Proposal Subject:
Specific NSSP

Guide Reference:

Text of Proposal/
Requested Action

Proposal No. 05-111
Rapid Extraction Method for PSP and ASP

Section Il. Model Ordinance Chapter 111 Laboratory @.02 Methods
ISSC Constitution, Bylaws, and Procedures
Procedure XVI.

Procedure for Acceptance and Approval of Analytical Methods for the NSSP

Marine Biotoxins affect farmed and wild fish and shellfish, as well as having a
deleterious effect on humans. Jellett Rapid Testing has designed and developed rugged
tests for the presence of Paralytic Shellfish Poison, Amnesic Shellfish Poison and
Diarrhetic Shellfish Poison (under development at the time of this submittal). To
facilitate the use of these tests in the field (for aquaculturists, campers, regulatory
officials, etc.), Jellett Rapid Testing has developed a “low-tech” rugged alternative to
the standard AOAC method designed to extract the toxins in the field as well as the
laboratory. The AOAC method requires the sample to be boiled in acid at low pH and
the pH adjusted with strong acids. This requires a fully equipped laboratory and
significant safety precautions. The JRT Rapid Extraction Method was designed for use
in remote areas, with little sophisticated backup support, by average individuals with
little training and education. It is faster, less labor-intensive and less expensive than the
other available method.

The rapid extraction method requires vinegar and rubbing alcohol to extract the toxins.
A simple, rapid, safe method such as this would make rapid tests for marine Biotoxins
available in remote areas, to fishermen, aquaculturists, and regulatory officials on an
instant basis.

The method developed by Jellett Rapid Testing Ltd has been presented to regulatory
bodies over the past several years. In cooperation with individuals, governments and
those organizations, the analytical method has been refined and improved. The Rapid
Extraction Method is being tested in several states and foreign countries. Publications
will be forthcoming.

The CONSTITUTION BY-LAWS and PROCEDURES of the INTERSTATE
SHELLFISH SANITATION CONFERENCE allows the ISSC, through the Laboratory
Methods Review Committee, to accept analytical methods that are sufficiently
validated but are not AOAC or APHA methods. This is defined in the Constitution,
PROCEDURE XVI. PROCEDURE FOR ACCEPTANCE AND APPROVAL OF
ANALYTICAL METHODS FOR THE NSSP. Two possible reasons for considering a
method are found in Subdivisions i and ii.

Subdivision i. Meets immediate or continuing need;

Subdivision ii. Improves analytical capability under the NSSP as an alternative to other
approved or accepted method(s)

Currently, only the AOAC extraction for PSP and ASP are accepted. The need for a
simple safe extraction method has been expressed by regulatory agencies,
governmental organizations and industry for many years. The Jellett Rapid Extraction
Method is being validated over a wide geographic area to demonstrate its simplicity,
reliability, precision and accuracy. As a result of demonstrations of efficacy and the
need that has been expressed by industry and state agencies, the Jellett Rapid
Extraction Method is presented as an alternative extraction method for PSP and ASP
for the NSSP as a Type |1l or Type IV method.

Please see attached additional information.
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Public Health
Significance:

Proposal No. 05-111
Suggested wording:
Section I, Chapter |11 Laboratory @.02 Methods

C. Biotoxin. Methods for the analyses of shellfish and shellfish harvest waters

shall be:

1) The current AOAC and APHA methods used in bioassay for paralytic
shellfish poisoning toxins; and

2 The current APHA method used in bioassay for Karemia breve toxins.

(3) The Jellett Rapid Extraction Method may be used for extracting PSP
and ASP toxins from Shellfish by regulatory and industry
laboratories.

Currently, only the AOAC extraction for PSP and ASP analyses are accepted. Because
of many significant constraints, in practical terms, this means that analyses can be
conducted only in laboratories, and then under dangerous conditions. Acceptance of
the Jellett Rapid Extraction Method for PSP and ASP would allow harvesters,
processors, and regulatory agencies to screen for PSP and ASP with an accepted
standardized method that provides valid useable data.

The Jellett Rapid Extraction Method for PSP and ASP was developed over several
years in answer to the oft-stated need for a rapid, reliable, rugged, simple and safe
sample preparation method. The Jellett Rapid Extraction Method for PSP and ASP is
not meant to be a definitive “Standard Method”, but rather to provide a supplementary
extraction method that can be used in the field as well as in the lab.

Possible applications for The Jellett Rapid Extraction Method for PSP and ASP
include:

e as a supplement to analytical methods of screening out negative samples in
shellfish regulatory labs;

e as a harvest management tool at aquaculture facilities or in wild shellfish
harvest areas (especially near shore areas) to supplement available methods to
determine if shellfish are free of PSP or ASP and safe to harvest;

e as a supplement to quality control methods for shellfish processing plants,
distributors and wholesalers to ensure incoming shellfish are free of PSP and
ASP toxins before processing or further distribution (this test could become
part of the plant's HACCP program);

e as a supplement to analytical methods for water classification for Biotoxins;
and

e as asupplement to analytical methods for broad scale ecological monitoring.

The rationale for using the Jellett Rapid Extraction Method for PSP and ASP is that the
method provides a rapid, reliable, rugged, simple, safe and cost-effective extraction
method (especially in low-volume laboratories) for PSP and ASP that can supplement
accepted tests and substantially reduce the cost of analyses. Used in conjunction with
other rapid methods, the Jellett Rapid Extraction Method for PSP and ASP will
supplement regulatory agency efforts and help prevent the harvest of contaminated
product. Having the ability to conduct tests using an accepted rapid extraction method
will allow those processors who choose to use this test to demonstrate that they are
truly controlling for PSP and ASP hazards in the harvested shellfish.

The Jellett Rapid Extraction Method for PSP and ASP could contribute to building
long-term databases on broader scales than a regulatory lab can afford and, by using an
accepted standardized method, will provide consistent results. These databases could
be supplemented with industry testing in areas where there is no testing currently. This
would extend, augment and strengthen the current food safety system broadening and
refining the food safety net by increasing the number of testing sites and generating
long term data in more areas.
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Cost Information
(if available):

Action by 2005
LMRC

Action by 2005
Task Force |

Action by 2005
General Assembly

Action by
USFDA

Action by 2007
LMRC

Action by 2007
Task Force |

Action by 2007
General Assembly

Action by
USFDA

Proposal No. 05-111

A simple, rapid, rugged, effective, reliable, safe and cost-effective extraction method,
available to all harvesters, regulators, and processors, would increase the monitoring
and reduce the chance that shellfish containing ASP toxins above the regulatory limit
would be harvested or marketed.

It is difficult to determine exact costs because many government cost models do not
consider capital costs. Both extraction methods are the same through puree step, the
chemicals used in both cases are minimal, as is the cost of incidental equipment
(blender, pipettes, etc.). However, a comparison of time required using the Rapid
Extraction Method (Add rapid liquid; Filter) with the time required using the AOAC
Extraction (Add HCL,; Boil; Wait; Filter; Pour in tube; Check PH) shows a significant
difference. Our experience shows that it takes about 22 minutes for this portion of the
AOAC extraction while it takes less than 2 minutes to complete the Jellett Rapid
Extraction Method. At a salary of $33 / hour, that is a savings of $11.00 per sample
extract.

Recommended referral of Proposal 05-111 to the appropriate committee as determined
by the Conference Chairman.
Recommended adoption of the Review Committee
recommendation of Proposal 05-111.

Laboratory Methods

Adopted recommendation of 2005 Task Force I.

Concurred with Conference action.

Recommended no action on Proposal 05-111. Rationale — Alternative extraction
method for JRT PSP should be adopted to expand utility of the test; however there are
insufficient data for acceptance at this time. The submitter will send data to the
Executive Office for Conference approval.

Recommended referral of Proposal 05-111 to an appropriate committee as determined
by the Conference Chairman.

Adopted recommendation of 2007 Task Force I.

December 20, 2007
Concurred with Conference action with the following comments and recommendations
for ISSC consideration.

The Conference has made considerable progress in its efforts to recognize new and
developing analytical methods for the detection of indicators, pathogens, and marine
toxins. Much credit goes to the Laboratory Methods Review Committee and its
leadership for ensuring a scientifically defensible process for adopting analytical
methods under the NSSP.

