_ Clopis Gmpdat Ce CQL(KJ%,N;M B

: -/g? She £B | plg ) Zm./.}:.‘,!.v (isu A4f cgdlhbu)

e Skt W) Ome LB*WL;&@
SIS Ll DF‘LK»? Unh) ik Ja.Lu-_ O>F 0.4

w B@@ e E— & R R bl &

g e ..

; e _Dbe_-; 724% b=~hfmg / pjf)lL3> ®f (&JZI g >I I) c’n«( B j;‘»d gt e

d\} @ i , | QAR Lu} (&a ‘%514_1:) ad bmhf syt _aof (Xbr y 483 PT 1-7)
A0 Sellen il A ek of ex MJL s gt 2 .

T ko C) .__(d«f Dﬂftm ;"'!. /L{

I :7"’?.' X {"b%’“} !acz.fanu Meaing 0N & Plle f f)-z, chel(s

R ieedde  Coluias O -.J-—r;;,)lal LL-;),,,, /) ?

T T T S S G

. G/:‘son% S fm&\m
| AR I SEROE N‘Lq;e LB_C\&M(‘_C\O A L—% 75 sy aqw\ l
. = Alss oautndlaued  wieter ,_Q 2 _
;‘1 B ’ﬂ\ooq‘f\* the 3Acd avivcdlave tyas  bepken. |
| L e Tbuie nob: Jov heve o exit aut of g\
e e o AL e C&Af_
& (n

0
G
Lo
3
<
Cn




16 _ . | | / 17
2l faol S .. - i 5 f

®lo be CV&@HOV_\LA_QE i _[_Li B ) s O | D iy
S | NDMade So0ml of (B Agar L 79 ﬂgtw: _____ L. . LR e

W ek = Sng]a_Lj ahoye SDQm | Jue fo ﬂ& Uplume . change ﬁmﬂtﬂwdefs . (. |50C) f\é\J 0 Ol of backtone \ T R o]

sy, ) Lakeliy ko be done inside the hoad? QUoi—wvﬁ) B = i i

___’!ﬁ}(gmi%aﬂﬂﬁfjelateﬁs)__. ¥y = = gl A/(')&bu%f‘ o e

I

B0 sk AT 1‘_‘__ 7 UL it E \\_ o
L e L |

& x,'—’;:——#—— ___H—J:‘exfﬂs:k— i Tt f—— =7 AT = .-16&‘— — L = e { e RIS R SR
;g% T gviies e T N

Al ! 7 AP TR 2 __k-g—,g.e,we”fipf.(!c“jilfi W F)ZhS | TE Epochor:

4 | ééﬂns 74 Dr/vbm gkt
gﬂ 2l 7 2 13 e IR o | l é
Y R < i it 4 Med N e Sl o CHENE j | r Tlea m;éz A_Mﬂ;\gis*_f

Cmp oyl 2wl y.Su) <Ol Gk “““"?Wo#rm%@in&fﬁqwhd . S ! /AR. ’Z-t amounf o Dud ‘)’v«q&md_gx,!!&!ﬁ_&,u sl e -

-ﬁ'"'f ,,.,’*2"‘ . e i N EE L B SR Diichea: Tolel_ditvhen of Fwﬂnmaﬂr

mo, ~19 ~ 47 d LEE edy A RER S e — |
Noteto Cif « cach hibe receds Sz sunfoatafiondente, op Wswill e rork, 4 | (e cve );..‘Q!z,y [COps o BBa_ JO0HYSO 1nte ~SOul ) Glls
leilesr E MM_%%MALOD LB
. /-H'SO Oq/p/éyw e Har'' 24 %ﬂfpfyei.ﬁqﬂ_Z»;m_dei RN - " ‘ -
e o e 9ML._f“f>”"@*'a‘U oL o — WM#&%&%#%@QL
Todd s it __7&_2 e maidisdel W | l ke Segd TouL

¢ Having goad ampeells cangiieyout /ﬁﬂ—&[{e/ﬁﬂy il AT b s e e . LM | pAe DUﬂ O. oo
- Heal heatshal fime/oersteps « JMZ‘%M% & e e | e o - J?;//m - Campg 0.0 5 G
‘ #esz;yed’»feusqh M%ﬁa{fae* 6L A ; | £/ g gdpm ; _

