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M2D3: System Conditions + Paper
3/18/14

Lab treat! vd

Review the paper guiding questions to prep for

discussion.
Ku80 in NSCLC v~

Pre-lab lecture — Restriction Enyzmes
Investigate plasmid system for studying NHE]
Choose design parameters (type of cut topology)



Mod2 Goal: Quantify NHE]| efficiency given different
DNA damage topologies.

Non-technical explanation:
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Mod2 Goal: Quantify NHE]| efficiency given different
DNA damage topologies.

Uhy do +hey ove
M evewalian celly ¢ Ok - how do we do it?
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pMAXCloning

947 Kpnl (1)
964 Pmel (2)

972 Hindlll (1)
978 EcoRl (1)
990 EcoRV (1)

996 Pstl (1)
1008 BamHlI (1)
1014 Xhol (1)
1020 Nhel (1)
1026 Notl (1)
1034 Pmel (2)

1043 Sacl (1) ¥
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Mammalian expression vectors:
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Introduction to Restriction Enzymes

Where do you introduce a gene!

PCMV 1..798

Kan Res 2028..2819
N

pMAXCloning

2875 bp

947 Kpnl (1)
964 Pmel (2)
972 Hindlll (1)
978 EcoRI (1)
990 EcoRV (1)

996 Pstl (1)
1008 BamHl (1)
1014 Xhol (1)
1020 Nhel (1)
102€ Notl ()
1034 Pmel (2)

1043 Sacl (1)

PolyA 1051..1157



Introduction to Restriction Enzymes

20109_pMax-BFP-Scal

3508 bp Chimeric intron 8411..947

953 Nhel (1)

BFP

1917 Stul (2) 1395 Stul (2)



Introduction to Restriction Enzymes

Possible cut topologies:

3’ overhang
ex. Pstl

5" overhang
ex. EcoR|

Blunt
ex. EcoRV

S'end 3" end S'Bnd
-y e ~ o
Ax’*:u@*xGC AGGATAC G‘ .‘GATC CAGGACAGGTTGG

TTCGTCCTATGCCTAG GTCCTGTCCAACC
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*NHEI 15

Our System:

v/aq evvor rmwb
Possible cut topologies: N

(1)
(2)
(3)
(4)
()
(6)
(7)
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Today you will build our system (virtually!)

P 4142..4111

Chimeric intron 811..946

pMax-BFP-MCS —

_MCS1947..978

\ \
v MCS2 1579..1610
ll

tagBFP 1632..2333




Today in Lab:

Follow protocol on wiki to learn about system.

Sign up for DNA damage topology to study using our
BFP plasmid system.

Due on M2D4:

Plan your restriction enzyme digest

Next time:
Second part of WB to evaluate Ku80 expression.

Prepare your cut DNA for the NHE]| repair assay.



