http://www.aphis.usda.gov/plant_health/cphst/downloads/npplap/ApprovedLabsPramTesting.pdf
http://www.aphis.usda.gov/services/report_pest_disease/report_pest_disease.shtml
http://ecfr.gpoaccess.gov/cgi/t/text/text-idx?c=ecfr&sid=b4ff193e41da738652da0f2973d2cd3f&rgn=div6&view=text&node=7:5.1.1.1.2.24&idno=7
http://ecfr.gpoaccess.gov/cgi/t/text/text-idx?c=ecfr&sid=b4ff193e41da738652da0f2973d2cd3f&rgn=div6&view=text&node=7:5.1.1.1.2.24&idno=7
http://www.aphis.usda.gov/plant_health/plant_pest_info/pram/protocols.shtml#diag
mailto:Mark.K.Nakhla@aphis.usda.gov

USD
J—

United States Department of Agriculture
~ ——s Animal and Plant Health Inspection Service
Plant Protection and Quarantine

P b ) e

%oy

;e..
..qtd

Potentially Actionable Suspect Sample (PASS) Policy
And Initiation of Regulatory Response
Version Feb 11, 2012

Table 2

Regulatory Response Decision Table for Plant Samples

Plant Sample is Confirmed Positive

Regulatory Action

The sample was collected from a wholesale and/or propagative
nursery:

Deploy wholesale Confirmed Nursery Protocol ,Trace

Forward Protocol, Trace Back Protocol

The sample was collected from a retail nursery:

Deploy Retail Nursery Protocol

The sample was collected from a residential site/ landscape:

Deploy Protocol for Residential or Landscaped
Commercial Settings

For regulatory response questions, contact:

Prakash Hebbar National Program Manager, Stacy
Scott Western Region Program Manager, Anthony
Man-Son-Hing Eastern Region Program Manager

Table 3 Sampling Methods

Regulatory or Survey Activity

Sampling Information

Plant Sampling for Annual Nursery Inspection/Certification in the
Regulated States (7-CFR 301.92-11)

7-CFR 301.92-11 (2) Pre-shipment inspection, sampling,
and testing—(i) Inspection. (B) If symptomatic plants are
found upon inspection, the inspector will collect at least
one sample per symptomatic plant...Minimum of 40
samples

Plant Sampling for the National Survey, “CAPs” Survey, Trace
Forward Site, Trace Back Site, and the Residential or Landscaped
Commercial Settings

Do not sample asymptomatic plants: Phytophthora
ramorum Nursery Survey, Trace Forward Protocol,
Trace Back Protocol, and the Protocol for Residential

or Landscaped Commercial Settings

Plant Sampling for the Retail Nursery Protocol

Utilize Appendix 4: Delimiting Survey Protocol

Plant Sampling for the Wholesale Confirmed Nursery Protocol

Confirmed Nursery Protocol, see Appendix 4

Soil and Container Mix Sampling

Soil and Container Mix Protocol

Water Sampling

Water Sampling Protocol

Definitions Appendix

Accredited Lab: A laboratory recognized by APHIS (through the National Plant Pathogen Laboratory Approval

Program-NPPLAP) as possessing all the necessary equipment and personnel to perform APHIS P. ramorum Diagnostic
Work Instructions for the P. ramorum program. Laboratories can seek accreditation to perform P. ramorum diagnostics

through application to the NPPLAP by contacting Patrick Shiel, Patrick.J.Shiel@aphis.usda.gov, see

http://www.aphis.usda.gov/plant health/cphst/npplap.shtml

APHIS P. ramorum Diagnostic Work Instructions: A document provided by CPHST Beltsville Laboratory that

describes all activities concerning DNA extraction or Conventional PCR or Real Time PCR performed for the detection of
P. ramorum in regulatory samples. The diagnostic and identification test is a molecular test of DNA from plant tissue or
the ID of a culture performed at an accredited lab by certified analysts. For questions or the latest version of these work

instructions, contact Dr. Mark Nakhla, USDA APHIS PPQ, Beltsville, MD., Mark.K.Nakhla@aphis.usda.gov, (301)

313-9211.
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Certified Analyst: A diagnostician, in a NPPLAP accredited laboratory, who satisfactorily completes yearly proficiency
testing for P. ramorum.

Confirmed Positive: The presence of P. ramorum is confirmed in a diagnostic test conducted by analysts/labs with
federal confirmatory authority by utilizing the APHIS P. ramorum Diagnostic Work Instructions. This final
determination of a positive sample allows for federal regulatory action.

