= | ab Quiz

" Pre-lab Lecture
** Where we are/going
s* Antibodies + Western
** RNA Isolation
** Today in Lab, FNT

Module 2, Day 5



* This week’s BE seminar is on actin assembly
* Module 2 draft of results+discussion piece

— For this report, keep a more strict division between results
as observations and discussion as interpretation.

— Lead reader through logic of the controls (and exp).

— Discussion should ideally go beyond one explanation
consistent with the data, to... /” [ord 1ot Al , Avivial
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Module 2: where are we/going?
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About antibodies

e Polyclonal

Collect
B-cells

Inject
antigen

Several weeks later



The 1° antibody you’ll use...

~ ‘)a.f‘\’ o'ﬁ TAP -)0\3

- ntibody produced in rabbit

P3775 Anti
Sigma fractionared-amtiserum, lyophilized pdwaer—
MDL number MFCDO0O0164723
Expand.-'c pliapse Al
=-_d Price and Availability
Product Your Price
Mumber uso Available to Ship Quantity Actions
P3775-1VL 114.50 10/20/2008 details... - B2
=3 Descriptions
Immunogen Protein A from Staphylococcus aureus
Reconstitution Reconstitute with 2 ml deionized water.
Physical form Lyophilized from 0.01M phosphate buffered saline, pH 7.2
=2 Properties
antibody form fractionated antiserum
form lyophilized powder
packaging vial of 2 mL lyophilized antiserum
application(s) Ouchterlony double diffusion: 1:8

storage temp. 2-8°C
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The 2° antibody you’ll use...
:\QH_C_«&QW

I1gG (whole molecule)f-Alkaline Phosphatase f[antibody produced in

affinity isolated antibody, buffered aqueous glycerol solution
MDL number MFCDO00162782

Expand/Collapse All

= Price and Availability

Product Your Price

MNumber usD Available to Ship Quantity Actions

AB025-.25ML 63.00 10/20/2008 details... | | * B2

AB025-.5ML 110.00 10/20/2008 details... | | * B/ L

AB025-1ML 189.50 10/20/2008 details... | | ¥ 3L

ABO25-5X1ML 783.00 10/20/2008 details... | | - 3 2
=2 Descriptions

Specificity Binds all rabbit Igs.

Physical form Solution in 0.05 M Tris, pH 8.0, containing 1% bovine serum albumin. 1 mh MgCl o 50% glyceral and 15 mM sodium azide.
=21 Properties

antibody form affinity isclated antibody

form buffered agueous glyceral solution

application(s) direct ELISA: 1:7,000

shipped in wet ice

storage temp. 2-8°C



Western Analysis whv 2°
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Western Analysis--what if?

e What if TAP tag is unstably attached?

e What if you skip/r
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Samples for RNA Isolation

Which samples will you choose?
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RNA Isolation Workflow

For each sample... \
( :B\S' (z,l 5
1. Calculate volume for 1x10°8 cells 7
(1. Calculate volume for 1x cells _ Joral KNA
5 OD¢,, = 1x1078 cells/ml
2. Lyse cells with glass beads/vortex/PCl
3. Load lysate on column + wash
4, Flute with warm elution buffer ~1e0° C

5. Measure concentration of 1:100 dil’'n RNAs
1 A o =40 pg/ml of RNA



RNA Isolation Caveats

RNA is sensitive to RNAses that are everywhere...
wer qlayeg WL‘J - [_]-Qm

Phenol-CHCI;-I will burn you if it gets on your skin,

eyes, clothes\l\ooi wwr PPE (@\1 Ny ,O,MS)

Do NOT mix up the samples you load on the
column... -
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The quartz cuvettes are fragile/expensive and the
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Today in Lab

e Set up Western. During incubation steps,/>
— RNA isolation of parent plus 1 or both candidates
— Phenotype evaluation record

e Scan or photograph your spot test petri dishes
which were pulled after 4 days at given temp.

 We will scan your Westerns and post the data
to the talk page for today’s wiki



FNT

e Lectureis optional trip to Abcam in Kendall Square,
meet 11AM 66-168

e Lab will meetin 16-336 for journal club

M2D5 FNT (due Friday if not presenting)
1. Figure of spot tests

2. Figure for Westerns

3. Calculation of volume =2 ug RNA

(&

4. Mid;@eva uations (anonB—; eva.,jla&{l_/) on
M2D6 FNT (if you’re presenting) 2+2 \
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and abgve due Saturday by 5P
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