
Appendix 2

Protocol for Water Sample Filtration, Fortification, and Analysis


Solid Phase Microextraction (SPME or Fiber)
1.
All water samples will be collected and prepared for analysis in 1‑liter borosilicate amber bottles with Teflon‑lined caps and stored in a cooler on ice for transport to laboratory when necessary. 

2.
Refrigerate samples overnight at 4 C. 

3. Allow samples to come to room temperature before beginning extraction and measure and note pH of sample.

3.
Fortify samples by adding 50 microliters of a standard pesticide solution consisting of 200 mg/L of each pesticide in methanol to the water sample (distilled deionized or surface).  Final concentration will be 10 μg/sample or L for each pesticide.  

4. Take a 50 ml sample of the water sample and adjust pH to 7.0 and add 5 g sodium chloride to each solution (10% solution). 

5.
Unfortified water samples will be carried through exactly the same procedure as fortified samples without the addition of the pesticides.

PROTOCOL FOR PESTICIDE EXTRACTION (ALL LABORATORIES)
5. Prior to using for extraction, solid phase microextraction fibers (65 μm thickness polydimethylsiloxane/divinylbenzene, Supelco #57326U) should be desorbed by placing in a 250 C gas chromatograph injector for 30 min. (Fiber materials may be changed when alternative fiber materials are approved by the committee during the annual meeting.)

6. Place water samples with teflon stir bars on stir plates and adjust stir bars to get a moderate amount of agitation.  All samples must be stirred at the same level.

7. Suspend the microextraction fiber apparatus over the water sample so the fiber when extended is completely within the water sample.  Temperature of the water sample should be recorded since temperature can affect adsorption of pesticides.

8. Allow the fiber to equilibrate/adsorb pesticides for exactly 60 minutes.  (Use stopwatch).

9. Withdraw the fiber into the needle and remove the extraction apparatus from the water sample.  

10. For fiber samples to be shipped, see instructions below.

11. For samples to be analyzed in-house, take the extraction apparatus to the gas chromatograph and allow the GC to come to ready.  

12. Insert the needle of extraction assembly into the GC injector and expose fiber to allow for desorption of pesticides.

13. Leave the fiber exposed in the injector exactly 1 min.

14. Retract fiber into assembly and withdraw needle from injector. 

SHIPPING INSTRUCTIONS
1.
Make sure to contact cooperator before preparing and sending samples so that samples can be analyzed immediately upon receipt.

2.
For samples that are to be shipped to a cooperator(s laboratory.  Remove the fiber assembly after the adsorption of the pesticides from the water sample.

15. Insert the needle end of the fiber into a gas chromatographic septum.

16. Place fibers to be shipped in a small box containing foam to prevent the fibers from being bent during shipment.  

3.
Ship fibers overnight express to corresponding cooperator in an envelope (Ex.  Federal Express envelope). 

17. The septum should be removed from the fiber and the fibers should then be placed into an extraction apparatus.

18. Samples should then be analyzed as described in Steps 7-9 of the previous section.
19. Samples should be analyzed within 24 hours of receipt of fibers from cooperator.

ANALYSIS
Due to differences in instrumentation and pesticides being extracted at various sites the exact conditions will vary.  Note all operating parameters and equipment used for all analysis.  Sample analysis may utilize both gas chromatography and high pressure liquid chromatography based on decisions made by the committee.  
