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Forensic DNA Fingerprinting Kit Quick Guide

Lesson 1 Restriction Digestion

1. Place the tube containing the restric- ]
tion enzyme mix, labeled ENZ, on ice. &
2. Label one of each colored micro test ENZ lce

tubes as follows:
greentube  CS (crime scene)
blue tube S1 (suspect 1)
orange tube  S2 (suspect 2)
violet tube S3 (suspect 3)
red tube S4 (suspect 4)
yellow tube  S§ (suspect 5)

Label the tubes with your name, date,
and lab period. Place the tubes in the
foam micro test tube holder.
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3. Using a fresh tip for each sample, =)

pipet 10l of each DNA sample from [ DNA s:’“"'“
the stock tubes and transfer to the
corresponding colored micro test Enzyme Mix
tubes. Make sure the sample is |
transferred to the bottom of the tubes. 7

4. Pipet 10 pl of enzyme mix (ENZ) into Z

the very bottom of each tube. Use a il ﬂq@ @ﬁ 54_- ("-‘.2
fresh tip to transfer the ENZ sample ' xﬁ

to each tube. Pipet up and down

carefully to mix well. Stock s1 52 s3 s4 ss

5. Tightly cap the tubes and mix
the components by gently flicking
the tubes with your finger. If a
microcentrifuge is available, pulse-
spin in the centrifuge to collect all the
liquid in the bottom of the tube.
Otherwise, gently tap the tube on
the table top.

6. Place the tubes in the foam micro tube @.
holder and incubate for 45 min at 37°C
or overnight at room temperature in a
large volume of water heated to 37°C.

7. If required, follow the instructors w

directions to pour a 1% agarose gel.

8.  Adter the incubation period, remove the
tubes from the water bath and place in
the refrigerator until the next laboratory
period. If there is sufficient time to r?-’:?
continue, proceed directly to step 2 of
Lesson2. 2
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1. Remove the digested DNA samples from the
refrigerator (if applicable).
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2. If a centrifuge is available, pulse spin the
tubes in the centrifuge to bring all of the
liquid into the bottom of the tube or gently tap
on the table top.

3. Using a separate tip for each sample, add
5 yl of loading dye "LD" into each tube. Cap 7
the tubes and mix by gently fiicking the tube  *
with your finger. Collect the sample at the | ™
bottom of the tube by tapping it gently on the

table or by pulse-spinning in a centrifuge. L o L
voYr o vovo ¥
4. Remove the agarose gel from the refrigerator
(if applicable) and remove the plastic wrap.
5. Place the agarose gel in the electrophoresis
. Fill the electrophoresis chamber
with 1x TAE butfer” to cover the gel, using (+)

apf 275 ml of buffer for a Bio-Rad @)
Mini-Sub Cell, horizontal electrophoresis
chamber.

6. Check that the wells of the agarose gels are
near the black () electrode and the bottom
edge of the gel is near the red () electrode.

7. Using a separate tip for each sample, load
the indicated volume of each sample into
7 wells of the gel in the following order:
Lane 1: M, DNA size marker, 10 pl
Lane2: CS, green tube, 20 pl
Lane3: S1, bluetube, 20 pl
Lane 4: S2, orange tube, 20 pl
Lane 5: S3, violet tube, 20 pl
Lane 6: S4, red tube, 20 pl
Lane7: S8, yellow tube, 20 pl

8. Carefully place the lid on the electrophoresis
chamber. The lid will attach to the base in
only one orientation. The red and black jacks
on the lid of the horizontal electrophoresis
chambers will match with the red and black
jacks on the base. Plug the electrodes into

the power supply, red to red and black to
black.
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9. Tum on the power and electrophorese your
samples at 100 V for 30 minutes.

* or 0.25x TAE if using the Fast Gel Protocol
21