At the 2007 meeting numerous analytical methods were proposed for ISSC adoption.
However, many of these methods were lacking the validation and associated data
needed by the Laboratory Methods Review Committee to make a final determination
regarding their efficacy for use in the NSSP. As a result the General Assembly voted
“No Action” on analytical method Proposals 05-107, 05-108, 05-109, 05-111, 05-113,
and 05-114. It is FDA’s understanding that the intent of the “No Action” vote was not
to remove these Proposals from ISSC deliberation as “No Action” normally suggests,
but rather to maintain them before the Conference pending submission of additional

2013 ISSC Summary of Actions --- Page 3 of 257



Action by 2009
LMRC

Action by 2009
Task Force |

Action by 2009
General Assembly

Action by USFDA
02/16/2010

Action by 2011
LMRC

Action by 2011
Task Force |

Action by 2011
General Assembly

Action by FDA
February 26, 2012

Proposal No. 05-111

data for further consideration. The Voting Delegates, by requesting the Proposal
submitters provide additional data to the Executive Office for methods approval
consistent with Procedure XVI, clearly recognized the importance and utility of these
methods and intended to maintain them before the Conference for possible adoption
following additional data submission. FDA requests that the ISSC Executive Board
confirm FDA’s understanding of this outcome. FDA fully supports such a Conference
action and encourages the Executive Office to pursue submission of additional data as
necessary to move forward with acceptance of these methods.

Recommended no action on Proposal 05-111. Rationale: Requested additional
information has not been submitted.

Recommended adoption of Laboratory Methods Review Committee recommendation
of Proposal 05-111.

Referred Proposal 05-111 to the Laboratory Methods Review Committee.
Concurred with Conference action on Proposal 05-111.

Recommended acceptance of the rapid extraction method in Proposal 05-111,
specifically 70% isopropanol: 5% acetic acid 2.5:1, only for use with the Abraxis
shipboard ELISA for PSP as an Emerging Method solely for use in the onboard
screening dockside testing protocol in the Northeast region, including George’s Bank.

The Laboratory Methods Review Committee further recommends:

1. The data collected during the dockside testing study be submitted to the LMRC in
the SLV Method Application Protocol within 6 months of the concurrence by FDA
in the Summary of Actions.

2. The validation study conducted by the State of Maine of the Abraxis laboratory
ELISA with the extraction method in Proposal 05-111 be submitted to the LMRC
in the SLV Method Application Protocol within 6 months of the concurrence by
FDA in the Summary of Actions.

3. No action on the requested language change in Proposal 05-111 for the Model
Ordinance Section I, Chapter 111 Laboratory @.02 Methods.

Section I, Chapter 11l Laboratory @.02 Methods
C. Biotoxin. Methods for the analyses of shellfish and shellfish harvest waters
shall be:
(1) The current AOAC and APHA methods used in bioassay for paralytic
shellfish poisoning toxins; and
(2) The current APHA method used in bioassay for Karenia breve toxins.
(3) The _.L..L__!_;_e__; _____ :.____5_5_!.1_-4_5__.7_55.;,__5};:_‘:; _____ L___;_____!.=___

Recommended adoption of Laboratory Methods Review Committee recommendations
on Proposal 05-111.

Adopted recommendation of 2011 Task Force | on Proposal 05-111.

Concurred with Conference action on Proposal 05-111.
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Action by 2013
Laboratory
Methods Review
and Quality
Assurance
Committee

Action by 2013
Task Force |

Action by 2013
General Assembly

Action by FDA
May 5, 2014

Proposal No. 05-111

Recommended no action on Proposal 05-111 Rationale - Proposal 05-111 is resolved
by action on Proposal 13-1009.

Recommended adoption of Laboratory Methods Review and Quality Assurance
Committee recommendation on Proposal 05-111.

Adopted recommendation of 2013 Task Force | on Proposal 05-111.

Concurred with Conference action on Proposal 05-111.
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Proposal No. 05-111

Lab # CFIA CFIA Result Jellett Result
Sample # HPLC (ng/g) Approx. (ng/g)

04-01847 1 24.1 16-24
04-02156 2 14 0-4
04-01784 3 70.0 72-80
04-01968 4 71.9 72-92
04-01647 5 8.9 12-16
04-02328 6 9.3 6.4-11.2
04-02467 7 4.2 6.0-7.2
04-01646 8 31.2 40-64
04-02351 9 9.4 9.6-12
04-02238 10 4.7 4-5.6
04-01862 11 96.7 60-80
04-02240 12 10.3 12-20
04-01750 13 30.7 24-32
04-02231 14 2.5 0-4
04-01969 15 40.1 64-72

ISSC 2011Summary of Actions Page 20



Jellett Rapid Testing Ltd.: NOAA Study - JREM Trial
Sample Record Sheet — Homogenate

State of Alaska - Department of Environmental Conservation

Proposal No. 05-111

Collection Homogenization Jellett Test MBA Test
Field /
Field / Site Size of Site / Result Intensity Toxin #of | Result | #of
/ Lab Sample Lab Batch # - Batch # - (1=Pos, | of C Line Lab Standard | Mice | (ng/10 | Mice
Sample ID Date Species Name Date (mL) Name Date Test Buffer 0=Neg) | as % of T Name Date Used Dead 0g) Sick
Geoduck ADEC- ADEC- 40000- 40005- ADEC-
20053168-C | 3/06/05 Viscera EHL 3/14/05 66° EHL 3/14/05 13Aug04 05Nov04 1 0% EHL 03/15/05 FDA 3 71 0
Geoduck ADEC- ADEC- 40000- 40005- ADEC-
20053169-C | 3/06/05 Viscera EHL 3/14/05 495 EHL 3/14/05 13Aug04 05Nov04 1 <10% EHL 03/15/05 FDA 3 39 0
ADEC- ADEC- 40000- 40005- ADEC-
20053170-C | 3/06/05 EHL 3/14/05 650 EHL 3/14/05 13Aug04 05Nov04 1 0% EHL 03/15/05 FDA 3 71 0
ADEC- ADEC- 40000- 40005- >0%, ADEC-
20053183-C | 3/13/05 Geoduck EHL 3/15/05 416 EHL 3/15/05 13Aug04 05Nov04 1 <25% EHL 03/15/05 FDA 3 70 0
ADEC- ADEC- 40000- 40005- ADEC-
20053184-C | 3/13/05 Geoduck EHL 3/15/05 632 EHL 3/15/05 13Aug04 05Nov04 1 0% EHL 03/15/05 FDA 3 54 0
ADEC- ADEC- 40000- 40005- ADEC-
20053185-C | 3/14/05 Geoduck EHL 3/15/05 561 EHL 3/15/05 13Aug04 05Nov04 1 0% EHL 03/15/05 FDA 3 72 0
ADEC- ADEC- 40000- 40005- ADEC-
20053186-C | 3/15/05 Geoduck EHL 3/15/05 301 EHL 3/15/05 13Aug04 05Nov04 1 0% EHL 03/15/05 FDA 3 90 0
ADEC- ADEC- 40000- 40005- ADEC-
20053137 03/06/05 Oyster EHL 03/08/05 150 EHL 03/08/05 | 13Aug04 05Nov04 INV C<25%T EHL 03/08/05 FDA 0 NDT 0
ADEC- ADEC- 40000- 40005- N/A ADEC-
20053136 03/06/05 Oyster EHL 03/08/05 500 EHL 03/08/05 | 13Aug04 05Nov04 INV C<25%T EHL 03/08/05 FDA 0 NDT 0
ADEC- ADEC- 40000- 40005- ADEC-
20053138 03/05/05 Oyster EHL 03/08/05 500 EHL 03/09/05 | 13Aug04 05Nov04 INV C<25%T EHL 03/08/05 FDA 0 NDT 0
ADEC- ADEC- 40000- 40005- ADEC-
20053142 03/06/05 Oyster EHL 03/09/05 50 EHL 03/09/05 | 13Aug04 05Nov04 INV C<50%T EHL 03/09/05 FDA 0 NDT 0
ADEC- ADEC- 40000- 40005- ADEC-
20053124-C 3/5/05 Geoduck EHL 3/7/05 495 EHL 3/7/05 13Aug04 05Nov04 1 0% EHL 03/07/05 FDA 3 117 0
ADEC- ADEC- 40000- 40005- ADEC-
20053125-C 3/5/05 Geoduck EHL 3/7/05 404 EHL 3/7/05 13Aug04 05Nov04 1 75% EHL 03/07/05 FDA 3 58 0
ADEC- ADEC- 40000- 40005- ADEC-
20053006 2/29/05 Oyster EHL 3/3/05 125 EHL 3/3/05 13Aug04 05Nov04 EHL 3/3/05 FDA 0 NDT 0
Geoduck ADEC- ADEC- 40000- 40009- ADEC-
20053040-C | 03/01/05 Viscera EHL 03/02/05 545 EHL 03/02/05 | 13Aug04 060ct04 1 50% EHL 03/02/05 FDA 3 86 0
Geoduck ADEC- ADEC- 40000- 40009- ADEC-
20053039-C | 03/01/05 Viscera EHL 03/02/05 340 EHL 03/02/05 | 13Aug04 060ct04 1 10% EHL 03/02/05 FDA 3 175 0
Geoduck ADEC- ADEC- 40000- 40009- ADEC-
20053007-C | 02/26/05 Viscera EHL 02/28/05 750 EHL 03/01/05 | 13Aug04 060ct04 1 25% EHL 02/28/05 FDA 3 59 0
Geoduck ADEC- ADEC- 40000- 40009- ADEC-
20053010-C | 02/26/05 Viscera EHL 02/28/05 750 EHL 03/01/05 | 13Aug04 060ct04 1 <25% EHL 02/28/05 FDA 3 65 0
Geoduck ADEC- ADEC- 40000- 40009- ADEC-
2005301-C | 02/27/05 Viscera EHL 02/28/05 750 EHL 03/01/05 | 13Aug04 060ct04 1 0% EHL 02/28/05 FDA 3 151 0
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Jellett Rapid Testing Ltd.: NOAA Study
JREM Trial Sample Record Sheet - Homogenate
California - Microbial Disease Lab