NeticefeseH ! fjﬁ[ﬁ@%ﬂﬁﬁfﬂ# g@@kﬁmﬁy/ﬁpﬁgﬁjﬂmgﬂb{? M,, E | o.0%

j:mg.am(e! Zh 5 €><f e ment P&fﬂ&ﬂ/ j,;f S.r‘rﬂkn;c"’zﬁ/'?/ i

W | 7E /o ow//ﬁm 421:75&0&/,&

e g - = T
o 'i?i;@@ﬁ;fwwmﬁﬁMS e M 8 @ JNOTE O-V‘-H’ ALLONED ‘TO 6200.: Fop ~20 MY
o+ thetimesreed +oleredone | NOE : a~B5ouL & alls, AO LB 5 calls voud foas %0-SOuL ﬁi
= T T KeHE T rgff‘ Aol Piahor < evites |
o T < 7 iste draver «eal - T SRR e SUC RO SR AR O < TR
[ - - Hesz b«ﬁ%) F . d o
T 5 4—k_j_—* _ G T e NS B PR TRE :—-7——- i | = _ ‘U"‘ w  ST°C. Srnovev 2 all va* [ @Q;W
e covanass SRR R SRR — i . % ot A O sxad _ Studeny - k bhb ISy, &anssm




19
" v \7/2 (15 (ont ) ek e
L R - i Discsbion 4o ot Qpel) ,
| ; Sy i B R N e R T — B | PR IR e Pj
ffffff . = = o WY 5. Bre con -Soagiuly o4 0
e ot e e s | - - ) >Ped 0.5 wut Sl (1EEM sttt
] : — E e D R W e L vt digest Profoco]
L = T T i e T D I | TU L : k Iﬁ,i’tf(\, 0 !\‘)()T Tﬂé/./r)‘sl) .
i I e . ,,,,,;LIEQG’ML 9\ S ny. //ﬁéi \
i S e T T o R R & ﬁ L L :
e, e 4 f\ Ly W (Clao Hhis ome #\Sfew{ oFf T LEL M"—A@QLL €
s e e = P B R ) i I e _ i3 —k—‘ 2 W Vi L 'GEM AT oL 4 Ov i yc AY
: ot O\ a\ pnd D) U vestead AT 0SE B i uulm@ L‘/jf“ Conufonhion (S aplunl VS SDp5/ut)
B s . 4 B —? ey, 1 MJ#L 0 Ty alis o . BN Mg fab b i o pl&g“’h’aﬁ ba édm_(\
_otaley se betnund  lundh ey
o "}*}‘\. y_\ h“mw Lﬂmﬁ d!-‘\—- ™ M‘_»”“\ = ‘ELf—é e T 4 e b : i . ; o
1} ‘{ 3 M _]b_fdl’l ‘-Aﬂ!.dl“ "‘ e v S i T e o
U et sélod i) adt S T e Tnbe 1o BBl je R

ot :L}:..‘_

e i)

. 1

0 "\‘: ] d‘lo\ C.BP\L&‘! "

P ————

- v

QP(,L G’& (f/Lof Sulr\(

WM#‘C&,B

Rl | ) AT o

_5?5‘
i - l — ‘ ﬁ.. ‘, ; ﬂ l- — —]
£ T RGO 2\ i : e 5l Rsb JJ‘L% Qi) amff’,f” (W pl pSF‘jzj} )0 Ol H:0)
S Sufxs sWA = (L. "y M O B e 1 ;
e & A NI =Tt T Mgy
Y G R v <y b Ware Y~ ° an lad c{@r
= e g T K. -
' i’j “? fé&f"?@ e = o N - ] W m —
B ' : s anemyd R AR gl f ol A %‘4\ i
e e SE At e e o teeey i — - 3
T TR e R NG e O e a8 — SS LN & W" e h/D‘r ’(“b(»f_l
N 2 uya B BEEe i CHR WM 2O baW\ -k a TV‘@
; o e e =
T L oS & g3 weSd O Qdwonh ,"W'.C\ o1 (510, 1 s IR S e é"é’_‘“ﬁ = {j /S A, — ua__ S et
W R T e g 1 e 3 R A ‘lﬂz. BRa e i =
-..?enb&f‘:)l.‘,,,u:tfﬁ”“‘" 20 ¢ S GOP D S AN i TUL)‘:/ \: 1O L\)Lx OF’ 2L l>
“» gf ¢ e SR el pRCATE R - : 7 .
: g E IWE R S SRR e N
T e _,,m_ """ el . A ! 7,1__@9 2D Lt 90| ‘Tl .4 G s e /7
: ;mms“ 20wple) W) NI Fevaic e _
y A Ep;!cvr{,ﬁ, £ ,o;. £ “‘{cﬁ‘“gﬂ‘ tnahufe  feve O ot ..;’}'El'?.__j%-- — = e — - A
R 7 & Ly i e il e 3 S i LR \ MV\{ _\b,\{d
: : il St i e = 3 s = 28 Vi J(I),,]{,C,L\, \[,ﬁ,\‘&,bl.q({,, SEAL B



