BUTTERFLY DNA EXTRACTION wiTH FASTDNA KiT

REQUIREMENTS LYSING MATRIX (2.0ml tubes with a 1/4”
Samples ceramic sphere & garnet matrix)
Eppendorf tubes CLS-TC (Cell lysis /DNA solubilizing solution
1.5ml Flip-top -sterile | for animals)
2.0ml screw-cap -sterile | BINDING MATRIX (DNA binding Matrix
Scizzors/forceps -sterile | Solution)
Ice SEWS-M (Salt / Ethanol Wash solution)
:’i‘éeri]?grting paper DES (DNA Elution Solution- Ultra Pure Water)
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Check in the list of the broods which samples will be extracted.

Clean scizzors/forceps with 2% bleach and rinse well. Also clean the counter with ethanol
and put a piece of towel paper.

Cut the weighting paper in three parts. try to get all the materials ready before get the samples.
Go to the —80.0C freezer located in RCMI facilities and find the box with the samples. Take
out the half quantities of the tubes with the samples that you are going to use.

Take butterfly body from tube — if in DMSO/EtOH rinse with mH,O and dry on tissue

Cut off abdomen and return to tube. Cut posterior third of thorax and place in a Lysisng
matrix. Return rest of thorax + head to sample tube.

Add 1000pl CLS-TC to the Lysing matrix with the sample. Leave a minimum air space of
0.25cc or a 1/4 of the tube.

Turn on the FastPrep Instrument. and open it using the button labeled as “cover”. Rotate the
sample holding arms away from tube holes and then put all the samples in the machine.
Rotate the sample cover back over the tubes and hand tighten the three nobs until the holding
arms no longer rotate. DO NOT OVERTIGHTEN.

Program the instrument to have an speed of 4.0 and a time no more than 30 seconds. (we used
20) in order to do this turn the button until the light of the SPEED is on, then turn the other
button to change. Do the same with the TIME.

After setting the instrument turn the button to RUN.

When the instrument stops take out the tubes and centrifuge for 5 minutes at 14000 RPM.
Transfer 600l of the supernatant to a clean microcentrifuge tubes.

Shake well the Binding Matrix and add 600pl of it. Incubate for 5 minutes at room
temperature.

Gently resuspend pellet with 500ul of SEWS-M. Gently mix the two phases by slowly
turning the tubes end over end for 10 minutes or give gently vortex.

Centrifuge for 1 minute at 6500 RPM, discard supernatant; then spin for a few second (10)
and remove residual liquid with a small-bore pipette tip.

Elute DNA from Binding Matrix by gently resuspending in 100pul DES ; gently mix the two
phases by slowly turning the tubes end over end. Then use a 100-1000u1 pipette tip to mix
gently, and spin 2-3 times with the tip to allow the DNA to elute from the interior of the
binding matrix “pellet.” or glob!

Incubate for 2-3 minutes at room temperature.

Centrifuge for 1 minute at 14000 RPM.



19.

20.

21.

Transfer supernatant to a new tube. Be careful to avoid transfering particles of Binding
Matrix.

Run 2.0pl DNA and 2.0l of BBS loading buffer in a 0.8% Agarose gel to check quality /
yield.

After view the photo of the gel, make aliquots of and identify the by writing the number codes
in the top of the tube and in a tape on the tube. Put aliquots in a box and store in the —20.0 C
freezer.



