Project DNA4 Analysis and Confirmation of DNA Mutagenesis


Objective:	To learn to use PC‑based, DNA analysis software to: Determine the sequence of PCR product cloned into pCR2.1-Topo. Determine if the desired DNA was amplified and mutagenized.
 
In this project, you will examine DNA trace files from DNA constructs. PCR was used to introduce unique RE sites at the beginning and end of a BaCMV gene to allow cloning into a prokaryotic expression vector and subsequent recombinant protein expression. This product was cloned into pCR2.1-Topo. 

The first question is did you actually amplify the gene of interest? Secondly, did you add the desired RE sites to the beginning and end of the gene. Thirdly, did you introduce any mutations during PCR? These all would have to be answered if this was a real experiment. 


Clones 8173 (UL99)  and 8179 (UL71) 

Primer UL71-01 		TTGCTCAATGAATTCTCCACGGACCAATT
Complement UL71-01	AATTGGTCCGTGGAGAATTCATTGAGCAA
Primer UL71-03 		TATCTCATACTCGAGAACCACCCCATAGGCCACCT
Complement UL71-03	AGGTGGCCTATGGGGTGGTTCTCGAGTATGAGATA

Primer SP224 		AGACGAATTCGCCGGTATGGGTGC
Complement SP224	GCACCCATACCGGCGAATTCGTCT
Primer SP225 		GCCCTCGAGTACACACTAGCGTCTG
Complement SP225	CAGACGCTAGTGTGTACTCGAGGGC

The genes we were interested in are open reading frames, UL71 and UL99. UL99 is known to be tegument protein, pp28. Ul71 is also a tegument protein, sometimes called pUL71 or p48.	

Objective:	To derive the complete sequence of both strands of the fragment, determine if the cloned product is the desired gene, determine if the RE sites have been added and finally determine if mutations have been introduced.

Procedure:	Derive the consensus sequence using the SeqTrace program in a manner similar to Project DNA1, 2 or 3. You must work out how to do the rest, using the programs we used for Projects DNA1-DNA3.
 
[bookmark: _GoBack]The zip file ” Project DNA4 Mutagenesis Confirmation.zip”. contains the trace files needed for your assignments. The sequences of the synthetic primers used to produce the amplicon are above. The viral genomic sequence, Chacma CMV, which contains the original sequences of UL71 and UL99, is also given. The map and MCS of pCR2.1-Topo is also there.

Data to be produced:

Computer files											
8173.gb (annotated)		[each student only needs to submit the files for his clone]
8179.gb (annotated)		[each student only needs to submit the files for his clone]
BlastP 8173  screenshot
BlastP 8179 screenshot
Word document answering the questions (objectives) and explaining how you came up with the answers
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