20

Ll GRS L
__MD d

Runninqrm el foc §

(1g)of agarose (note: gt
el, we can make 2% agardse gel to resolve closer<g
to separate larger bands)

IO to prepare the gel. Measure
—  makes 1% agarose 9
___sized bands, or 0.7%

— Pour agarose powder into a microwavable flash along with 100mL of
___1XTAE (see TAE protocol if it's not there) (

~— Microwave for 1-3 minutes in spurts of 30-45 seconds until agarose is
___ completely dissolved and there is a nice rolling boil

— Let agarose solution cool down for 5 minutes

See Gel Electrophoresis Notes 0)/
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and run the gel. Add |oadin? buffer
o)

 Place the newly
— temperature for

g—

_: Pour agarose into a gel tray with the well comb in place
___ Second, we are going to load samples
~in a 1:5 ratio to each of our digest samples, as well as EtBr (if you forget to
— do this, soak the gel in EtBr and rinse with water to even out the staining
___ differential that will appear) (see Notes 1, 2, and 2.5)

— Once the gel is solidified, place the agarose gel into the gel box

,' i Fill the gel box with 1XTAE until the gel is covered

. Carefully load a molecular weight ladder to the first lane of the gel (see
I 8 Notes 2

g))arefully load samples into the additional wells of the gel (see Notes 3 and

___Run the gel at 80-150V until the dye line is ~75%-80% of the way down
‘the gel (see Notes 5 and 6)

2 Burn off the power and remove the gel from the gel box

8 haiize our gel using the UV machine
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3-11-2015

\lote 1: Dilutions only matter in the s
range. Fluorescence is always normali
Jilution in our measurements. (FW"T}Z GroD e o] -7 3_)

\lote 2: You should have already grown your culturesinad
rour LB growth volume should be 1 ml.

1. Wash your cells to create stock solution

a.
b.
C.

d.
£,

2. Load
2. Each well will have 3 dilutions (purpose of thisis to putt

b. Evenif

w

4. Make your graphs!

Load and run JN_GFP_OD

: 5 Ofeston ‘Q‘oww( S . '“"
1 | Jee .l vy A ¥ 7 & i - tnd S i Pazg. A/ -]

- : tube I
| _ wole® b 2a U all oF #t ¢Cp el bort #L
| %

| /K bor 3by  wse Bl oF  GCL Ll fart tube Zg;g[
| A B | |

N {—” K Jt}(g‘(—fbw

@ Qﬁggmn ﬂxofb(oléf;)r 28 ' ::

] I
[, bl ZgpeS00ng o DNA .
Siobll 05yl oF NEB Buller QA
3, Al A ol ol BSA (bt bithe, RLideshE Lo o BSH
1{'. A,L&ﬂ j’ 'Mé éf \t( L)-c. L Mﬁ (“/_5"’“«/% /(JGS/ i
Cab s & A e Sk L
Lo dH0 g Gl wlame s Yo ml

ense that we are putting the OD/Fluorescence in the machine’s
zed to OD (Flu/OD) so that we do not need to mark down the

eep well plate orina tube (hypoxia testinj S
&

Spin down your cells
Discard supernatant
Re-suspend in 500 microliter of water or phosphate buff
consistent though) For future steps, we will refer to your choice simply as “puffer”

er (doesn’t matter, be

Repeat steps a-c
These washed cells in buffer will now be referred to as stock solution.

on black well plate with clear bottom

he OD and fluorescence in

-

Q) st fobul e 3 i, fued S

range of the machine. Ex. Machine’s OD range is .1 to 3.)
i. Well 1 — Add 200 microliter of your stock solution
ii. Well 2 — 2x dilution of stock: Take 100 microliters of stock and add 100

(from the deep well or tube) :
|

microliters of buffer
iii. Well 3 — 4x dilution of stock: T

microliters of buffer
all of your dilutions are in range, they should give approximately the same

normalized measurement when you take fluorescence/OD.

ake 50 microliters of stock and add 150

a. Make sure that our GFP is EGFP
i. If not, you will have to change your excitation range. Fin
have and change the range accordingly
b. When you run the program, you will get two tables, one for OD and the ot

d what kind of GFP you

her for

ol v s ppband — 7]

fluorescence

a. Xaxis will be what you are testing (inducer concentration, time, ect.)

b. Y axis will be fluorescence normalized to OD (fluorescence/OD)
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