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Phytophthora ramorum Provisional Laboratory Approval Program
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The USDA-APHIS-PPQ Phytophthora ramorum Provisional Approval Program
was started because in 2004, three nurseries and one mail order nursery firm that operated
out of California and Oregon sent P. ramorum-infected plants and potentially infected
plant material all over the country. These plant shipments were tracked down and placed
under a hold order until it could be determined whether or not they were safe to release
for distribution.

At the time, there were only two laboratories officially sanctioned by the USDA-
APHIS-PPQ to make a final determination of the presence of P. ramorum in plant
samples through the use of PCR. While there were many diagnostic laboratories using
PCR analyses, due to the possibility of these uncertified labs reporting false positives,
only the two officially sanctioned labs were given the responsibility of making the final
determination. Basically, when a diagnostic lab reported a possible P. ramorum-positive
sample, they had to send the DNA of that sample to either of the two accredited labs.
This resulted in a flood of positive samples showing up in laboratories from nurseries all
over the country. As a result, these two USDA-APHIS-PPQ-certified labs had months of
backlogged samples to process and the results were slow in getting back to the various
state departments of agriculture, which were in turn under pressure from the nurseries
who were waiting to get their plants released. No plant material was allowed to be sold
until final testing results were confirmed.

The West Virginia Department of Agriculture, Plant Industries Division PCR
Laboratory began the approval process in the summer of 2005 when the laboratory was
inspected by personnel from the USDA-APHIS-PPQ- Center for Plant Science and
Technology (CPHST) to determine if the facility and equipment met their standards to
perform official diagnostics. The laboratory passed inspection by having the required
equipment and facilities to maintain a contamination free environment which is necessary
to be able to perform these diagnostics accurately.

The laboratory personnel had to receive standardized training and then perform a
proficiency panel test. The proficiency panel is used to determine whether or not the
laboratory personnel can reproduce the correct PCR test results. The laboratory
personnel from the Plant Industries Division PCR Laboratory went through the training in
February 2007, were administered the proficiency panel in April and were notified in
June that they had passed the testing panel and thus approved to perform validated
diagnostic tests for Phytophthora ramorum, the causal agent of sudden oak death (SOD),
on behalf of the United States Department of Agriculture-Animal Plant Health Inspection
Service-Plant Protection Quarantine (USDA-APHIS-PPQ) Programs. In 2008, laboratory
personnel was administered test panels in April and was notified in June that they had



passed the testing panel and thus recertified to perform validated diagnostic tests for
Phytophthora ramorum on behalf of the United States Department of Agriculture-Animal
Plant Health Inspection Service-Plant Protection Quarantine (USDA-APHIS-PPQ)
Programs.



2008 Phytophthora ramorum Early Detection Survey for Forests
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This is the second year of stream baiting for early detection of Phytophthora
ramorum, and detection of other Phytophthora species in a stream environment using bait
leaves. The USDA Forest Service (USDA-FS) launched a pilot survey in 2006. This
approach to detecting P. ramorum from streams has been highly successful in California,
Oregon and Washington, particularly down stream from nurseries that have infected
stock. The stream sampling for P. ramorum detection included a survey for other
Phytophthora species as well due to research that was conducted by the USDA- Forest
Service and Clemson University. They had completed several sampling periods during
which various species of Phytophthora were recovered from bait leaves and filtering
techniques.

Four streams were chosen for this survey. All streams were in the same
watershed as a Trace Forward Nursery or unofficial Trace Forward Nursery (nurseries
where Monrovia stock is commonly shipped but the stock was not in original shipments
of the 2004 infected Monrovia stock). The Trace Forward Nurseries in West Virginia’s
case were not nurseries where P. ramorum had been detected. They were nurseries that
may have received infected stock, but any suspect plant material sampled from previous
years using nested PCR analyses did not reveal a presence of P. ramorum. All stream
baiting locations were downstream from these nurseries.

Native rhododendron was used for the purposes of this survey. The leaves were
chosen at one location throughout the duration of the survey. The leaves were
unwounded, and displayed no lesions or insect activity. Last year’s leaves were used
until this year’s leaves were sufficiently hardened off. Once a month, baits were deployed
in nylon mesh bags and exposed for duration of approximately two weeks then retrieved
for laboratory processing. The leaf samples were placed into culture and screened first
for P. ramorum, then secondly for the presence of other Phytophthora species. ELISA
was also used to verify presence of Phytophthora spp. The rate of Phtyophthora spp.
recovery was 100%.

Due to extremely wet weather in the spring only 2 baiting periods were completed
before water temperatures exceeded 22 C. Bait bags for Trace Fork were lost in flooding
during the first baiting attempt so only 1 baiting period was completed for that stream. In
the fall, no baiting occurred due to significant lack of rainfall from mid-summer
throughout the fall leading to a drying up of streams. Significant rainfall did not occur
until December and by then it was too late to attempt any baiting.

Phytophthora ramorum was not detected by Real-Time PCR analyses nor was it
detected in any of the cultures, but other species of Phytophthora were.






