CHAPTER in

MATERIALS AND METHODS

31 Celllings and mediia

HPV-positive cervical cancer cell fines, HeLa and SiHa will be maintained in Eagle’s
modified essential medium (Hyclone, England) and CaSki will be meintained in RPMI-1640
meglium (Hyclone, England) containing 10% fetal bovine serum (viv) (Hyclone, England)
100 u/ml penicillin (General Drugs House Co,, Lidl, Thailand), 0.4 my/ml streptomycin
(M & H Manufecturing Co, Ltdl, Thailand), 1%socium pyruvate (Hyclone, England) and
1%HEPES (Hyclone, England) at 37°c and incubated in humiciified 5% C02 incubetor
(Thermo Electron Corporation, USA). Confluent cell monolayers will be maintained and used
for experiments by treating with 0.25% (wiv) Trypsin- 053 mM EDTA (Hyclone, England).

32 Cell culture and treatment

321 Cell culture

HPV-positive cervical cancer cell line wes cetached fromatissue culture treated flask
by treating with 0.25% (wiv) Trypsin - 053 mMVIEDTA (Hyclone, England). Complete meciia
was adced and cells were resuspenced by gently pipetting. Single cell suspension wes
centrifuged a 1000 rom for 5 min (Profuge, USA). After centrifugation, complete media wes
discarced and MEM or RPMI-1640 conplete medlia wes adoed. Cell viability was assessed
by trypan blue dye (Hyclone, England) exclusion method using a haemocytometer. Cell wes
diluted to appropriate cell concentration and plated in tisse culture plates for further
experiments,



322 Cell preservation for storage

Freezing medlia were prepared by adcing 10%DMSO (viv) (Sigma Aldrich, USA) to
VEM or RPMI-1640 complete meclia. After collecting cells by centrifugation, cells were
resuspenced in 2l cold freezing media and stored in cryogenic vial (Coming Incorporation,
USA). The frozen cells were immecliately stored in -80°c refrigerator overnight and moved
for long term storage in Liquid Nitrogen Tank 34 HC Taylor Wharton Cryogenic (Harsco
Corporation, USA) the next cay.

323 Thawing cell for use

Frozen cells in cryogenic vials in liouid nitrogen were thawed in 37°c water beth
(Menmrert, Germany). Cell suspensions were aded to 9 mi serumree meglia and centrifuged
a 1,000 rpm for 5 min. Freezing meglia in serum+ree medlia wes removed and MEM o
RPMI-1640 complete meciia wes added. Cells in complete media were plated — a tissue
Culture treated flask for experiments.

33 Plasmids and transfection

331 Plasmid preparation

Plasmick were transformed into competent e <o DH5a by heat-shock technice.
Briefly, fifty (il of competent from-80°c was thawed on ice. Ore pi of plasmid was adced to
competent cells and the plasmickcompetent cell mixture wes incubeted on ice for 30 min. This
mix was heated shock at 42-c for 90 sec andl immediately placed on ice for 2 min. After the
heat shock process, cells were transferred to i of LB brath (Appendix) and inculoated at
37°c for 1 hr by shaking a 200 rpm After thet, fifty to one hundred pi of LB broth
containing the cells was plated on LB agar (Appendix) plates containing 50 py/ml of
ampicillin. The plate wes incubated at 37°c for 16-24 hr and the colony was picked for

plasmid preparation.



332 Plasmid isolation

A few colonies were picked up and cultured for 16-18 hrat 37°c in2 mi LB broth
containing 50 po/ml of ampicillin. One ml of the culture wes sterilely moved to 15 mi
microcentrifuge tube, and cells were pelleted by centrifugation a 13,000 rom for L min a
4°c. The supemetant wes discarced and the plasmid wes extracted using QlAprep Spin
Miniprep kit or QLAGEN plasmid Midi kit (Qiagen, Germary) according to the
manufacturer’s instructions. The obtained plasmid wes eluted in 50 pi or 100 pi sterile HPLC
Water and stored at -20°c il e,

333 Plasmid quantitation

Plasmidl stored at -20°c was diluted in sterile ceionized water at 50 fold dilution. The
absorbance wes nmeasured at wavelength 260 and 280 nm One ODZ) corresponds to a
concentration of 50 pyiml plasmid DNA. Therefore, the concentration of plasmid wes
calculated by using the following equation.