Proposal No. 05-111

Collection Homogenization Jellett Test MBA Test
Intensity
Field / Size of Field / Result of C Toxin # of # of
Sample | Collection Site / Lab Sample | Site/Lab Batch # - | Batch #- (1=Pos, Line as Lab Standard Mice Result Mice
ID Date Species Name Date (mL) Name Date Test Buffer 0=Neg) % of T Name Date Used Dead | pg/100g | Sick
05E- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00110 02/05/05 LBMU EMDS 02/09/05 >130 EMDS 02/09/05 8/13/04 9/7/04 0 100% EMDS 2/09/05 FDA 0 <36 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00099 02/01/05 SSMU EMDS 02/02/05 >130 EMDS 02/02/05 8/13/04 9/7/04 0 100% EMDS 02/02/05 FDA 0 <34 0
0SE- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00096 02/28/05 CBMU EMDS 02/02/05 >130 EMDS 02/02/05 8/13/04 9/7/04 0 100% EMDS 02/02/05 FDA 0 <36 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00093 02/01/05 SBMU EMDS 02/02/05 >130 EMDS 02/02/05 8/13/04 9/7/04 0 100% EMDS 02/02/05 FDA 0 <36 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00079 01/25/05 SSMU EMDS 01/26/05 >130 EMDS 01/26/05 8/13/04 9/7/04 0 100% EMDS 1/26/05 FDA 0 <35 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00076 01/22/05 CBMU EMDS 01/26/05 >130 EMDS 01/26/05 8/13/04 9/7/04 1 50% EMDS 01/26/05 FDA 3 39 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00069 01/24/05 SBMU EMDS 01/26/05 >130 EMDS 01/26/05 8/13/04 9/7/04 0 100% EMDS 01/26/05 FDA 0 <36 3
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00059 01/18/05 SSMU EMDS 01/19/05 >130 EMDS 01/19/05 8/13/04 9/7/04 0 100% EMDS 1/19/05 FDA 0 <35 3
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00055 01/14/05 CBMU EMDS 01/18/005 >130 EMDS 01/18/05 8/13/04 9/7/04 1 25% EMDS 01/18/05 FDA 3 37
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00052 01/17/05 SBMU EMDS 01/18/05 >130 EMDS 01/18/05 8/13/04 9/7/04 0 100% EMDS 01/18/05 FDA 0 <36 0
05W- CA-DHS- CA-DHS- 40000~ 40005- CA-DHS-
00025 1/10/05 SBMU EMDS 1/12/05 >130 EMDS 1/12/05 8/13/04 9/7/04 0 100% EMDS 1/12/05 FDA 0 <35 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00023 1/11/05 SSMU EMDS 1/12/05 >130 EMDS 1/12/05 8/13/04 9/7/04 0 100% EMDS 1/12/05 FDA 0 <36 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00020 1/7/05 CBMU EMDS 01/11/05 >130 EMDS 01/11/05 8/13/04 9/7/04 1 25% EMDS 1/11/05 FDA 3 44 0
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Jellett Rapid Testing Ltd.: NOAA Study
JREM Trial Sample Record Sheet - Homogenate

Proposal No. 05-111

California - Microbial Disease Lab (CONTINUED)
Collection Homogenization Jellett Test MBA Test
Intensity
Sample Field / Size of Field / Result of C Toxin # of # of
D Collection Site / Lab Sample | Site/Lab Batch #- | Batch#- | (1=Pos, Line as Lab Standard Mice Result Mice
Date Species Name Date (mL) Name Date Test Buffer 0=Neg) % of T Name Date Used Dead | pg/100g | Sick
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00011 1/3/05 SBMU EMDS 1/5/05 >130 EMDS 1/5/05 8/13/04 9/7/04 0 100% EMDS 1/5/05 FDA 0 <34 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00007 1/4/05 SSMU EMDS 1/5/05 >130 EMDS 1/5/05 8/13/04 9/7/04 0 100% EMDS 1/5/05 FDA 0 <34 0
05W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
00002 12/30/04 CBMU EMDS 1/04/05 >130 EMDS 1/04/05 8/13/04 9/7/04 0 75% EMDS 1/04/05 FDA 2 36 1
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
01458 12/28/04 SSMU EMDS 12/29/04 >130 EMDS 12/29/04 8/13/04 9/7/04 0 100% EMDS 12/29/04 FDA 0 <36 0
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
01454 12/27/04 SBMU EMDS 12/29/04 >130 EMDS 12/29/04 8/13/04 9/7/04 0 100% EMDS 12/29/04 FDA 0 <36 0
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
01457 12/24/04 CBMU EMDS 12/28/04 >130 EMDS 12/28/04 8/13/04 9/7/04 1 <25% EMDS 12/28/04 FDA 3 42 0
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
1446 12/21/04 SSMU EMDS 12/22/04 >130 EMDS 12/22/04 8/13/04 9/7/04 0 100% EMDS 12/22/04 FDA 0 <34 0
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
01436 12/20/04 SBMU EMDS 12/21/04 >130 EMDS 12/21/04 8/13/04 9/7/04 0 75% EMDS 12/21/04 FDA 0 <34 3
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
01399 12/13/04 SBMU EMDS 12/14/04 >130 EMDS 12/15/04 8/13/04 9/7/04 1 50% EMDS 12/15/04 FDA 2 35 0
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
01421 12/11/04 CBMU EMDS 12/15/04 >130 EMDS 12/15/04 8/13/04 9/7/04 1 0% EMDS 12/15/04 FDA 3 48 0
04W- CA-DHS- CA-DHS- 40000- 40005- CA-DHS-
01424 12/14/04 SSMU EMDS 12/15/04 >130 EMDS 12/15/04 8/13/04 9/7/04 0 100% EMDS 12/15/04 FDA 0 <35 0
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Extraction is a process whereby the prepared shellfish tissue is converted into liquid containing
released toxins.

The Association of Official Analytical Chemists (AOAC) is the approved method of extraction
used by regulatory agencies. The Mini AOAC Extraction is a scaled-down version of the official
method, based on a 10g sub sample from 100g of shellfish puree and was validated by Jellett
Biotek Ltd. (Toxicon 40 [2002] 1407-1425). It was shown to be equally as effective as the full
100g official extraction method.

Mini AOAC Extraction Method:
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For future use
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Equipment required to perform the mini AOAC extraction:
e Pot

Hot plate

Heat resistant test tube rack*

Centrifuge tube with hole in cap*

Thermometer*

Tin foll



Timer

Graduated cylinder 10ml*
Filters*

600 ml plastic beakers*
Transport tubes 5ml*
Plastic droppers

pH strips (2-6 range)*

Solutions required to perform mini AOAC Extraction:

e 0.1NHCI
e 1.0NHCI
e 1.0 NNaOH
e Tap water

*Available to purchase from Scotia Rapid Testing as individual components or as an extraction Kkit.

