Protocol for Sampling

1. Calibrate your instruments eg- ysi and pH meter

FIELD EQUIPMENT CHECK LIST

2. Check to be certain that you have proper Field gear:

A: ysi ____
B: pH meter _____
C: sufficient amount of bottles (3 for each site unless Kiawah survey sites – plus extra just in case) _______
D: lugols/formalin bottles for each site _______
E: GPS _____
F: correct Field book ______
G: Camera ______
H: boots _____
I: Gloves _____
J: Sharpie and pencil ______
K: 2 five gallon buckets/ cooler (bloom water bucket, and oyster bucket) _______

 FIELD SAMPLINGCHECK LIST

3. In the Field: * label all bottles*
a. take temperature ______
b. take salinity ______
c. take dissolved oxygen _____
d. take pH  ______
 ****if equipment malfunctions, make note of it in the field book and take these as soon as you get back to the lab******

e. Be certain to write the date, tide stage, time, weather, and sample collectors in      the field book. 
f. If a new site is sampled or if water is pulled for survey make certain to get GPS and write a site description.  Indicate in the field book what project the new site is sampled under or if the site is merely a survey site (be certain to get temp, ppt, DO, pH, GPS for survey sites). 

g. Site description should include a general overview of new site and exact location where sample is taken (draw a map if necessary.  If a tidal pond, find out which river or bay system feeds the pond.  If a tidal creek, find out which river the creek is connected to) 

IN THE FIELD BLOOM CHECK LIST

4.  If a bloom is noticeable in the field, take: 

a. one five gallon bucket of bloom water 
b. a second five gallon bucket with oysters (at least 10) and site water 
c. write a detailed description of the bloom and any input from locals 
CAR CHECK LIST

5. Be certain to write the correct account number in the car log books.
a. If you don’t know the number e-mail Ken and fill in the blanks later. 

b. Make certain that the gas tank is at least half full when parked

c. Park the vehicles in the correct vehicle parking spaces. 

d. Before locking the car, do a last sweep to make certain there is no debris or trash left behind by our group.  If there is trash from other groups, remove it as well.

e. Make certain that ALL doors are securely locked (especially rear hatch…failure to effectively close the door could result in a dead battery)

f. Make certain you promptly return the car log book to the office (other people may need the vehicle ASAP)

g. If there is any problem with the vehicle…especially scratches or damages, notify Alan via e-mail immediately as well as write it in the book

BOAT CHECK LIST

6. Be certain to contact the correct lab with an account number for payment and fill out the boat float plan
a. If you don’t know the number e-mail Ken and notify the lab later

b. Check gas and oil: be certain to know particulars about oil mixture before leaving the grounds. ****If you are taking out a boat that you have never operated, find someone who knows the boat well and have them go over the particulars of the boat with you******
c. Before leaving make certain that the boat is secure: straps, kickstand, motor down

d. When connecting the boat to the car, lock the trailer on the hitch and secure.  Be certain to hook all of the chains and to plug in the traffic signals

e. Always test the motor before leaving.  Do this by putting mouse ears on the intake and run water, try to start the motor

f. Remember to take the boat box, tool box and bag phone

g. At the boat ramp: Always plug in the drain holes

h. ***if you need instructions on how to deploy the boat, take the boat check list with you in the field*****but you should not really be operating the boat

i. When you return, make certain that you CLEAN the boat…scrub away mud and clean out any leaves or pine needles that collected in the boat

j. Rinse the motor with mouse ears

k. Spray off the outside of the boat to get rid of any salt water

l. Park the boat in the appropriate boat designated area

IN LAB SAMPLE PROCESSING

7. In the lab:

a. Notify others if assistance is needed while processing

b. Notify screener that the water is here

***If you know that you will need assistance in processing, please send an e-mail to remind lab members a day in advance****

c. Chlorophyll a: 