ELISA: Enzyme-linked Immunosorbent Assay. The test used to determine if the genus Phytophthora is present.

Federal Confirmatory Authority: For the P. ramorum program, NPPLAP certified analysts at APHIS utilizing the
APHIS P. ramorum work instructions have the authority to confirm a regulatory sample positive for federal regulatory
action. NPPLAP certified analysts at NPPLAP accredited state labs in the regulated states utilizing the APHIS P.
ramorum work instructions have the authority to make the final determination on regulatory samples meeting certain
conditions within the APHIS PASS Policy.

Final Determination: The last diagnostic result(s) necessary for a regulatory sample indicating whether Phytophthora
ramorum is present or not. The final determination test(s) are conducted by analysts/labs with federal confirmatory
authority. If the final determination is positive, regulatory action may commence. See confirmed positive.

New Host: A plant not listed on the APHIS List of Regulated Hosts and Plants Proven or Associated with Phytophthora
ramorum. Note that some plants are regulated at the genus level while some are regulated at the species level.

New Location: a new nursery, new site (home or managed landscape), or, a new regulated county or a new environmental
find outside the P. ramorum Quarantine Area where P. ramorum has never previously been detected.

Non-Regulated Area: any area not listed in 7-CFR 301.92-3.

NPPLAP Accredited Lab: A laboratory recognized by APHIS (through the National Plant Pathogen Laboratory
Approval Program) as possessing all the necessary equipment and personnel to perform APHIS P. ramorum Diagnostic
Work Instructions for the P. ramorum program.

PASS: A Potentially Actionable Suspect Sample (PASS) is a regulatory sample that contains a plant pest or pathogen of
federal regulatory concern and requires confirmation by a lab with federal confirmatory authority. For the P. ramorum
program, a PASS is a regulatory sample where a preliminary diagnostic test result indicates Phytophthora sp. or P.
ramorum is present and requires confirmation by a lab with federal confirmatory authority.

Regions of PPQ: Eastern Region states are Alabama, Connecticut, Delaware, Florida, Georgia, Illinois, Indiana, Kentucky,
Maine, Maryland, Massachusetts, Michigan, Minnesota, Mississippi, New Hampshire, New Jersey, New York, North Carolina, Ohio,
Pennsylvania, Puerto Rico, Rhode Island, South Carolina, Tennessee, Vermont, Virginia, West Virginia, and Wisconsin. Western
Region states are Alaska, Arizona, Arkansas, California, Colorado, Hawaii, Idaho, lowa, Kansas, Louisiana, Missouri, Montana,
Nebraska, Nevada, New Mexico, North Dakota, Oklahoma, Oregon, South Dakota, Texas, Utah, Washington, and Wyoming.
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Regulatory Sample: This is a sample of regulatory concern to APHIS for P. ramorum (7-CFR Sec. 301.92); it is
collected by regulatory officials during a national or CAPs survey, a compliance or monitoring inspection, or during a
regulatory incident such as a Traceforward, Traceback, or during the Confirmed Nursery Protocol. See sample definition.

Regulated or Quarantine Area: 7-CFR 301.92-3 — the Requlated areas are all of the counties in Washington, all but a
portion of Curry Co. in Oregon and all but fourteen counties in California. The Quarantine area is where P. ramorum is
found in the environment; fourteen counties in California and a portion of Curry Co. Oregon.

Sample: For P. ramorum plant sampling, a sample refers to a single bag of leaves. Each sample is to contain a minimum
of 5 symptomatic (unhealthy) leaves from large-leaf species; 5-12 leaves if possible, and, for small leaf species, include the
terminal 3 inches of a symptomatic branch. Examine the leaves carefully; chances are much smaller lesions will be
present on other leaves of the same plant. It is strongly encouraged that each sample is from one plant (at least one
sample per symptomatic plant is mandatory for compliance inspections of interstate shipping nurseries in the
regulated/quarantine areas, see 7-CFR 301.92-11). If there are not enough symptomatic leaves on the one plant, collect
from other plants at the lowest taxonomic level possible in the same block (i.e. plants of the same cultivar/variety is
preferred, then species, then genus). If there is a large amount of unhealthy leaves throughout the block, collect as many
samples as possible to represent the symptoms seen within the block. Regulatory action may commence on one sample
confirmed positive.

Unusual Detection: involves unusual or unexpected circumstances, or has an atypical biology, or is a potential bio-
terrorism act.
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