Plasmid (pg/ml) = 0Dz 50 Xailution factor (pg/m)

The purity of plasmid wes evaluated from a ratio of OD&) QDo The ratio of
aopropriately purified plasmid was 1.8-20.

334  Bacterial glycerol stock

Bacterial culture wes aoced 05 i of sterile 60% glycerol (total concentration of
olycerol is 20%viv) and vortex the culture to ensure thet the glycerol is evenly dispersed. The
culture was transferred to a labeled storage tuloe equipped with a screw cap. The tube wes
keptat-70°c for long term storage.

To recover the bectenia, the frozen surface of the culture wes scraped with a sterile
inoculating loop, and then immediiately streaked onto the surface of an LB agar plate
containing the appropriate antibiotic. The frozen culture was returmed to storage at-70°c and
inculoated the plate ovemnight at 37°c.



335 Transient transfection using FuGene® HD transfection reagent

HPV-positive cervical cancer cell fines (5x104 cell/ml) in 05 ml culture mecia wes
plated ovemight in 24-well tissue culture treated plates. Preparing the FuGene® HD
transfection reagert (Roche, USA) wes conolicted according to the manufacturer’s
instructions. Optimal FuGene® HD transfection reagent and plasmidl ratio was chosen at 6:2.
Briefly, FuGene® HD transfaction reagent wes brought to room teperature prior to use for
15 min. Volume of - serum free meglia Opti-MEM (Invitrogen, England) and plasmid were
calculated to dilute the plasmics and they were prepared ina 15 ml microcentrifuge tute. To
form the transfection complex, FuGene® HD transfection reagent was directly aoced to the
cliluteal plasmicks without being contacted wath the well of the plastic tubes and the mixtures
viere gently vortexed for 1-2 sec. They were inculoated & room temperature for 15 minand
the complex mixture wes adced dropwise to cells. Finally, the plate wes swirled and
inculoatedl for 12-48 h.. After this incubetion, cells were used for further experiments.

34 Retroviral vector construction and transduction

341 Preparing HPV-positive cervical cancer cell lines and 293T cells

HPV-positive cervical cancer cell fines (1XIo5 cell/ml) in2 ml culture media were
plated overnight in 12-well tissue culture treated plates and 293T cells ( DXlo6celliml) in4 m
culture media were plated in 60 mmtissUe culture treated plate a night before transfection (at
least 12 )

342 Preparing retroviral supernatant

The retroviral vector and packaging construct pCL-Ampho were cotransfected into
293T cells using FuGene® HD transfection reagent (Roche, USA), according to the
manufacturer’s instructiors. The retroviral vector constructs are MSCV-IRES-GFP (Addgene,
USA) and MSCV-Mam (12-74)-EGFP (a kind gift from Professor Warren Pear, University of
Pennsyivania, USA). Tinelve pi of FuGene® HD transfection reagent was diluted in 90 pi of
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serum free media Opti-MEM (Invitrogen, England) in 15 mi microcentrifuge tube. They
viere resuspenced well andl incubated at room tenperature for 5 min. For preparation of
diluted DNA mixture, 2 pg of retroviral vector and packaging construct pCL-Ampho viere
adced in 90 pi- of serum free media Opti-MEM into another 15 mi- microcentrifilge tuke
Diluted DNA mixture was adoed to diluted FuGene® HD transfection reagent. They were
resuspenced well and incubeted at room temperature for 15 min, to let DNA:RuGene form
complex. After incubation, 293T cells media was removed and weshed once with cold PBS,
Tiwo ml of fresh complete media wes adoed in 60 mm tissue cuiture treated plate and
inculbated. Eight hundred pi of complete media wes adoed into DNA:FuGene complex and
resuspenced well. The complex mixture was aoced dropwise to 293T cells. Finally, the plate
was rocked gently andlinculbated in incuioator.

