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Protocol for extracting DNA (host & Hematodinium) from hemolymph
Crustacean blood cells are nucleated so will get host & Hematodinium DNA from hemolymph extractions.

DNA extraction protocol*
Follow Ivanova et al.’s (2006) protocol for insect extraction (Pall 2 plates) (http://www.dnabarcoding.ca/CCDB_DOCS/CCDB_DNA_Extraction.pdf), modified for Hematodinium in crab blood as follows.

Use filter tips when pipetting preserved or lysed blood.

Extract DNA from 2 plates at a time – the centrifuge needs to be balanced.

Resuspend ethanol-preserved blood (lay plates on their sides & shake overnight @ room temperature).  Remove caps. Transfer 150ul of material from each well to strip tubes, including all but 1 ‘control’ well per plate; replace caps on collection plates with unused caps. To the tubes that did not receive material from the plates, add 150 ul of positive control blood (any blood that PCR amplified well in the past). Cap & spin strip tubes to pellet blood. Pour off ethanol; let drain on Kimwipes & air dry pellet. Begin Ivanova et al.’s protocol by adding insect lysis buffer & PK to strip tubes. Follow protocol, but:

1. After lysis, add 4 ul 10mg/ml RNase A to each tube & mix; incubate at room temperature for 15 minutes.

2. Perform two rinses with Wash Buffer (step 9 in protocol). 
3. Elute DNA with 50 ul water into a 96-well plate; adjust eluates with 10X TE to achieve a final concentration of 1X TE. This is done by measuring the eluted volume in 3 wells, averaging those volumes to get a mean volume/well for the plate, & extrapolating the volume of 10X TE to add to each well. I have not done the comparison of eluting with water or loTE to know if yields differ.
Store in freezer. Use 3 ul template per 25ul PCR reaction for Hematodinium.
Ivanova NV, deWaard JR, Hebert PDN (2006) An inexpensive, automation-friendly protocol for recovering high-quality DNA. Mol Ecol Notes 6:998-1002
*In place of Ivanova et al.’s protocol, Qiagen DNeasy Blood & Tissue extraction kits may be used, but they are very expensive. If using Qia kits, transfer blood to tubes, spin down & dry as above, then proceed as if using tissue. Do not follow the blood protocol. Include the optional RNase step, & elute with 50 ul Buffer AE.
