
   

BioSc1290 EXPERIMENTAL GENETIC ENGINEERING 
Spring, 2011 

Instructors:  Dr. Melanie Popa and Dr. Karen Arndt 
 
Date Day Task 
1/6 Thurs Introduction and technique review 
1/11 Tues Lecture:  yeast and what you will discover in this course 
1/13 Thurs PCR discussion, generation of rtf1 mutations by error prone PCR, and 

restriction digest of plasmid pLS21-5 with BsmI to make “gapped vector” 
1/18 Tues Run low-melt agarose gel to isolate gapped vector 

Isolate PCR products and check recovery of PCR products on agarose gel 
1/20 Thurs Isolate gapped vector from low-melt agarose slice and check recovery on 

agarose mini-gel 
1/25 Tues Catch up and student presentations (2 students) 
1/27 Thurs Transformation of yeast with rtf1 PCR products and gapped vector for in vivo 

recombination. (Instructors will move plates to 4°C on Sunday) 
2/1 Tues Replica plate yeast transformants 
2/3 Thurs Examine plates to identify mutants--- let grow over weekend as necessary 

(Instructors will move plates to 4°C or room temperature over the weekend.) 
2/8 Tues Identify and purify yeast mutants  
2/10 Thurs Examine plates and student presentation (1 student) 

Replica plate first round of colony purifications (FRIDAY) 
2/15 Tues Second round of colony purifications and student presentation (1 student) 
2/17 Thurs MIDTERM EXAM 

Replica plate second round of colony purifications (FRIDAY) 
2/22 Tues Examine phenotypes of candidates and inoculate yeast cultures for "smash 

and grab" plasmid isolation 
2/24 Thurs Isolate plasmid DNA from yeast mutants by "smash and grab" and transform 

into E. coli by electroporation 
Purify E. coli transformants. (FRIDAY) 

3/1 Tues Miniprep isolation of plasmid DNA; restriction digests; gel 
***NOTE:  E. coli overnight cultures need to be inoculated on MONDAY. 

3/3 Thurs Transformation of plasmids into yeast to confirm phenotypes.  Set up 
sequencing reactions. 

3/8 Tues SPRING BREAK 
3/10 Thurs SPRING BREAK 
3/15 Tues Purify yeast transformants, begin analyzing DNA sequence, and student 

presentations (2). 
3/17 Thurs Replica plate purified transformants and finish analyzing DNA sequence data. 
3/22 Tues Examine phenotypes of purified transformants, inoculate cultures for western 

analysis, and student presentations (2). 
3/24 Thurs Prepare yeast extracts for western analysis (up to step 7 in protocol). 
3/29 Tues Run SDS-PAGE gels.  Set up western blot transfers. (Instructors will take 

down transfers and move filters into TBST—through step 14.) 
3/31 Thurs Rinse filters with TBST, expose to Ponceau stain, wash with TBST and begin 

blocking step with Blotto + azide (step 18) 
Monday—discard Blotto and add primary antibody to incubate O/N (step 20) 



   

4/5 Tues Discard primary antibody, wash with TBST, incubate in secondary antibody, 
wash with TBST, develop and visualize results 

4/7 Thurs Analyze western blot data and student presentations (3). 
4/12 Tues Poster work 
4/14 Thurs Poster work 
4/19 Tues POSTER SESSION 
4/21 Thurs FINAL EXAM (during class period) 
 