The next day, GFP+cells were dbserved under Huorescent microscopes (Olympus
DPTL, USA). Forty-eight hours post transfection, viral supemetant wes harvested and fresh
complete media wes added in 293T cells. Viral supematant wes centrifuged at 1,200 rom for
10 min and filtered through 20.45 pmacrodisc syringe filter (Pall, USA).

343  Retroviral infection

Six pi of FuGene® HD transfection reagent wes aoied to retroviral supematant and
mixed well. Forty-eight hours post transfection, HPV-positive cervical cancer cell lines media
Wiere removed and the retroviral Supermetant mixture wes adcedl dropwise to cells. The plate
Was rocked gently and centrifuged at 2,200 romfor Lhrat 30°C using Benchtop Centrifuge
Mockl Universal 320 (Hettich, Germany). After inculoation for 1 hr, complete media wes
added into 2 ml in each wells and plate wes incubated for 2 days. This procedure wes
repeated the following day using 72 hr post transfection viral Stpermetant. Forty-eight hours
post infection, GHP+ells were dbserved under Huoresoent microscopes.
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35 RNAextraction

HPV-positive cervical cancer cell lines treated with GSI or transcuced DNVIAMLL
(xio5 Celliml in 1 ml culture) wes plated in 12-well tissue culture plate overight. The
culture supermatant wes removed and one mi of TrZol reagent (Invitrogen, England) was
adoed dlirectly to cells. The mixture wes incubeted for 5 min at room tenperature. TriZol
reagents containing RNA were transferred to 15 ml microcentrifuge tubes and 0.2 ml of
chloraform (Lal-Scan, Ireland) was acded. All tabes were vigorously mixed by hands for 15
sec and incubeted at room teperature for 3 min. The samples were centrifuged Using
Refrigerated Centrifuge Model 1920 (Kubota, Japer) at 12,000xg for 15 min at 4=c. Only
colorless agueous phase wes carefully trasferred to fresh tubes. RNA wes precipitated by
gently mixing with 0.5 ml of Isopropanol (Merck, Germany). The samples were incubated at
room terperature for 10 min and centrifuged at 12,000xg for 10 minat 4=c. The RNA pellets
on the hottom sice of each tuie were visible &t this stage. The spermatants were rinsed and
the RNA pellets were weshed once with L of ice cold 75%ethanol in 0.01% DEPC water
(Appendix). The samples were mixed by vortex mixer mocel G560 (Scientific Industries,
USA) and centrifuged at 7,500xg for 5 min at 4°c. RNA pellets were dried for 510 min,
dissolved in 20 pi of 0.01% DEPC wter, and incuibated for 10 min at 55°c. RNA sanples
were ket at-70°c until use for further experiments.

351 Quantitation of RNA using spectrophotometer

RNA wes diluted to 50 to 100-old cilution in 0.01% DEPC-reated weter, The
diluted RNA was subjected to asorbance measurenent at 260 and 280 nm in the
spectrophotometer. An ODzso corresponds to a concentration of 40 po/ml single stranced
RNA Therefore, the concentration of RNA wes calculated in py/mi by using the following
equation.

RNA (og/miy = ODA), 40 . dilution factor
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The punity of RNA wes evaluated from a ratio of ODzd ODzo The ratio of
appropriately purifiedl RINA wes in the range of 1820,

352 Quantitation of RNA using Quanti iT Assays (Invitrogen, England)

Measuring amount of RNA sing Quanti 1T were performed according to the
menufacturer’s instruction. Briefly, Quanti-IT reagent and Quanti-T buffer (Invitrogen,
England) were calculated and prepared to be Quanti-IT working solution. Ten pi of RNA
stanclaras composing of 0 ng/pl of RNA and 10 ng/pl of RNA were mixed with 190 pi of
working solution. RNA samples wes diluted to 10+fold dilution in Hypure®water PCR grade
(Hyclore, England) and 2 pi of diluted RNA wes mixed with 19 pi of working dilution.
Calibrations of RNA stancard were performed by Quanti-T and concentrations of RNA
samples were measured. The concentrations of RNA were calculated in pg/ml by using the
following equation.

