PGM 2008, Objectives for Week 4

What are recombinant DNA libraries?

Colony/plaque hybridization for screening.

Subcloning.

Refinements of blot hybridization analysis.

Fourth homework assignment due Friday, October 17

PRIVATE 

1.
Know what is meant by a recombinant DNA library.  What is the difference between a genomic library and a cDNA library?  Know how OFAGE can help in library construction.


Text: 

5th edition:  129-131, 164-166; 203-205

Problems:
I:16,19
 II:16
III:2C;20D

2.
Define virus, phage, host.  Be able to describe the lysogenic and lytic phases of the lambda phage life cycle.  Know the difference between a plaque and a colony.  Know what is meant by prophage.  What are the cohesive ends of lambda? the cos site of lambda?  concata​mers?  Lambda left and lambda right?  What is mean by packaging?


Text:

5th edition: 19-25, 120-127, 91-93, 97-101

Problems:
I:11,36
 


3.
How do you calculate whether or not the number of clones in your library represents a complete genome? represents all the mRNAs in a cell? includes the cDNA you want? 


Text:

5th edition:  129-131

Problems:
I:45a,b
4.
Given a hypothetical project, be able to outline the construction and screening of an appropriate library, giving detail for each of the steps below.  Know what enzymes you will need and what they do.


a.
construction, i.e., choice of vector, source of insert, preparation of insert, preparation of vector, addition of insert into vector.


b.
introduction into cells


c.
selection


d.
screening



i.
for recombinants (vector + insert) vs. non-recombinants (vector only)



ii.
for the specific recombinant(s) of interest


Text:
 5th edition:  158-163, 95-97, 166-180, 54-62; earlier related reading

Problems:
I:27,28,31,38,42
III:21E;31
IV:1m,n


Strategy sheet.

5.
Know what is meant by subcloning.  Be able to describe how to make a subclone of a given fragment from an original clone.


Problems:
VII: Guide to Problem Solving, Problem 2

6.
Given a genomic DNA Southern blot of a predicted genomic digest, be able to use cDNA probes to help make an accurate genomic restriction map or to place the coding regions on a genomic map.


Text:
5th edition:  199-202

Problems:
(Same as for Week 3, Objective 3)


Fourth homework assignment due Friday, October 17
