Simplified Field sampling for Chitobiase Protocol™
(K. Young 2022, adapted from K Suchy 2012; Akash Sastri 2008) /

Sampling Equipment

° 40 ym mesh sieves (or 20 pm)

° 500 mL Nalgenes — one for each depth sampled
° carrying container/bucket with handle

° 236 pm (or smaller) zooplankton net

Incubation Equipment (grey flip-top tote) v

° 0.2 um syringe filters — one for each depth and time subsample

10 cc syringes — same # as filters-

tissue grinder (for homogenate; *at UVic, can use forceps and a scint vial instead)
20 mL scintillation vials for subsamples

cooler to incubate 500 mL Nalgenes (silver cooler on wheels)

parafilm

thermometer

100-1000uL pipettor + tips

- 1. Preparation of Crude Homogenate:

Needs to be made before seawater collection — ideally from the net taken at the same station but can
be done earlier (within 24 hrs)

1. The crude homogenate is prepared by homogenizing freshly collected 1-3 krill or 5-10 large
copepods (depends on size - less is more), in filtered seawater using a tissue grinder (if no grinder is
available, use some forceps and squish with 10mL CLEAN filtered seawater in scint vial). Pour mash
into 10mL. syringe — it shouldn't be too thick, add more filtered seawater if so. Note in plankton log.

2. Pass the homogenate through 0.2 pm (may require 2-3 filters! As the filter cloggs, discard the
filter and use a new one) into a clean 20mL scint vial and do not refrigerate.

S8 Steps 4.1. through 4.3. typically produce 8-10 ml of homogenate. This is enough homogenate
for ~8 seawater incubations (2 stations). Once 0.2 ym filtered, several homogenates may be pooled
into a single vial.

4. Ideally, homogenate should be prepared fresh at each station. Homogenate may be prepared
in advance of a station as the activity should remain suitably high for at least 48 hours left at room
temperature.

5. Thehemogenate is passed through a 0.2 um filter and diluted (1:1000 (v/v)) in seawater
samples coIIected for CBA decay rate estimates. This dilution corresponds to 0.5 ml of 0.2 pm filtered
homogenate i ih 500m| of screened seawater (see step 3.2).

2. Screened Seawater Collectlon:

1) Sample seawater from depths: 5, 10, 20, 50, 150, 250 and 350m (or 300m, bottom depth
dependant; should be >25m from bottom)
2) A net cast corresponding to this range should also be collected
Sl Upon retrieval of seawater and starting at deepest depth:
a) Rinse 40 pm mesh with seawater from Niskin
b) Conventional 3X rinse of Nalgene (500 mL) with water passed through mesh
c) Fill Nalgene with screened seawater (note time on chito Iogs_heet)
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