Mod 1 Day 5: DNA Sequencing

2/26/2014
Lab quiz!

1. Module overview

2. What’s next?

3. Plasmid DNA isolation
4. Sequencing

5. Today in lab
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Announcements

e Lab Quiz

e Journal Club: starts at 1:15pm sharp!
Presenters — 1:05pm to set up

Room 16-336
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Bird microbial communities: review
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Sequencing reactions GMZ

w%(y method: no 3’ OH - can’t elongate 0(//&/2/9 -3 dANTF
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Run 4 reactions: REXN
#1: (d)dT, dA, dG,dC  #3:dT, dA, (d)dG,dC ° ° ° G
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Limitations: 1000 bp max, unreliable at first and last several (~50) bp
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Sanger Sequencing overview

INSTEAD: Four reactions with dye-labelled d(dNTPs)

W@gg '\Q%? d\&ﬂ( ,—\5 6 L RN
Old N

ew I (ed e

Fipmas

o = I v 2 s . T = S 2
0-P-0-P-0-P-0-Cth o -npnpnﬁﬂﬁr}ﬂm
| | I |
o © o o o o 0 s c!
A AL
c—, +C—C

’ I | I |
é/) e, ® - o
QC 7& A= reuired M 3=0H, |

r-gp hor cham alengation / thesnedarg, terminal
X "/’L{y/_'j'

Fluorophore on chain terminating ddNTP

PHAPPPRPPPO-HOPOPPOMOOH-OO-AD

=l 111111

T

L7
0

20.109 W/F, Aneesh Ramaswamy



Today in Lab (M1D5)

e Extract DNA from eight clones each(!)
— one approach: two staggered shifts

e Measure DNA /
/| | Beﬁgﬁ Zdh/ . Rm’):b
— 200 Nnm, nucieic aC|dS concentration LD - 2g0

— 280 nm, proteins = purity ratio | %
— Need 3-4 groups to stagger their mini-preps

e Set up 2 sequencing rxns per clone
— Multichannel pipet for primers

e Count cotonies
e SAVE: DNA and agar plates
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