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DNA PRE-extraction protocol for ethanol-preserved crustacean blood

Since an anticoagulant is not used with the blood, the blood-ethanol mix is a little chunky.  The blood also has a tendency to settle & stick to the bottom of the tubes
The basic protocol: 
Use a brush & scrub down the plates with lots of water as soon as you get them -- there will be blood droplets, salt water & what have you on them -- stinky after a while. 
The day before you want to extract DNA, place the sample plate on its side in a shaking incubator & shake it overnight (shake as hard as you can) -- don't use heat. That will loosen the stuff that is stuck to the bottom of the tubes. Vortex the plate.  Pop the caps off & transfer 150 ul blood-etoh to the plate that you want to do the lysis in. Cover the plate (those adhesive sheets work fine) & spin down -- the blood solids will pellet.  Pour off the etoh & let the residual etoh evaporate.  Proceed with lysis as if you had a chunk of muscle.


Helpful tricks, depending on the state of the sample: 
-Before shaking, if the sample plates have sat around for a while, check a few wells to see if etoh has evaporated.  If yes, add more etoh to all the wells to approximate original volume. 
-The preserved blood is chunky & I find it easier to cut off the ends of the pipet tips (P200) to make them larger bore before use. You'll need 'long' tips for the deep well plates. 
-Putting the caps back on the wells without contaminating anything is difficult.  It's better to put a new sheet of caps on, or transfer the remaining material to tubes for storage.  If you want to put new caps on, you'll need an 'applicator' (See photo in attached quote), or really strong thumbs. If you're going to transfer to tubes for storage, it's best to do when you're removing a subsample for lysis as the sample is as suspended as it's going to get. A multichannel pipet with adjustable spacing btwn the pipet tips (Matrix brand) allows transfer of material from a plate format to tubes set up in a rack. 
-You can also let all the etoh evaporate from the sample plate, lyse the entire sample, & then use a subsample of that for extraction. The obvious drawback is that you won't have preserved blood left over. I have had poor luck with this, but haven’t tried it very often.

-The pouring off of the etoh can be a little tricky.  For small volumes, you can put a thick pad of paper towels on top of the plate & then invert it & give it a gentle shake -- the towels soak up the etoh faster than it can spread to the other tubes -- this always worked well for me when I did crab usats -- altho it feels a little scary, I never had any contamination issues & this was using a capillary machine. You can pipet the etoh off but that takes quite a while w a single channel pipet & it's hard to see what you're doing -- the tip gets clogged w blood (harder w a multichannel pipet). For disease work, I use strip tubes for lysis & pour off the etoh from one strip at a time.  Regular PCR strip tubes if I'm following Ivanova's protocol & deep-well strips (vendor: ISC Bioexpress) if I'm doing larger volume extractions.
