
M2D2: Begin WB Analysis + Pick Damage Conditions

3/17/15

1. Pre-lab discussion — primer memo, Western blots, NHEJ assay

2. Lyse cells

3. Measure total protein concentration

4. SDS-PAGE & Transfer

5. Investigate DNA repair sensor — pick your conditions!



Primer Design Memo — due Thursday, 10pm

Directly from the wiki:

AIV Screening



Review of Mod2 goals:

“Normal cells”
“DNA repair-deficient 

cells”

“Normal cells +
inhibitor of DNA repair”

MCS

MCS



First: validate the system.

Western blot
probed with

CHO-K1 cells CHO-xrs6 cells



Western blot analysis: Step 1



Western blot analysis: Step 2



Today you will build our system (virtually!)



Introduction to Restriction Enzymes

Possible cut topologies:

3’ overhang
ex. PstI

5’ overhang
ex. EcoR1

Blunt
ex. EcoRV

CTGCAG
GACGTC

GAATTC
CTTAAG

GATATC
CTATAG



Our System:

Possible cut topologies:
NHEJ Hypothesis:

(1)

(2)

(3)

(4)

(5)

(6)

(7)



1. Lyse cells
2. Measure total protein concentration
3. SDS-PAGE & Transfer — we will block for you if we 

run out of time
4. Re-design the NHEJ reporter

Today in Lab:

1. Primer Design memo
2. Pick damage conditions (TALK page) and set-up digest 

calculator (see homework section)

Due on M2D3


