
M2D6: Characterizing Your Cph8 Mutant
10/30/12

Tuesday, October 30, 2012



Analysis of Cph8 mutant:

1. Western Blot
2. Sequencing Results
3. Photograph

Today:

Tuesday, October 30, 2012
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Western Blot analysis of Cph8 Mutant:

1. Measure OD600 of 1:10 dilution of mutants and WT

2. Calculate volume for 2OD:

e.g. if OD = 0.5; need 4 mL of 1:10 or 0.4 mL of 

undiluted

3. Lyse protein with Epicentre reagents

4. Add sample buffer and boil

5. Separate proteins with SDS-PAGE

6. Transfer proteins to nitrocellulose membrane for 

Western Blot
Tuesday, October 30, 2012
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Western Blot analysis 
of Cph8 Mutant:
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What is the mutation?

Four dye labeled dideoxynucleotides added to each reaction

DNA Sequencing

‘Chain terminating reaction’

‘Chain terminating reaction’

Old New

Today you will determine your Cph8 mutant sequence
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What is the mutation? DNA Sequencing

ATGGCCACCACCGTACAACTCAGCGACCAATCCCTCCGTCAGCTAG
AAACCCTCGCCATCC......

.......GTGGAAATCCAAAGTGCCCTGGCCCTGAAAAAGGCGATCGTC
AACCTCATTTTGCGCCAGGCAGAAGAATTGCATATGGCGGCTGGT
GTTAAGCAACTGGCGGATGACCGCACGCTGCTGATGGCGGGGGTA
AGTCACGACTTGCGCACGCCGCTGACGCGTATTCGCCTGGCGACT
GAGATGATGAGCGAGCAGGATGGCTATCTGGCAGAATCGATCAAT
AAAGATATCGAAGAGTGCAACGCCATCATTGAGCAGTTTATCGAC
TACCTGCGCACCGGGCAGGAGATGCCGATGGAAATGGCGGATCTT
AATGCAGTACTCGGTGAGGTGATTGCTGCCGAAAGTGGCTATGAG
CGGGAAATTGAAACCGCGCTTTACCCCGGCAGCATTGAAGTGAAA
ATGCACCCGCTGTCGATCAAACGCGCGGTGGCGAATATGGTGGTC
AACGCCGCCCGTTATGGCAATGGCTGGGTCAAAGTCAGCAGCGGA
ACGGAGCCGAATCGCGCCTGGTTCCAGGTGGAAGATGACGGTCCG
GGAATTGCGCCGGAACAACGTAAGCACCTGTTCCAGCCGTTTGTC
CGCGGCGACAGTGCGCGCACCATTAGCGGCACGGGATTAGGGCTG
GCAATTGTGCAGCGTATCGTGGATAACCATAACGGGATGCTGGAGC
TTGGCACCAGCGAGCGGGGCGGGCTTTCCATTCGCGCCTGGCTGC
CAGTGCCGGTAACGCGGGCGCAGGGCATGACAAAAGAAGGGTAA

Wild Type Cph8 Sequence
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1. Retrieve your sequences from Genewiz (see wiki)
2. Download your sequence files
3. Compare to the WT (NB466) sequence

‘Chain terminating reaction’

 Score =  1243 bits (673),  Expect = 0.0
 Identities = 679/682 (99%), Gaps = 0/682 (0%)
 Strand=Plus/Plus

Query  1554  GGCTGGTGTTAAGCAACTGGCGGATGACCGCACGCTGCTGATGGCGGGGGTAAGTCACGA  1613
             ||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||
Sbjct  23    GGCTGGTGTTAAGCAACTGGCGGATGACCGCACGCTGCTGATGGCGGGGGTAAGTCACGA  82

Query  1614  CTTGCGCACGCCGCTGACGCGTATTCGCCTGGCGACTGAGATGATGAGCGAGCAGGATGG  1673
             |||||||   ||||||||||||||||||||||||||||||||||||||||||||||||||
Sbjct  83    CTTGCGCCTTCCGCTGACGCGTATTCGCCTGGCGACTGAGATGATGAGCGAGCAGGATGG  142

Query  1674  CTATCTGGCAGAATCGATCAATAAAGATATCGAAGAGTGCAACGCCATCATTGAGCAGTT  1733
             ||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||
Sbjct  143   CTATCTGGCAGAATCGATCAATAAAGATATCGAAGAGTGCAACGCCATCATTGAGCAGTT  202

Query  1734  TATCGACTACCTGCGCACCGGGCAGGAGATGCCGATGGAAATGGCGGATCTTAATGCAGT  1793
             ||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||
Sbjct  203   TATCGACTACCTGCGCACCGGGCAGGAGATGCCGATGGAAATGGCGGATCTTAATGCAGT  262
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Plans for today:

1. Lab                     

2. Start your WB

3. Analyze sequencing data during downtime

4. If you have a mutant, pour a new photograph plate

What are you going to do next?
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