RNA (po/ml) = measurecl concentration Xclilution factor

36  cDNA synthesis by reverse transcriptase

Obtained RNA 1 pg wes used for converting to cDNA. Total RNA wes mixed with
0.2 pg of random hexaer (Qiagen, Germany), and the volume wes agjusted to 125 pi by
0.01% DEPC treated weter. The RNA mixture wes heated at 65°¢ for 5 min and placed on ice
for 5 min. Then, DReverse transcriptase buffer (Fermentus, Canac), 1mM dNTP mix
(Fermentu , Canac) and 20 of RNase Inhibitor (Fermentus, Caneda) were added in the
mixture and followed by incubation at room teperature for 5 min. Reverse transcriptase
(Fermentus, Canac) was aoced to final amount of 200 per reaction, and the reaction wes
carried out in Bioer Life Express (Bioer technology, Ching) & 25°c for 10 min, 42°¢ for 60
min, 70°c for 10 minand 25°c for infinity. The cDNA wes stored at -20°C urtil use.
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37 Polymerase chain reaction (PCR)

The components of PCR reactions were as follows: IXTag buffer (Fermentus,
Canec), 064 mM dNTP mix (Fermentus, Caneck), 2V MyCI2 (Fermmentus, Canack) 0.2
M forvard and reverse priners, 25 of Tag polymerase and Hypure® water PCR grace
adljusted to volume 20-22.5 pi per reaction. Obtained cDNAS were used 25-5 pi as tenplates
to amplify, PUTEN Notent, Noten2, Notens, Notena, Hest, mamit, Tpss, HPVIO es,
HPVIG &7, HPVIB e and HPVIB &7 (a-acun WeS USed & loading control. RT-PCRwithout
reverse transcriptase wes used s negative control. The forvard and reverse primers used for
PCR amylification are & follows: humann otcn: (5-CAGCCTGCACAACC AGACAGA-S
ad 5-TGAGTTGATGAGGTCCTCCAGS); wotnz2  (5-TGAGTAGGCTCCATCCA
GIC3 ad 5-TGGTGICAGGTAGGEGATCCT-3); notens  (5-TCTTGCTGCTGGT
CATTCTC -3' ad 5-TGCCTCATCCTCTTCAGITG3); notens (5-CACTGAGCCA
AGGCATAGAC3 and 5™-ATCTCCACCTCACACCACT G -3); nest (5-ACGA
CACCGGATAAACCAAAZ" and 5-CCGAGGTGCTTCACTGICAT-3); mamir (5-
CAGCATCAGTTGCTTTTGGA3' and 5-CTGCTCTG AGGCATGTTTTG3Y); vess (5-
TCCACTACAACTACATGTGTAAC-3" and 5-GTGAAATATTCTCCATCCAGTG):
HVIG es (5-TCAAAAGCCACTGTGTCCTGAS" ad 5-CGTGTTCTTGATGATC
TGCAAZ), HPVI6 e (5-ATGACAGCTCAGAGGAGGAG3 ad 5-TCCTAGT
GTGCCCATTAACAG3),  HPVI8 ec (5-TGGOGOGCTTTGAGGAS and 5-TGT
TCAGTTCOGTGCACAGATG3), HPVIS &7 (5-TAATCATCAACATTTACCAGCC
CG3' ad 5-CGTCTGCTGAGCTTTCTACTACTAZ); ad s5-acin (5-ACCAACTGG
GACGACATGGAGAA3 and 5-GTGGTGGTGAAGCTGTAGCC-3). The PCR reactions
were carried out using Bioer Life Express® by condition s follows; 94°c 5 min, 94°c for 1
min, 54°c (human HPVA8e6) 0r55°C (UM otcht 2,1 est, HPVAG €7, HPVIB e,
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-actin) OF D6°C (NUMBN Notens, -4, tpsa) OFHT°C (human HPVIG e or 59°C (humen
mamczy for Lmin, 72°c for Iminand 72°c for 10 min. PCRwere anplified for 30 cycles.