The Mini AOAC extraction method can be used with PSP and ASP Rapid tests.

Cleaning Up
Clean all used equipment thoroughly with 5% household bleach and rinse well with tap water
before re-using with another sample to avoid cross contamination.



Proposal Subject:

Specific NSSP
Guide Reference:

Text of Proposal/
Requested Action

Public Health
Significance:

Cost Information
(if available):

Action by 2009
Laboratory
Methods Review
Committee

Action by 2009
Task Force 1

Action by USFDA
02/16/2010

Action by ISSC
Executive Board
March 2010

Proposal No. 09-107
Saxitoxin (PSP) ELISA Kit

Section IV. Guidance Documents, Chapter II Growing Areas, .10 Approved National
Shellfish Sanitation Program Laboratory Tests: Microbiological and Biotoxin Analytical
Methods

Section II. Model Ordinance Chapter I1I. Laboratory @.02 Methods C. Biotoxin
See attached ISSC Method Application

Faster, easier, and/or more reliable methods are needed to satisfy the needs of the
regulatory community and shellfish industry. The proposed ELISA method is a fast and
easy to perform method with ready to use reagents i.e. analyst only needs to extract
shellfish sample or dilute water sample before analysis. The proposed ELISA also provides
a quantitative and/or semi-quantitative screening for shellfish extracts and/or water
samples. This assay is part of Abraxis platform for marine toxin testing and complements
the company’s other offering for NSP, DSP, and ASP testing. The proposed ELISA can be
used on-site (boat, dock) or established analytical laboratories.

As low as $15 per sample.

Recommended no action on Proposal 09-107. Rationale: Insufficient data.

Recommended adoption of Laboratory Methods Review Committee recommendation on
Proposal 09-107.

Concurred with Conference action on Proposal 09-107 with the following comments and
recommendations for ISSC consideration.

The Laboratory Methods Review Committee determined that Proposal 09-107 was
accompanied by insufficient data necessary for the Committee to make a determination
regarding the efficacy of the proposed saxitoxin test method for use under the NSSP. As a
result the General Assembly voted “No Action” on the proposed analytical method. It has
been FDA'’s observation and experience that the proposed ELISA method for saxitoxins
presents itself as a reliable screening method to supplement existing NSSP tools for
managing Paralytic Shellfish Poisoning (PSP). Therefore, FDA Recommended the
Conference pursue submission of additional data from Abraxis, LLC via the Proposal
submission process to advance a thorough examination of this method for saxitoxin
screening.

The Executive Office will send a letter to the submitter of Proposal 09-107 to resubmit
Proposal 09-107 Saxitoxin (PSP) Elisa Kit with additional information.
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Action by 2011 Recommended approval of Proposal 09-107 as an emerging method.

Laboratory

Methods Review NOTE: This approval is limited to the Abraxis Shipboard ELISA Method used in
Committee conjunction with the Extraction Method approved in Proposal 05-111.

Action by 2011 Recommended adoption of the Laboratory Methods Review Committee recommendation
Task Force I on Proposal 09-107 as an emerging method.

Action by 2011 Adopted recommendation of 2011 Task Force I on Proposal 09-107.

General Assembly

Action by FDA Concurred with Conference action on Proposal 09-107.

February 26, 2012
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ISSC Method Application and Single Lab Validation Checklist For Acceptance of a Method for Use in the NSSP

The purpose of single laboratory validation in the National Shellfish Sanitation Program (NSSP) is to ensure that the
analytical method under consideration for adoption by the NSSP is fit for its intended use in the Program. A Checklist has
been developed which explores and articulates the need for the method in the NSSP; provides an itemized list of method
documentation requirements; and, sets forth the performance characteristics to be tested as part of the overall process of
single laboratory validation. For ease in application, the performance characteristics listed under validation criteria on the
Checklist have been defined and accompany the Checklist as part of the process of single laboratory validation. Further
a generic protocol has been developed that provides the basic framework for integrating the requirements for the single
laboratory validation of all analytical methods intended for adoption by the NSSP. Methods submitted to the Interstate
Shellfish Sanitation Conference (ISSC) Laboratory Methods Review (LMR) Committee for acceptance will require, at a
minimum, six (6) months for review from the date of submission.

Name of the New Method
Saxitoxin (PSP) ELISA Kit

Name of the Method Developer
Abraxis LLC

Fernando Rubio
Developer Contact Information 54 Steamwhistle Drive
Warminster, PA 18974
Phone: (215) 357-3911
FAX: (215) 357-5232

Checklist Y/N Submitter Comments
A. Need for the New Method

Shellfish are filter feeders that pump large quantities of
water through their bodies when actively feeding. During
this process, shellfish can concentrate toxigenic micro-
algae and other substances from the water column when
they are present. The ability of shellfish to concentrate
chemical pollutants from water can lead to accumulation
of these toxins to levels that constitute a public health
hazard.

Dinoflagellates producing Saxitoxin have caused
mortality events in fish, and sea mammals. In humans,
Saxitoxin (PSP) poisoning causes neurological
symptoms that can lead to respiratory paralysis and
even death.

Some of the currently available methods used for the
detection and monitoring of saxitoxin in water and
1. Clearly define the need for which the shellfish are not conducive for the quick on-site or real
method has been developed. time, dockside or ship board monitoring of this toxin. For
example: 1) the mouse bioassay is labor intensive,
requires the use and destruction of many vertebrate
animals, analyses is only performed in a few laboratories
with a low turn around time, 2) a lateral flow ELISA
developed by Jellet Rapid Testing Ltd., however, this
assay seems to produce a high degree of false positives.

Therefore, faster, easier and/or more reliable methods
are needed to satisfy the needs of the regulatory
community and shellfish industry. The proposed ELISA
method is a fast and easy to perform method with ready
to use reagents i.e. analyst only needs to extract
shellfish sample or dilute water sample before analysis.
The proposed ELISA also provides a quantitative and/or
semi-quantitative screening for shellfish extracts and/or
water samples.
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This assay is part of Abraxis platform for marine toxin
testing and complements the company’s other offering
for NSP, DSP, and ASP testing.

The fast analysis of Saxitoxin (PSP) in shellfish extracts
and/or water quality monitoring. The proposed ELISA
can be used on-site (boat, dock) or established analytical
laboratories.

Yes. NSSP Guidance Documents, Chapter Il
Constitution by-laws and procedures of the Interstate
Shellfish Sanitation Conference.

Procedure XVI. Procedure for acceptance and approval
of analytical methods for the NSSP.

2. What is the intended purpose of the method?

And:

National Shellfish Sanitation Program 2003 Model

3. Isthere an acknowledged need for Ordinance

this method in the NSSP?

lll. Laboratory
@ 02 Methods

C. Biotoxin. Methods for the analysis of shellfish and
shellfish harvest waters shall be:

1) The current AOAC and APHA methods used in
bioassay for paralytic shellfish poisoning toxins

4. What type of method? i.e. chemical, Immunochemical Method.
molecular, culture, etc.

B. Method Documentation

1.  Method documentation includes the
following information:

Abraxis ELISA Kit for the Screening of Saxitoxin in
Shellfish Extract and/or Harvest Waters.

A Method for the screening out negative saxitoxin
samples in shellfish regulatory labs, to determine if
shellfish are safe to harvest and or distribute.

Method Title

A method for water classification for saxitoxin around
Method Scope harvest areas and to screen for toxic phytoplankton in
seawater to provide early warning.
A method that provides multiple simultaneous results
(depending on chosen cut-off values). This can be
easily done because the assay is run with multiple STX
concentrations.
Etheridge, S., Deeds, J, Easy, D., Laycok, M., Caulfield,
C., Deardorff, D., Church, J., PSP & TTX Kits:
Regulatory Perspectives. Satellite Workshop to the
Gordon Conference on Mycotoxins and Phycotoxins
2007, Maine, USA,

References E. Hignutt, S.W. Longan, Environmental Health

Laboratory, State of Alaska, Anchorage, AK;
Comparison of HILIC/Tandem Mass Spectrometry,
Abraxis ELISA and Mouse Bioassay for Determination of
PSP in Shellfish. To be presented at the 2008 AOAC
Annual Meeting, Dallas, Texas.

