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Introduction

This protocol is optimized for use with input DNA isolated using our genomic DNA isolation from
mouse blood protocol. Genomic DNA for genotyping these mice must be obtained from blood as
the vav-driven Cre is only expressed in hematopoietic and endothelial cells. Tail or ear snips will not
work. It may be possible to combine the Cre PCR with the Geno/Flox/Exc PCR, but product yield may

be decreased.

Materials 1. Nuclease-free water

2. DreamTaq green DNA polymerase and 10x PCR buffer

3. dNTPs (10mM)

4. Geno primer set (10mM):
J2KI-1: 5’-CGTGCATAGTGTCTGTGGAAGTC-3’
J2KI-2: 5’-CGTGGAGAGTCTGTAAGGCTCAA-3’

5. Flox primer set (10mM):
Neo-Exc-LT: 5'-GCAAAGGGAGACAAGAAACGT-3’
Neo-Exc-RT: 5’-GACCAGTTGCTCCAGGGTTA-3’

6. Exc primer set (10mM):
Neo-Exc-RT: 5'-GACCAGTTGCTCCAGGGTTA-3’
J2KI-4: 5’-TCACAAGCATTTGGTTTTGAAT-3’

7. Cre primer set (10mM):
CRE1: 5-CGCAAGAACCTGATGGACAT-3’
CRE2: 5’-TGCTGTCACTTGGTCGTGG-3’

8. 96-well plates and seals or PCR tube strips

9. Reagent reservoirs or 1.5ml centrifuge tubes

10. Thermal cycler

11. 2% DNA gel and low-range DNA ladder (25-700bp)

Protocol A. Geno/Flox/Exc PCR Notes

Allow samples to thaw completely. Prepare master mix as

follows:
Reagent

1 well

10x PCR buffer

2.5 ul

dNTP mix (10 mM)

0.5 ul

Primer mix (F+R) (10 mM)

1l

Nuclease-free H,0

18.8 pl

DreamTaq DNA polymerase

0.2 ul

DNA

2 ul

Be sure to make enough master mix
for at least 1 additional well. For a
full 96-well plate, make enough
master mix for 110 wells and mix in a
reagent reservoir.

Run 3 sets of reactions
simultaneously:
1. Genotype primer set
2. Flox primer set
3. Excision primer set

Transfer 23l master mix to each well or tube. Add 2ul DNA
per well. Seal plate well and briefly centrifuge in plate

spinner.

Always balance plate spinner. For
tube strips, spin down using the tube
strip adapter for the minicentrifuge .

Place plate into thermal cycler and run on the following

program:

For tube strips, be sure to use the
green tube support insert.

Jak2"®*f Knock-In Mouse Genotyping

Last modified 10-21-15 by SM



Lid temp: 105°C

1x

95°C

5 min

34x

95°C
57.5°C
72°C

30 sec
30 sec
40 sec

1x

72°C

5 min

4. | Run product on a 2% agarose gel alongside 8ul of low-range

DNA ladder.

B. Cre PCR

1. | Prepare master mix as follows:
Reagent

1 well

10x PCR buffer

2.5ul

dNTP mix (10mM)

0.5ul

Cre primer mix (10mM)

1ul

Nuclease-free H,0

18.8ul

DreamTaq DNA polymerase

0.2ul

DNA

2ul

Be sure to make enough master mix
for at least 1 additional well. For a
full 96-well plate, make enough
master mix for 110 wells and mix in a
reagent reservoir.

2. | Transfer 23ul master mix to each well or tube. Add 2ul of

the diluted product from the first PCR reaction. Seal plate
well and briefly centrifuge in plate spinner.

Always balance plate spinner. For
tube strips, spin down using the tube
strip adapter for the minicentrifuge .

3. | Place plate into thermal cycler and run on the following

For tube strips, be sure to use the

program: green tube support insert.
Lid temp: 105°C
1x 95°C 5 min
21x 95°C 30 sec
51.7°C | 30 sec
72°C 40 sec
1x 72°C 5 min
4. | Run product on a 2% agarose gel alongside 8ul of low-range
DNA ladder.
C. Genotyping
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