The PCR products were analyzed on 2% agarose gel by Mini Gel Electrophoresis
Unit for DNA, RNA and Proteins Mupic-2 Advance (Cosmo Bio, Japan). The anplified
DINA bangs were cetected after staining with ethicium brormice using Gel Documentation and
Quartity one 44.1 (BioRad, USA).

38  Semi-Quantitative RT-PCR (qPCR)

Total RNA wes extracted from cells treated with GSI or transouced DNHMAMLL as
indlicated using TriZol reagent (Invitrogen). The gPCR anplification wes performed with Ix
Mexima™ SYBR Green/ROX gPCR IVester Mix, with 0.3 pM forard and reverse primer,
RNase Free water and 2 i obtained cDNAS accorcing to the menufecturer’s protocol
(Fermentus, Canack). The forverd and reverse primers used for PCR amplification are &
follows: humen woteni (5-CAGCCTGCACAACCAGACAGAS' and 5-TGAGTTGATG
AGGTCCTCCAG); Hesi (5-ACGACACCGGATAAACCAAAS and 5-CGGAGGT
GCTTCACTGTCAT-3); mam1 (5-CAGCATCAGTTGCTTTTGGAS and 5™-CTGCTC
TGAGGCATGITTTG); ess (5™-TOCACTACAACTACATGTGTAAC3’ and 5-GIG
A AATATTCTCCATCCAGTG3); HPV16 e (5'-TCAAAAGCCACTGTG TCCTGAS
ad 5-CGTGTTCTTGATGATCTGCAAS'), HVI6 e (5™-ATGACAGCTCAGAGGAG
GAG-3' and 5-TCCTAGTGTGOCCATTAACAGS); HPVI8 6 (5™-TGGOGOGCTTTG
AGGA-3' and 5-TGTTCAGTTCOGTGCACAGATC3); HPV18 e+ (5-TAATCATCAAC
ATTTACCAGCCOG3’ and 5™-CGTCTGCTGAGCTTTCTACTACTA3); alls-actin
(5™-ACCAACTGGGACGACATGGAGAA3 and 5'-GTGGTGGT GAAGCTGTAGCC:3).
13-actin WES USECl 25 @ reference gene. Reaction without CDNA was used as negative control.
The oPCR wes carmied out using MJ Mini- personal Thermal cycler (Biorad, USA) by
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" condition s follows 95°c for 10 min, 95°¢ for 15 sec, 54°c (humen HPVIB es) or 55°¢
(human notcnines, HPVIG e7, HPVIB e7, p-aciny OF 56°C (hUMBN ress) OF 57°C
(humen HPVI6 6 0r 59°C (humenwam sy for 30 sec and 72°c for 30 sec, follows by
repeating for 40 cycles. The relative expression levels were calculated and analyzed by

2MCP

ACPX CPx (haagae (X sample 12 3.....)
MCP ACPx ACPuidagap
Relative expression level = 2/
The PCR products were randomly analyzed on 2%/6agarose gel by electrophoresis and
visualized after staining with ethicium bromice using the Gel Documentation System

39  Westem blot

391 Protein extraction

Cell lysates fromcell lines treated with GSI o transcluoed DN-MAMLL were
prepared & described previously (Smenjuneg e - 1, 2008). Briefly, cells were washed once
each in PBS and adoed an appropriate volume of RIPA buffer (Appendix) and protease
inhibitor. Cells were incubted on ice or in a refrigerator (2-8 °C) for 5 min. Cells were
rapicly scraped the plate with a cell scraper to removed and lysed resicl cells. The cell
lysate were transferred to a tube on ice and clarified the lysate by centrifugation at 8,000 X o
for 20minat 4 °c to pellet the cell debris. Carefully transfer the Supematant containing the
soluble protein to atube on ice and stored a - 70 °c for future analysis.