The test is a direct competitive ELISA based on the
recognition of Saxitoxin by specific_antibodies.
Principle Saxitoxin, when present in a sample and a saxitoxin-
enzyme-conjugate compete for the binding sites of
rabbit anti-saxitoxin antibodies in_solution. The
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saxitoxin_antibodies are then bound by a second
antibody (sheep anti-rabbit) immobilized on_the
plate. After a washing step and addition of the
substrate solution, a color signal is produced. The
intensity of the blue color is inversely proportional
to the concentration of the Saxitoxin present in the
sample. The color reaction is stopped after a
specified time and the color is evaluated using an
ELISA reader. The concentrations of the samples
are determined by interpolation using the standard
curve constructed with each run.

Any Proprietary Aspects

Immunoreagents and sample diluent.

Equipment Required

Pipettes and plate reader. Blender for shellfish
extraction.

Reagents Required

Reagents provided in the ELISA kit. In addition diluted
hydrochloric acid or vinegar and rubbing alcohol
(depending on extraction procedure chosen by analyst).

Sample Collection, Preservation and
Storage Requirements

Water samples need to be collected in glass vials and
preserved according to users guide (attached). Diluted
shellfish extracts should be stored in glass vials. All
dilution should be done using provided sample diluent. If
not analyzed promptly, samples should be stored
refrigerated for up 2 days or frozen if longer periods are
required.

Safety Requirements

As with any laboratory procedure, gloves and goggles
should be used during the processing and analysis of
samples.

Clear and Easy to Follow Step-by-Step
Procedure

User’s guide and an easy to follow flow chart are
provided with each kit (attached).

Quality Control Steps Specific for this
Method

As with any analytical procedure laboratory controls
(positive and negative) are recommended.

C. Validation Criteria
1. Accuracy / Trueness Provided as an attachment.
@ 0.046 ng/mL in water SD 0.004 CV 8.7%
2. Measurement Uncertainty @ 0.087 ng/mL in water SD 0.004 CV 4.6%
@ 0.227 ng/mL in water SD 0.008 CV 3.5%
3. Precision Characteristics (repeatability and < 15%
T (o]
reproducibility)
4 R Average water recovery 112%; shellfish extract 96%.
. Recovery
Saxitoxin (STX) 100% (per definition)
Decarbamoyl STX 29%
GTX2&3 23%
Sulfo GTX 1.2 200
ifici Sulfo .0%
5. Specificity Decarbamoyl GTX 2 & 3 1.4%
Neosaxitoxin 1.3%
Decarbamoyl Neo STX  0.6%
GTX1&4 <0.2%
. . 0.02-0.4 ng/mL water or 20-400 ng/gm in shellfish
Working and Linear Ranges extract or higher depending on dilution.
7. Limit of Detection 0.015 ng/mL
8. Limit of Quantitation / Sensitivity 0.02 ng/mL in water; 20 ng/gm in shellfish extract
Since and analytical curve is run with each assay and
9. Ruggedness the samples are compared to the standard curve, the

proposed ELISA is rugged.

10. Matrix Effects

If used according to instructions (dilutions), none
detected
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Method is intended as a screening method to
complement other accepted NSPP methods: i.e. mouse
bioassay. Some comparison data is provided as an
attachment.

11. Comparability (if intended as a substitute
for an established method accepted by the
NSSP)

D. Other Information

1. Cost of the Method As low as $15 per sample

Some technical skills are required. Familiarity with
laboratory setting is adequate. Kit Manufacturer’s on-
site training is available.

2. Special Technical Skills Required to
Perform the Method

3. Special Equipment Required and
Associated Cost

As low as $1,800. Strip reader and pipette

ELISA: Enzyme linked immuno sorbent assay

PSP: paralytic shellfish poisoning

40 samples can be run in duplicate in approximately 2
hours. Shellfish sample extraction requires
approximately 15 minutes

4. Abbreviations and Acronyms Defined

5. Details of Turn Around Times (time
involved to complete the method)

6. Provide Brief Overview of the Quality The ELISA kits are manufactured following GMP and
Systems Used in the Lab GLP procedures.

Submitters Signature Date:

Submission of Validation Data and Date:

Draft Method to Committee

Reviewing Members Date:
Accepted Date:
Recommendations for Further Work Date:
Comments:
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DEFINITIONS

1. Accuracy/Trueness - Closeness of agreement between a test result and the accepted reference value.

2. Analyte/measurand - The specific organism or chemical substance sought or determined in a sample.

3. Blank - Sample material containing no detectable level of the analyte or measurand of interest that is subjected to the
analytical process and monitors contamination during analysis.

4. Comparability - The acceptability of a new or modified method as a substitute for an established method in the

NSSP. Comparability must be demonstrated for each substrate or tissue type by season and geographic area if
applicable.

5. Fit for purpose - The analytical method is appropriate to the purpose for which the results are likely to be used.

6. HORRAT value - HORRAT values give a measure of the acceptability of the precision characteristics of a method.*

7. Limit of Detection - the minimum concentration at which the analyte or measurand can be identified. Limit of
detection is matrix and analyte/measurand dependent.*

8. Limit of Quantitation/Sensitivity - the minimum concentration of the analyte or measurand that can be quantified with
an acceptable level of precision and accuracy under the conditions of the test.

9. Linear Range - the range within the working range where the results are proportional to the concentration of the
analyte or measurand present in the sample.

10. Measurement Uncertainty - A single parameter (usually a standard deviation or confidence interval) expressing the

possible range of values around the measured result within which the true value is expected to be with a stated

degree of probability. It takes into account all recognized effects operating on the result including: overall precision
of the complete method, the method and laboratory bias and matrix effects.

11. Matrix - The component or substrate of a test sample.

12. Method Validation - The process of verifying that a method is fit for purpose.1

13. Precision - the closeness of agreement between independent test results obtained under stipulated conditions.” 2

There are two components of precision:

a. Repeatability - the measure of agreement of replicate tests carried out on the same sample in the same
laboratory by the same analyst within short intervals of time.

b. Reproducibility - the measure of agreement between tests carried out in different laboratories. In single
laboratory validation studies reproducibility is the closeness of agreement between results obtained with the
same method on replicate analytical portions with different analysts or with the same analyst on different days.

14. Quality System - The laboratory’s quality system is the process by which the laboratory conducts its activities so as
to provide data of known and documented quality with which to demonstrate regulatory compliance and for other
decision-making purposes. This system includes a process by which appropriate analytical methods are selected,
their capability is evaluated, and their performance is documented. The quality system shall be documented in the
laboratory’s quality manual.

15. Recovery - The fraction or percentage of an analyte or measurand recovered following sample analysis.

16. Ruggedness - the ability of a particular method to withstand relatively minor changes in analytical technique,
reagents, or environmental factors likely to arise in different test environments.

17. Specificity - the ability of a method to measure only what it is intended to measure.’

18. Working Range - the range of analyte or measurand concentration over which the method is applied.

REFERENCES:

1. Eurachem Guide, 1998. The Fitness for Purpose of Analytical Methods. A Laboratory Guide to Method
Validation and Related Topics. LGC Ltd. Teddington, Middlesex, United Kingdom.

2. IUPAC Technical Report, 2002. Harmonized Guidelines for Single-Laboratory Validation of Methods of
Analysis, Pure Appl. Chem., Vol. 74, (5): 835-855.

3. Joint FAO/IAEA Expert Consultation, 1999. Guidelines for Single-Laboratory Validation of Anilytical Methods
for Trace-Level Concentrations of Organic Chemicals.

4. MAF Food Assurance Authority, 2002. A Guide for the Validation and Approval of New Marine Biotoxin Test
Methods. Wellington, New Zealand.

5. National Environmental Laboratory Accreditation. , 2003. Standards. June 5.

6. EPA. 2004. EPA Microbiological Alternate Procedure Test Procedure (ATP) Protocol for Drinking Water,

Ambient Water, and Wastewater Monitoring Methods: Guidance. U.S. Environmental Protection Agency
(EPA), Office of Water Engineering and Analysis Division, 1200 Pennsylvania Avenue, NW, (4303T),
Washington, DC 20460. April.
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AB RA)( I S Saxitoxin in Freshwater

Sample Preparation

1. Intended Use
For the detection of Saxitoxin in freshwater samples: groundwater, surlace water, drinking water, eftluent.

2. Materials Required (Not Provided)
Pipettes capable of delivering 100 and 900ul.
Glass sumple collection vials with Teflon lined caps

3. Notes and Precautions

Immediately upon collection, freshwater samples should be preserved with 10X Concentrated Sample
Diluent to prevent adsorptive loss of Saxitoxin from the sample. This step is necessary for freshwater
samples only. Saltwater samples do not require additional reagents for preservation due to their naturally
oceurring salts.

