Genotyping mir-200 KO and Kl Mice

1. Collect toe of tail tip — cook for 1hour, 95C in 100ulL (DNA Lysis Solution)
2. Add 100ulL Neutralization Buffer, vortex and spin down 5’ top speed
3. Ready for genotyping reaction, or freeze for later use

200b/a/429 Genotyping

200abF: ACTATTTGACCCTTCAAAGTCCTCAC
200abWTR: CCCATATCGCCAAGGCTAAC
200abMutR: TCACTGGCCGTCGTTTTACA
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1x Rxn 50x Rxn Master Mix PCR Steps:
10X Buffer 2uL 100uL 94*C 1:00
10mM dNTPs Aul 20ulL 94*C 0:30
For primer Aul 20ulL 60*C 0:30
Rev WT primer A4ul 20uL 72*C 0:30
Rev mut primer .2ul 10uL Go to 2, 29 Times
Water 15.5uL 775uL 72*C  5:00
Taq (homemade OK)  .1ul (Add fresh) 10*C Forever
DNA luL (1ul)

20ul total (18.9uL + Taq + DNA)

WT band: 550bp
200ab null band: 450bp



200c¢/141 Genotyping

200cF: GATAGTAGAGGCTACAGAAAGCTGGTT
200cR: GGTTAAAGGTCAGAGGCTGTTGG
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1x Rxn 50x Rxn Master Mix
10X Buffer 2uL 100uL
10mM dNTPs 4ul 20uL
For primer Aul 20ulL
Rev WT primer Aul 20uL
Water 15.6uL 780uL
Tag (homemade OK)  .2uL (Add fresh)
DNA 1lul (1ul)
20ulL total (18.8uL + Taq + DNA)

WT band: 700bp

200c null band: 400bp

PCR Steps:

94*C 1:00
94*C 0:30
60*C 0:30
72*C 1:00
Goto 2,29 Times
72*C 5:00
10*C Forever



200c-FLX Genotyping

200cfIxF: CCTTCTGGGCAGACAAGAAAC
200cfIxR: CAACAGCCTCTGACCTTTAACC
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1x Rxn 50x Rxn Master Mix
10X Buffer 2.5uL 125uL
10mM dNTPs .5uL 25uL
For primer 1.3uL 65ulL
Rev WT primer 1.3uL 65ulL
DMSO 1.2uL 60ulL
Water 11ul 550uL
Taq (homemade OK)  .2ulL (Add fresh)
DNA 2ul (2ulL)

20ul total (17.8uL + Taq + DNA)

WT band: 339bp
200C-FX band: 432bp

PCR Steps:

94*C 5:00
94*C 0:30
58*C 0:30
72*C 0:30
Goto 2,34 Times
72*C 7:00

10*C Forever