i. 3 reps for each site except for certain Kiawah sites that only get 1 rep (3 reps for K1, K75, TCPE, TCPW, ORP and 1 rep for K2, K18, K41, K34, K77, K93, K94, K73, K74)
   
ii.   Be certain to use 40 ml of water (if different mark volume on bottle)
                       iii.   Keep the pressure at or below 5 in Hg vac *

                       iv.   Add 1ml of MgCO3

                        v.   These samples go in appropriate boxes in the -20 freezer 

d. HPLC: 

i. 3 reps for each site except for certain Kiawah sites that only get 1 rep (3 reps for K1, K75, TCPE, TCPW, ORP and 1 rep for K2, K18, K41, K34, K77, K93, K94, K73, K74)
ii.   standard filtration 80ml (no less than 40ml) ***if different amount used, make certain to indicate volume on packet*** 

iii. make sure the packets go in the appropriately labeled bags in the – 80 degree freezer in the hall way

*** Manifold must be ACID WASHED at least once a month******
e. Nutrients:

i. all bottles should be clearly labeled with site, date, and rep 

ii. use appropriate caps for each nutrient

iii   filters used must be ashed (in furnace for 4 hours minimum at 450 C) ***make certain that there are plenty of ashed filters before sampling***

***Nutrient bottles must be filled to the neck to have enough volume to process ***
iv.   put samples in the appropriate boxes in the 4 degree C cooler 

 v.   1 drop of phenol must be placed in NH4 bottle and 1 drop of HCL in            

      DOC bottle

f. lugols and formalin bottles must be labeled correctly and placed in appropriate boxes (i.e. lugols labeled site boxes are in the white cabinet across from the mailboxes and the formalin boxes are located in the cooler on the back left side) These boxes will have sheets for inventory please fill out when anything goes in or out of the specified box.

g. CTAB:  make certain every sample is c-tabbed.  Place the sample in the appropriate box in the genetics lab
BLOOM SAMPLES IN THE LAB

7. Bloom samples

a. Before finishing for the day, check with the person doing microscopy to see if there are any bloom samples.

b. If there is a bloom sample, notify Alan and devise a plan of action

c. Make certain that there is a fixed lugols and formalin sample

d. Make certain that the sample has been c-tabbed

e. Notify Jason to see if he needs extra water for analysis

f. Freeze sample in 2, 1Liter sample bottles and record in toxin log book if a toxin producing species is present
g. If no one is available loosely close the cap on the sample bottles and place ALL reps of the sample in the incubator for overnight storage…devise a plan first thing the next morning

h. Be prepared to return to the site the next day to collect more water for experiments

ADDITIONAL BLOOM ASSAY REQUIREMENTS

8.  Oyster Assay for Matt Jennings:

a. one gallon site water; 

b. one gallon 10 oysters in site water

c. oysters must be aerated in the lab

d. contact Jason for transport

9. Oyster Assay for Chuck:

a. Contact Chuck as soon as a bloom is identified (ext. 3-9862)

b. Collect two 5-gallon buckets of bloom water and clamp lids on tight (only bloom water goes in these buckets ***not to be used for anything else***

c. Collect approximately 30 oysters from the bloom site

d. Put the oysters in a 5-gallon bucket with the lid on tight

e. The oyster bucket should be bubbled on the return trip; if this is not possible, be certain that the bucket is kept cool

f. In the lab, the bloom water buckets should have the lids removed and loosely placed on top to prevent anything from falling into the buckets

g. No bubbling is necessary

h. The oyster bucket should have the lid removed and a bubbler put into the water (use a steady bubble) this should prevent the oysters from dying over night

i. The lid should be loosely placed on top of the bucket

10. Toxin analysis- IF we have a bloom of any raphidophytes, K. micrum, or any other toxin producing species! 
      a.  Please freeze 2, 1 liter bottles of the sample water.  

      b.  Make sure you label the bottles with the date, sample name, bloom species, and     record where it is stored.  Also record it in the toxin log book