4. Procedure
Add 1000L of 10X Concentrated Sample Diluent per Q00nL of Sample. Cap container and invert several
times to thoroughly mix.

The sample is now ready Lo analyze according to the procedure described in the Abraxis Saxitoxin Kit
package insert,

5. Evaluation of Results

Results obtained with tfreshwater samples which have been preserved with 10X Concentrated Sample
Diluent as described above must be multiplied by a factor of 1.1 to account for the imitial dilution of
samples with 10X Diluent.

6. Performance Data

Recovery

Four (4) freshwater samples were spiked with various levels of Saxitoxin, preserved as described above,
and then assayed using the Saxitoxin Assay. The following results were obtained:

—————————————————————————————————————————— L
Amount of 4% Hours | Week
Saxitoxin Mean Mean Mean S.D.
Added (ppb) (ppb) (pph) {ppb) (ppb) e
.04 (.06 {1046 0.050 0.002 1179
0.08 (LOR7 (LORS (.086 (0.001 10)7.5
0.2 0.227 0,217 0.217 0.006 IRIEN!
Average 118

7. Assistance
For ordering or technical assistanee contact:
Abraxis LLC
54 Steamwhistle Drive
Warminster. PA 18974
Tel.: ¢215) 357-3911
Fux: (213) 357-5232
Email: info@abraxiskits.com
Web: www.abraxiskils.com

DR2708

ISSC 2011 Summary of Actions Page 148



Proposal No. 09-107

‘pOUIBW SATRWIAYE UB AQ PALLIKUDS 3 P{noys Loie awoes Buuinba sswes swpsed (08
T4 ‘e enbiuyos) jesqfjeue fue g sy synses Buluesias sepiacid 1y YSITT UKOPNES SINENTY UL

(9,06 uew Jaybuy 0 204 uew 1emoq) saueunopad (58] ay) Buunp sanzadwal
SWRIXE VONMER) ARNSGNS JO;DUER aunwiwl ag) Buinp sawm uoieanaul poys oo) Jo Buoj ool “siuabes)
U Jo Sawnon SBmadeul Jo sausnbas Bumadid Buoim iy 1sa) sy o suaipuco sfzicis sienbapeu

‘B0 UBD SJ0JJ9 YONS JO} SAIN0S S|QISS0 "SI0N8 95082 u23 osje 1sa] ay) Buypuey
u sayelEyy papnoxs Asisidwos 8 LUBI S|RaYA ¥UBW A PAShES SalUaiapsll 158] ‘SeldWES jajem
punoy &q By ey spunaduses 1o Apgenes ybiny sul 0] 8NP JSASMOH 1581 SIUL UM 3JEHEI1 0] 10U pUNnG)
BB pEIS3) U9ag acey Sordwes salem ul punoy Auewwon sounodwio owefow pue owefio snosswny

23URIRHIN] 153] B(ISSO4 'VSITI UIXCHXES 3U} JO Suoneywr '

‘U Y28 LM PAJIRISUOO BAIND pIEPLE)S U Buisn
vonejodislul fq peUuNElsp 8k sdwes au) jo SUOIENUSIUCD BYL 18P wg(13 ue Busn paenese
sI iDjoa &y} puUg 3w pauinads e Jaye paddojs s ucnasal Jojoo Ayl jdwes ey) wi uesad UXOIXES
&y} Jo LOIBNLDAUDY L) O [euomndead Ajasiarul st aojoz enjg 2y) jo Aysusjul ay) “paonpeid 51 eufis o0
2 'UONN|OS SBIJSANS By} Jo Uolppe pue d3ys Buyses B syy BIED BUL U0 PAZIA0WW (I0qR-IUE daays)
fpognue puosas B A pURDE USY) U2 SBIPCTILE WIXCYKES SU) URINOS Ul SAIRCG|IUE URKCUXES- (e I0ge)
10 5205 Buipuig Ay Joj atadwnn slefinfuoo-swfzus-uxolxes e pue sidwes e ul juasaid uaym Uxoes
‘ssipoquue ayoads fg uixaixes jo uoubooal Yl uo pIseq wSIT3 emjedwoo jseip B S §S3) 8]

adpupgisal 'y

40 BUJ Un jep ucheidxa sy nun pasn aq {ew sjusesy asn 8:0y8G (0,.67-02) SINekRdLE)] Woo Yaes
o1 pRNOJIE B0 0} 3ABY SUCHNI0S aU] (0,5-) Joiesabujal aul ul pasois &9 o) pNaYs SN UKoPES YL

Aqeis pue ebeiolg g

‘BEM
LM USEM IS BU) WM I0EU0D Ul 2wod susfie) 25811 ) SSUBIGWAL SN0ONL DUE WUIXS YUM UONm 08
Buiddois J0 12EIU0D Piony PIZE UNJINS PEINIP SUEIUCS UCHN|os doiS By} PUE SUIPIZUSTJAYBWERE) U]
UONMIOS BIRASQNS AU USHIPDE U] 'UKGIXES 10 SJUNCLUE JIEWS WIEJUGD 11} 1S8] BU U) SUDINIOS LIEPUEIS U]

suonannsul fiajes  Z

“SPOIBLL [BUGLUSAUOT J8U10 0 "SINDS "DTdH AQ DRWILND
aq e ssdwes aasod Alessaoau J painbal s vepeedaid sidwes e sadues ysyays 104 sejdwes
pAlRUILEILCO S0 SE am se sepdwes Jsiesm Ul uXONXES JO LOIDIIED aMjeljent ojpue aatEUEND
Byl J0) 3iqeuns si 153} UL ‘[45d) Buwosied ysyEys anfpied s PEIS0SSE SUND) AU J0 BUD St
UIXC)Y¥BS "LINDIMES JO LONSSIED BApSUAS PUE SAIRWUEND BU) 0} KESSECUNLLLE U S| %51 T3 WIXCIXES 8l L

uondussaq [eiaug |

B552Z2ZS "ON 19npoid

sajdwes pjeUILLEJLO:) PUB JIIEA) Ui (dS d) uIxoxes jo

UOHELILLSTSE] U} 10} ABSSY JUSQIOSOUNLWW| payur]-swkzug

m_,x,qmmd

8)e|d Ja)100IN ‘VSIT13 (dSd) uixouxes

§0GZ80M WO STySIxeIqe ] B3I
W07 SIEMe qEmoul ewy

2825-L8€ (51.7) xBd

LIBE-SE (517 L

PIGRL Yd IBISULLE Y

aAI0 BISIUMLES)S £
7] SEMY JIEIUOD AOUBISISSE [BIIUY2E) 10 Bulapio Jo4

gs0dand

sepnargied @ 20) Ssauiy 0 AVjIGEIN EGILBIL JO AJURLIEM OU 5§ BuBy | paydun 10 passaidxa

“Abis LIENA §LI0 OU SINEW SIXEITY BIED UDNENdxs paiud 5 anpoid g pusE puale

0 100 pasad @ b0y SUBNAMIEU AYEN|Ode SU1 YN BIUERIDITR U ) FEISIUGYA  DRSURLN 0M
pue $138|a0 15uEEe ‘AUBGLD? BUL AT pEmI IR ORI SIANP0U BU) SiRLEm 7] SIRNY  CALUBLIEM PIINLN 23U

‘PRUILIEIEP am SjIaY8 XUBW oy w573
U Ul S10YE XBW 10} PIISal 28 JalEm 20EUNS pue isem puno)f e Burjug sajdwes

PANBET0 LS9 10U sney suixd) (B5[E Jo SESSER JBUYID UM SYIAIOBEI-$501D)

%2 0 rE1X1LD
%a0 ¥ 15 oan (foweqiasaq
%E | UIXDIXESOEN]
%L €% ¢XLD owegen
%0 2% | W L1Doung
92 85315
%EZ E9ZXLD
, YEC ¥ 1S owesgeo
{uonuyap Jad) 96001 (%15 uMCUES  SEARRaIES0ID)
saaifiap Burlms y)im suno) 454 Jagjo pue uepxes saziubosal wsin3 sy Anpaae
‘%G1 > SBIIWES J0) EA7) 650 |> ISRIBPUELS 10} ($/,7] UOIISLER J0 SIU30W20D “Aponposdan sa |
LR T )
m .
= ¥
B g L K

