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Complete RPMIZ640 100

RPM 1610
FBS

Penicillin
Streptomyain
Sodum pyrwvete
HEPES

Complete DMEM 100 mi

DVEM

S

Penicillin
Strepiomyan
Sodumpyrwete
HEPES

Complete MEM 100 m

MEM

FBS
Penicillin
Streptomyan

HEPES

D%
10%
10  /ml
04 g/l
1%
1%
D%
10%
10 uwml
04 g/l
1%
1%
W%
10%
10 Um
04 g/l

1%
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4. Freezing media 10 m

Complete meda D%
DVSO 10%

5. DEPCwater for RNAwork 100 m

HPLC weter (100 mi) wes added into adean battie, and 10 pi of DEPC (001%
Viv) was actid into the weter. Then, the battle was swirled and incubated overmight at room
temperaire. Next, the DEPC weter wes autodaved at 121°c and pressure 15 psi for 15min.
6.  FBSinactivation

Before using FBS, FBS must ke inactivated at 56°c for 30 minutes using wetter beth

1. 100mMDAPT

DAPT (5 ng) wes dissolved conpletely in- 115.7 pi of DMSO ard aliquated into 10
pi in 1.5 ml microcentrifuge tubes and kept &t -80°C.

8. SOXTAE buffer for agarose gel electrophoresis 200 mi

Trismabese 484 g
Gadial acetic aod neL m
O5MEDTA .0 ml

Adiusted pH to 80 ad vdume to 200 ml using deionized weter and autodaved a
121°c ardpressue 15 for 1I5min
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81  2%bagarose gel preparation

Agaoe 20
IXTAE 20

82 Running buffer for agarose gel electrophoresis

50XTAE wes diluted to afinal concentration of 05x in 400 ml of deionized

9 Lauria-Bertani (LB) broth and agar plate 1000 mi

91  LBhroth preparation

Bado typtone D g
Yeest exradts 5 g
Ned 0D g

Adusted pH to 74 ard volume to 1000 mi using defonized weter
92  LBagar preparation

After LB broth preparation, 1.5%00f agar wes adbid to the broth. Next, the
LB broth and agar were auiodaved a 121°c and pressure 15 psi for 15min.



93 LBagar containing 50 pg/ml ampicillin
After sterilization, the LB agar wes wamed to appraximetely 50°c using
weter beth. Next, 50 pg/ml ampiaillin wes added to the warmed agar, and the agar wes mixed
well and poured plate.

10, SDS-polyacrylamice gel preparation

101 8%separating gel 8 ml

Sterile weter 42% m
A% Aaylamide ard Bsaylamide souion 16
15M TrisHC pH88 2 m
10%6TH 0B m
106APS 0B m
TEMED 004 m
5% stacking gel 2 ml

Sterile veter 1204 m
A% Aylamide ard Bisaylamide souion 025
1M TrisHCl pH68 05% m
%66 o® m
10%6APS o@ m

TEMED 0002 ml



i

13

14

2XLaetnmli buffer (SDS-cye) 10 m

1M TrisHCI pHG68 1 ml (final concentration 100mMM)
10636 4 ml (4%VN)

0/eglycerd 201 ml Q%VA)

HPLC weter 290 m

Bromphend biue 0L g

RIPA buffer for protein extraction 10 m

0MMTrisHC, pH74
15 mM sodumchloride

1OVNPL0

05Ybsodumdeaxydholate
01%sodumdodecyl sifete

Adusted volume to 10 using deiorized weter

PBST (washing butfer for Western blot)

IXPBS
Tween?20

Blocking solution for Western blot

PBST

Non-fat dry milk

005%

3%

3= 3 =2
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16.

1.

IXPBS pH74

NeCl

KCL

NelHPO4

kh2od

Deionized water

Autodaved at 121°c ad pressure 15 for 15 minuies

Sxrunning buffer for Western blot

Trismebese
Glydne

I6

Deionized weter

Transfer buffar for Western blot

Trismakese
Gyadne

6

Deionized weter
Absolute methanal

02

14
024
100

151

a8
29

8 8 &

B_(Q(Q(Q(Q

3@@@

3_3_@@@



18 ECL substrate of HRP

Courraric acid (30mM) was dissolved in DMSO in total volume 10 ml. Then, the
solution aliquots were kept &t -20°c.

Luminol (250 mV) wes also dissolved in DIMSO in total volume 10 mi. Then, the
solution aliquots were kept at-20°c.

181  Solution A

100 mM TrisHCI pH85 (stored @ 4°C) 4 m

90 mV courmeric acid 176 Hh
250 mM luminol 0
Solution B

100 mM Tris-HCI pH 85 (stored &t 4°C) 4 m
IHD?2 24

19 Film developer and fixer

Film developer and fixer were diluted in tap weter at dilution 1:4  total volume
500 .



2. Ampicillin, penicillin and streptomycin

Ampicillin, streptomycin and G418 solution were prepared at final concentration 50
my/ml, and penicillin wes prepared at final concentration 106 u/m 1 by diluting in sterile
ceionized weter, Then, the solutions were filtered by wsing 0.22 pm syringe filter. The
solution aliquots were kept at -20°c.

21, 4%~Paraformalcehyce

Paraformalcehyce (4g) wes dissolved in acomi of PBS. After aodition of afew arops
of 1N NaOH, the solution was heated & e5°c in a chemical hood. Then, the solution wes
cooled to room tenperature and, the pHwes adjusted to 74,

2. MTT5mgmlinPBS

MIT N ng

Sterile PBS 0 m

MTT wes dissolved in sterile PBS and filtered through a 0.22 pm acrodisc syringe
filter. Aliquoted into L in L5 ml microcentrifuge tubes and kept at 4.

23, 004 NHCL in Isopropanol

Isopropanal 0
HCL 0331 m
Adjusted volume to 100 ml using isopropanal in volume metric flask.



24, Propidium iocice

Propicium iodick wes dissolved in sterile PBS at 1 my/ml. Solutions were stable if
stored at 0-4°C inthe cark

2. 29%crystal violet in methanol

Crystal violet 2 0
Methanol (HPLC grack) 10 m

Filtered and stored in the cark at room tenperature.
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