" Quiz

" Pre-lab Lecture

** Genetic control elements
*%* Sequencing recap

** Writing a figure caption

¢ Today in Lab (Mod 1 Day 5)

> 0 ¢



* No quiz next time (full day)!

* Methods HW general comments:
— Cite resources: Nagai and Watcut website
— Give concentrations, not volumes (when possible)

— Compositions available in “Reagent List” (Part 4)
on each lab protocol
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lac operon

These three genes encode me.\n'ao(ft. 0y jmlg

\
[ |
lacl control lacZ lacY lacA
Encodes a { . ./¢ SSov ffcrhih In turn, if lactose binds to the
that binds to _canlve| Gvea tp, Fro-lﬂiﬁ , it is made
turning it OF = . MMJ turningm expression

of 2 Y A .



Induction of a chosen protein

T7RNAP

control
lacl (polymerase) lacZ

T:IRP(P gene is expressed in presence of lactose or analogue.

Gﬁl_(;\];;: ( :_ ;—&J.t

E"& promoter is constitutively on.

TQ’ is turned on in presence of T/RNAP.




BL21(DE3) bacterial strain

DE3: bacteriophage (‘J‘:ftﬁ5> rs0d "0 iw‘qua-l'(

loe.  consdirel o € coll

pLysS: protein that produces ljso:zﬂmt, which

binds to VIRNAP, reducing “ teal,, " £ 07e55! 0
Retained by chlore m;ﬁuignl selection.




Sequencing reactions

Dideoxy method: no 3’ OH - can’t elongate o
Run 4 rxns: (d)dT, dA, dG, dC and 3 others qc\ C T

dtlesend flwer,

Heictinnsm dd A Gel
TAAATT TAAATT ddT ddA
AT" A*
ATT* ATTTA* —
ATTT* ATTTAA"
ATTTAAA* —

* = radioactive or fluorescent label



Figures: Style and Scope

e Title: covrcie ﬁhcnfwa"“'b& "'i’a?"-ﬂﬂ GUQ'““ Viﬁh""ﬁ.gﬁﬂ'.
ol gy 4o Resulls sub-beadigs.
* Caption: sive (uwky’r or resulh LT ‘0*"14“ 5“""““~

— Introduce w\ok e ovre Loglt a:L

- Include:]b-sjt' En\-\qk%,ﬂ; o mvdg,g-hm( results .
Define ol tlewrts. (eg, DA blder

— Cover Pf'iwﬂﬂl\) 'Q"C)'S (fUMHS ovd ov qquc-ﬁa-l\'DHG)?

"w-\'khs GmfleX VWY prakws £, DisCussion,
* Aesthetics ﬂmr\ic\—]\h Clo L‘v_‘

- ot-o0-qlngg blelng




Figures: Example
A
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Call Mumbefsgl BS b

L
S\&:"Sm{ , mmcc::: :

PTX + CCLIY

l . .,@

+CCL2

Mrd:gul

ells, 3% OVA-mDC and 3% 1DC with/without CCLZ 1 were analyzed by flow
cytometry at 85 h. (A) Sample CFSE histograms are shown for control (deft, 10C only) and

expe rime ntal (right, with OVA-mmDC) conditions. (B) OTII cell recovery for all condiions m%' I
shown. Ave st dev. for 3 wells per condition. [* indicates brac keted conditions stafisticall CJ‘\! 5

different (p =0.05)] (A-B) are from 1 representative of 3 experiments. el l#S



Figure Captions: Practice

Fig. N functional title descriptive caption
Agarose gel title ideas:
hel ovolys's "o U"-V"fﬂ élvol W%Smfi’)
-@oqwjg bl SO mualogone(is

Overview sentence topics: *. 'ﬂ'oﬂ( o ftw
mdoduc idgo of SHM o 17C kel i
Imafdi 4

Supporting detail topics: _
—ewpecked Grd sbierved oo sizeS
- :Jtoxt‘l Ovg Sgw,rleaj

Methods to include or not: alwaet iong.



Today in Lab: Workflow
Check QD until mic-log 2oL Samples '7

7Y
N ] -IPTG control: ice, eventually spin down

- Sl
Lé {- -j}
6"“ 2-3 hours
: Spin to check pellet colour
. Swa

AC
4L~
s j‘-ruy/ \

o Measure post-growth OD Grow rest O/N & Q.T'
Analysis: gel, Pour liquid on top, re-pellet Teaching faculty will pellet
sequencin W \J,

(3wl dolad )



Today in Lab: Samples

» Start with four DE3 samples carrying plasmid
— WT
—S101L
— X#Z candidates 1 and 2

* After gel and sequencing analysis, pick just
one X#Z to continue working with =114

* End of day, “hand in” 6 pellets, or (3 pellets, 3
cultures, and 3 eppendorfs) to teaching faculty