— T — ai

SHNS3I B12INI08 |50 By Sawb $)58) U} 4O BIBPIL Sy 6} S0J0 SUOTBUILLZA]

B g0 0 Ajeiewxoudde e s (°grg 9506) 1S3 AU Jo aippiu Ay | (S € snuny
SUCIBLNLLBIEP YUB|F § 0 ues) Jwwybu GL0°D 51 UIXO)IXBS 20} Jl) UOTstap &y | Ryamsuss 183
EJE(] FTUBLLIDISY

inoy | Inoge u paunopad ag uea §5a) sy paunbal s sdues jo
ssayjpw w3y e Aug uoleuiwalop ajedndnp ui saidwes 2y J0 uleUILLIGIAp BU) SMO|JE 5|3 UMOJINES UL

.,_m.___w_wEccfo_cﬁﬁ.__ﬁfoa_v_esmastamj%.%e:&um:mws m
pBLsIgelSE m_w:m_wnmo.._m_mﬁ whwivew ay) jsaue Aojendsas ubndiul yieso Ul )nse UBD Igm ‘SISAe)
erenu anssaboid pue suonesuas Buibul 10 ssauqwnn R0 UapURdaD-3500 SBSNED 454 UEW U]

puow 8y} inoytnoiy

swonjg (efijg Injuuey Ui pajRIGS SE UBAq SBY UIKGIKES YiM USIeys j uojeumuejuen sefie 1zem ysey
e saje|abejoup auuew [aras g painpold {4S4) 5U0s1od ysysus JARIET, BUY) JO SUC SI LIXCIXES
uogeulLIESQ UNOHXES U} Jo aoueyodul)

Page 149

ISSC 2011 Summary of Actions



Proposal No. 09-107

000°L §0 20i38) B AQ 12818 PRINYD SYl 40 LOIBUAIUGD

gy Bukidynu Ag peuluwzpp 51 ssidwes sy) Ul UDEAUSIL0D X 1S Byl || dais ‘einpaatid Aessy)
sadiues se azAipue usy) (Uonn)ip Qo)L Byng 1] BHILLES )M | () | ©) SYEP PUB T ()} SADIUEY G
{asodippy “H X@b ey wn G0 e yinoug DR gxE

JBlI4 "{0Z/08) J91RM PAZILOIBD [CUBLEBLY W TW (| O) Wejewadns peRosod ay) Jo swnjon syl buug g
‘ugiped 191 0} JuRiEwadns ppy SBINUIW (L

10y s 8y abinjues-ay enpISsl BNSSH (3SSTW BU) O} (0708} /01EM PAZILOE| JUBLIBW W 7 PRY 'F
Juelewsdrs jo8)0) B gpog 8 senuw Q) 10f aunpew sBryqual g

luzennbs o uandiod e Buisn ()z/0g) eiem (QjoueyBw T § g paxiw usy) st uoiued wb gLy 7
Jugizanba o uaskog

£ fuisn peziiabowoy pue paUp LBIEmM PAZIUCIEP UM DBUSEM 'S|IBUS L8y} WOKL PRAOLUEI 348 SIBSSN |
uoneiedalg ajdwes aajewssyy “H

“¥S173 sy Aq parewnsalapun 5q WG SUSENUAIL0D Mo jE slausbuad

gsay) Buweos ssidwes poo; siopiey; ¢ B | X165 suebe Guioes-ssmo Mo sey AEsse By sIsfjEue
unyaq 06z saidwes Bupnip Ag Assse aul ur paioslap 2Q ueo (peyos 29s) AAIDESI-SSODID M) LM
s18usDL0T X |'§ UIBINOY Jey) SHUWeS 10 ¥ |S JO W02 UILBILOD MO; K4 S3|dWES 100’ om 30 U3LY 1M JoJIE)
USNID B JRUNG LORN)E SidWES yias )| O SUONIE JSUHN) BUSLILOID) aM “DIZABUE-0 pUB Jayuny
PaINIP 8q pNoUs “{ana ) jo afiues syl apising) sajdwes paieuiueluos SYBIH DO0'Z 10 01 & Aq
IR PaIn{Ip 8y} jo ueieuszuad sy Bufjdynw Aq pauwussp siseidLues su) W LOJRNUBOUD X | S &U)
{| dajs aunpaonlg Aessy) ajdwes s fesse ayjuiuny

{uoRnIP 000451 S8KNE UK BIdWES LM W (L O} JINJIE PUE TN O} SA0WRY

OHN G Wi Hd 5 o) Hd jsnlpy

‘B Opce Aslewoidde Je ssnuiw (), Jo) aBnjuues pue oo o) m“__a__f. :

wis

SUM SSINUI G K0} POT PUE D W1 (10 TW )} Uim S|assnw pazuafiowoy jo wb o) xip

‘pazivabowey pue Jalem PIZILCISN UUM DBYSEM "S|IBUS JIBY) WOL) PENOLWISI BIE SIBSSN)Y

“AiBuipiccoe pajsnipe

8] PNOUS BWNOA LOINDS uoNJel)xs ‘pepssu s eydwes 6 gop e sesodind fiojenbias Joy §| :310N
sjssnpy) ejdwes jo uonesedaid "o

L B B s =

4 sajdwes | g ZWeS 'LWweg

“ o) o ® ) 0dd OF00Z00L0SOD 2000
il el [ om om ¥ SPJEPUBIS 'S PIS-0 PIS

“Aisnaiaaid pauscpad 156 € U PAUILLSD LS BARY YIIYM SRIBRUES JO SBEA By} 95N IBASN 158 UDBS [l LN

30 01 SAEY SPIBPUELS B4 159] Sy) 1o K|IENEIA DU DS 30 UED YD1 S)3% § 0 SUL0S 24 0 1515000 iejd SSIRosiw sy
awayag Bupuom 4

(jeuoydn) seped oo Jo) seys G

(W o5y Wiuay eaem) Japea age)d B0 b

aysem el SMLmy T

17 0ge-01) s0n onseyd yw apadid saddas 1o (1 qg-0) Snadid puuRyInIy 7

(181 Qo0N-00¢ pue 00¢-0Lb S0 oysed sgesadaip g sagsdid-orgy. L

Ly} g yiw panasE R Ul S|EUDJEY |EUCIIPRY 13

SYNSAU FHENIIE B0 WRIGE O} JBLpny panjp-ag Jsnw (uwBy 5} 9 prepuels uey)

UORERUBMIOY Jayby & Humoys sHdwes 'aalebou 52 palapIsuo ale (W/BU 20 0) | PIEPUEIS 0] CAILTLLOT UKONKES
J0 LDGELUEIUCD S| mi..sﬁ sajdues aund pEpuEs sy Busn pauuwuaep e saidues ay) Jo SUSGENUBIL0D ay)

“BAIND PIEOUEIS 213 Buisn Lonepdis

A uxoyxes jo gdd u sEne ped usyl pm sedwes soy gl Heded ydesb uo som (x) dwguedo
[EWIOZUOY UO LONEJUSIU0D uoxes Guipuodsalod ay) 5151 Sie (£] JBau|| |EXUBA B UD PIBPUBIS YJED
10} /Y, Bup Bunjopd Ag SMn0 plepURS B 19NASU07D “BOUEQIOSIR UBAW () PIERUEIS pIEpURIS QISZ aW) g
PIEPUR)S LOBS K05 3N[BA 30UE00508 ueaw 3U) Buipivp AQ PIEQUBIS YIB3 J0) 18/g% Sl IENJED SpepueIs
SU| JO LJBE 10) ANjeA BOUEGUOSQE UESW BU) BIENJIED UCIENIERZ [ENUEW B Jo4 (Bo1mBaT o (pausad)
mlaweled-p) sweibod uonenens ¥STT jElawaLad Guisn pauuopsd &q UBD 5|73 U) jO uoien s 8y
uoneniesd ‘g

