MID4: DNA Cloning
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Annhouncements

* While you wait: Please (re)read Part 2 of M1 D4 protocol
* Marilee here first to talk Figures/Captions
* Set-up agarose gel and then have pre-lab lecture

* Lab treat next time (M| D5)

* Two things about journal club:

e Remember to sign up for a PAPER (not just day!) — MID8 is full.
e MID6 must choose a paper by end of the day tomorrow — or | will

pester you.

* First notebook collection is MID7 (D4, D5, D7 possible)
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Bird Microbial Communities -- Review of Overview

P

/ Bird Cloacal Complex DNA pool Simpler DNA pool
sample (many microbial DNASs) (bacterial 16S DNA)

extract DNA

K DAY 1 DAY 3 oW -
7/ /

PN —~—Tbd
Individual 16S = 090y
cell colonies n
T O C
liquid culture

(geRpurify); clone
nd transform f
o @

2l

DAY 4 i @) & &

Individual 16S

>

isolate DNA clones DNA plasmids identify, relate, and ‘
from bacteria compare sequences ﬁi{ e
. 0000000 |
DAY 5 DAY 7 RU—

Kiebrsolia oxytoca WS -Org-)



Review: Gel Electrophoresis
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Cloning — review
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Plasmid propagation in bacteria




Some safety notes for today:

* Use nitrile gloves when handling DNA gels and
all equipment used for gels.

* Gels and gel-contaminated papers are
disposed of in solid chemical waste.

 Wear amber glasses (blue light) or face shields
(UV) when cutting DNA bands out of a gel.



Today in Lab

* Part 2B: Have us help you determine if you need to gel purify.

* |f there is no product — share!

* Part 3: Pay attention to pipetting order of ligation reaction!

* Part 3: Be gentle — your cells will thank you!

® During 60 min incubation — transformation demo

* Part 4:You get a break — just label your tubes with team color,
we’ll do the rest!



Creating Figures: Good, Bad, Ugly

e Title: Concise, informative, summarizes goal/result

e Caption: what did you do with a little motivation
* Define all elements
e Stick to the facts! (examples)

* Figure:the meat of it
* Need to be accessible
* Can you figure it out in one glance?
* How do you display a lot of data at one time!



—~ 12 1
= +S1P g
§-10* \ =
L 8 ;
@ .
o ,?{‘
— | o
g 7 A, %
3 0/  NoStP
=
0.80 120 160 200

Rac activity (t = 120 min)

FIGURE 5. Rac activity at 120 min post-stimulation is corre-
lated with migration rate in the presence of S1P. In the
absence of S1P (circles), the level of active Rac is not predictive
of migration. However, upon the addition of 1 gM S1P (trian-
gles), the Rac-GTP concentration at 120 min post-stimulation
highly correlated with migration rate (r = 0.96).
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FIGURE 6. Effect of mechanical wounding and S1P stimulation on Rac, Akt, and Src activity. Normalized, time-dependent active
protein concentration in control (shLuciferase), PTEN-deficient (ShPTEN), CSK-deficient (shCSK), and f2-chimaerin-deficient
(shf2-chimaerin) endothelial cells in response to mechanical wounding (diamonds, solid line), wounding + 1 xM S1P (squares,
dotted line), or 1 uM S1P (circles, solid line). Rac-GTP was measured using ELISA, and phospho-specific antibodies were used to
detect active levels of Akt and Src by Western blot. Data are presented as mean += SEM for at least three independent replicates of
responses at 0, 5, 15, 30, 60, and 120 min post-stimulation.