‘wonjos Guiddols sy o uolippe
2| Jale sanUL G| uim sEawmoyd w313 sedoom @ Guisn WU DGk 18 SIUBgIOsqE Byl pEay @
UDNNIOS MBASANS SU) L0} 5B S0uSNDRS SWES 2U) Ul Siem 8y o) wennjos days jo Tr (0| poy
Jybiuns ep wol 5dUlS au) 1351014 "aInjEIadiLE)
woos & Uil {f 1o} pajeqnaun e sdu)s sy s oM Sy O) uonnjos aledsqns 10 0 Q0L BRY 9
siama) aded o yomis e uo Aup sied aut Bumed Aq
CANOWSE 30 PINAYS S|iam 3yl W Jaung Buiuieway dals Buiusem ydes pue jam yaes o) Jayng Buysem
407 QOE 4o Swnpn & sea) e asn aseald uonn|os Jayng Buysem sy Buisn sswi unoj sdus 8y user, G
EUnjeIadUS] Wool 1B WW of o) sHUNS 8] sleqnas
SuaUoo ||ids 0} oU Nialed &g "SpUOTES [F IN0GR 10) dayousT sU) uo uonoL Jenaud pdel e ul
J1apjoy duis auys Buinew £g SIUSIU0D 3Y) W pUE 308} 10 wiyered Ui Sjam ayiJaso] ayadid Burds|s
€ 40 aledid jauueyd -lynw e Buisn Aansseaons siism (enpivpl ay) of uognjos Apaguue jo 1A oS ppy g
‘aadid Buiddz)s e so apsdd
jpuueyd -gnw e Buisn £|aussacons e enpiapu al of uggn|os spebnluos awhzua jo M o ppy 2
“saemdu;
10 sajeadnp Buisn puswweozs apy uanb awayos Gupuom sy) of Buipioooe sduys 158 au Jo Sjem
) oqul (ysyeys) sioexs sidues 1o (1siew) sajdwes sy Jo suoRn|os pJEpUEYS Byl JO M (¢ PRy
ainpasolyg fessy o

“3{IE13P 10} W9 |Ng LoNBIEdaL S SIGLES JSIBMUSEI4 U] UIKa|IXeS SU) 0] Jajas 2580 sapdwes ay)
LT} UIXOPXES |0 S5O [Bna1d D) UORI0n vodn AReipsuu peaasaid 39 15NW S3I0WeS BlEMYSSlY 0
SISEH PEINEP SLIBIOD || SB SIED LM pSjpuzy 8q 0) sey wonos dajs syl G
J9jEM PAZILOIBE Y (| JO OYEL B 18 BN B|OWES BULSINI  ISIEM DaySIp 10 paTIuISH
§0 W oy o1 ppe uayl (W 001) apoq auua 3y Buisn J| gy o ol B e Bng USBA) AU BINT
“SUIIN|IP J3uln) Aug annbal
Jou 0p pue asn o) Apeas U2 waynjos dojs pue ensgns ‘aiebnluos awkzue ‘suoncs piepuels ay]  E
(0.9} joresebiugar ey upy Buinews) ay) ailg pasol) payool-diz pue Beq oy sy u
pauo)s ase sdus Buuiewal ay | 'Beg oy ay) wed) pauntal sdujs sjed J8)jcioiu (O Jsownu sy aaiwsy 2
‘a5 810)5q snjesadws) wool ol susbes) ay) pue elei EcoW BJLISNDY )

-

UCHEUIGLIOY Ul paisnipe uaaq aney ABy) SE 158 aud

L1 10f efeyced suo Waoy spepuels pue sjuabess ay) fuo asn 9589 4 “8e)d ISHIIIW S4IU Sy) uo SadWes
By} PUB SUCHNOS PIEPURLS BUJ JO SpoLad SUDEGNOUl BU) SZIENDS 0] ISEUD Ul UXNos dojs BY| pUE WO oS
elensqns sy Apoguue ay) Buippe oy sisdid Buidds)s e 1o alsdid [suueyd-Hnw B Buisn puswwans)
apy ABSSIIaL A8 SS|dWes ) pUe spiepuels gy Bupadid Joy sdy ayscid pue walwdinbe Suipedid-Dupy
uoneiedald 58 ‘g

W gL wonjes daig g

Wzl (gL uognos sojag -

i 0} “SI2AUBUDD (X5) UORNOG Ysew, |
SO0WeS NP 01 3511 W §Z X ¢ “(X0L) BIeu8ue] wany q sidwes
T ¢ ‘8jebAfudd) duH-UNoLXeS

7 9 X0 XES-JUB YAGEL) UDATIOS Apequy |

TWBU 070 10 500 200 0 (9] spaepualg
(I19ges-jue dasLs) Apocyue pUcoas B i PEIead sieid 18I iy

— £ e owr ot el

PaplAalg S[ELIERY 'Y

suonanisu| Bunyop _

Page 150

ISSC 2011 Summary of Actions



Proposal No. 09-107

Saxitoxin (PSP) Plate, Detailed ELISA Procedure

1. Aadition of Standards, Samnles

Add 50 UL of the standard
solutions. control or

samples into the walls of - —————n
the tast strips according to 3 i
the working scheme given ¢
Wa recammaend using

duplicates or friplicales

Add 50 uL of the
enzyme conjugate to the
individual walls
successively using a
multi- channel pipatte or
a stepping pipetta,

Add 50 uL of the
| Saxitoxin anitbody solution
I tothe individual wells

succassivaly using a multi-

channal pipette. Cover
tha wells with parafilm or

{ape and mix the contents

by moving tha strip holdar

im a rapid circular motion

on the benchtop. Be

caraful not o spill
cortenis. Incubate the
s'rips for 30 min at room
temperatura,

. washing o1 Piates

After incubation, remove the
covering and vigorously shaka
tha contents of the wells into a
sink. Wash the sinps three
times with a multi-channel
pipatie or wash botlla using
tha dilutad 1X washing buffer
solution. Pleasa use at leas! a
valuma of 300 ul of washing
buffer for each well and each
washing step. Remaining
buffer in the wells should be I
ramavad by patting the plate
dry an a stack of papear towels,
Repeat staps an additional
Ihree limes.

Aanmqg o

. Addition of Substrate/Coler Solution

Add 100 uL of
substratafcolor salution to
tha individual walls
successivaly using a multi
channel pipetie or a
stepping pipetia. Cowver
the wells with parafiim or
tape and mix the contents
by moving the sirip holder
In a rapid crcular motion
on the benchlop, Be
caraful nat to spill )
contents. Incubate the £
strips for 30 min st room
lemparatura,

*

5. Addition of Stopping Selution

Add 100 ul of stop
solution to the wells in the
sama sequenca as for tha
subsltrate salution using a
mlti- channel pipette or a
stepping pipetla

1. measurement o1 Color

Read the absorbance at 450 nm
using a microplate ELISA reader. |
Calculate resulls.

For Ordering or Technical Assistance Conlact:
ABRAXIS, LLC

54 Steamwhistle Drive, Warminster, P& 18974
Phone: 215-357-3911  Fax: 215-357-5232
www.abraxiskils.cam

~ Saxitoxn IPSPl Plate Kit Part # 522558
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Proposal No. 09-107

Saxitoxin (PSP) Plate, Concise ELISA Procedure

1. Addition o! Standards, Samples

Al 0 L O SERnEAN] ."’J

schuhone. ol o |"I

EFOET T = P 4 —
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e |
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2. nddition of Enyzme Conjugale

Mg 50 ul of enzyme
Ry SR L
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#1 f|1 }’|LI}""|1"'J'FL'|"
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5. Addition of Substrate/Coler Salutisn

Aad 100wl of
swbelraisnoior aaiudnn
incutule 31 &bk o
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6. agaition of Stopping Salutien
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Proposal No. 09-107

3. Addition of Antibosy Selution

A 500wl of T ATEiDoay —_—
i Hamve T 1. measursment o1 Color |
far M} smendeln iy alaing | | 1 |
on barcmiog Incumain o A | i l 11! Wi oot 30 450 0o
30 mioaeen & poam {1 | ! ke e
Imperatine l |. J1 1 i:I]:d: l

|1 T .Jl—=||l: 1A

| ]
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» I ALY A ¥ i
Y1520 Sl =

A. wasning of Plates

Wash e platad T G widh
M0 . of diksosd 1K wanieng
T

For Oreering or Tachmcal Assistarce Contac
ABRANIS, LLC

B4 Sinarwhisda Drea, Warminsier, 24 10974
Phone. 215-357-3011  Fae: 215-257-5232
e Al A K Sls corm

‘i mmlﬂmm Part # 522558
QoA VIS e SRR

ISSC 2011 Summary of Actions Page 153



	05-111 Abraxis extraction
	proposal 05-111
	05-111 slv

	Abraxis Shipboard ELISA (extraction)___AOAC_Extraction_Method
	09-107 Abraxis ELISA