392 Protein assay

Protein concentrations were measured using BCA (bicinchoninic acid) ™ protein
assay (PIERCE, USA), according to menufacturer’s instruction. The working reagent
composed of reagent A and reagent B mixed at ratio 50: 1was prepared and BSA (1 my/ml)
Was Used as protein standard. BSA wes diluted in sterile ceionized water at 0, 31.25, 625,
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125, 250, 500 and 1,000 [ig/ml in %6-well microtiter plate (Coming Incorporation, USA). The
samples were dliluted at 1:10 (L pi of sample in9 pi of sterile deionized weter) and 200 pi of
working reagents was added to each well. The plates were incubated for 30 min at 37°c.
After incuibation, absorbance at 540 nm (Asonm) wes measured using microplate reacer Elx
800 (Bio-Tek instrument, Canaca). Fifteen micrograms of proteins were equally applied for
separation by SDS-PAGE inall experiments.

393 SDSolyacrylamide gel electrophoresis (SDS-PAGE)

Polyacrylamice gels were prepared following the formulas shown in Appendix.
Fifteen micrograns of proteins sample and 2xLaemmli buffer (Appendix) were mixed in an
ecual volume in 15 ml microcentrifuge tuioe. The samples were heated a 100°c for5 minon
Thermomiver Compact (Eppendorf, Germany). Heated samples and prestained molecular
weight markers (Fermentas, Canack) were loaded to the gels. The samyples were separated at
100 volt for at least 120 min in \ester blot running buffer (Appendix) using Protein 111
system (BioRad, USA).

394 Protein transfer

After separation process, the stacking gel wes removed and size of the separating gel
was rmeasured. The gels were equilibrated in transfer buffer (Appendix) for 5 min. Six pieces
of Whatrran filter paper and a PVDF membrane (GE Healtheare, USA) were prepared PVDF
mebranes were next soaked in absolute methanol (Merck, Germeny) and rinsed with
ceionized water twice and immersed in transfer buffer. Gels, PVDF menbrane and filter
papers were placed in a semi-alry transfer Trars-Blot® SD (BioRad, USA) apperatus and air
bubobles were eliminatedl by gently rolling a glass test tube on the top of stacks of filter paper.
The semi-iry transfer wes carried out under the following condition; current at 80 or 130 mA
for 90 min for one gel or two gels, respectively.
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395 Antiboaly probing

The PVDF merrtranes after protein transfer were blocked in blocking solution
(Appendix) twice for 5 min each on Labnet Rocker 25 (Labnet Intemational Inc, USA). After
blocking, the PVDF membranes were probed with 1:2000 dilution of raboit anti Notch!
(Santa Cnz Biotechnology, USA), 1:1,000 dilution of raboit anti cleaved Notchl (Cell
Signaling Technology, USA) and 1:10,000 dilution of mouse anti P-actin (Chemicon
Intermational, USA) which are primery antibodies at 4°¢ refrigerator ovemight. The probed
menboranes were further incubated on a rocker for 1 hr a room tenperature. The primary
antibodly solution was discarced, and the memtrane wes weshed with PBST (Appendix) for 5
min2 times andl 15 min 2times. After washing, PBST was ciscarded, and 1:4,000 dilution of
donkey ati raohit and 1:5,000 dilution of sheep anti mouse which are secondary antibody
against mouse or raboit immunoglobuling conjugated with horseradish peroxidase (HRP)
(Amersham Biosciences, England) were adoed. The PVDF merrbranes were incubated for 1
hrwith rocking before weshing with PBST & follow described above.

39.6  Signal detection by chemiluminescence and autoradiography

The sustrates were prepared using the formula shown in Appendix. Briefiy, solution
A wes mixed with solution B. PBST wes removed from the container carrying the PVDF
menbranes. The mixture of solution A and B wes poured directly on the memoranes and
inculbated for 1 min. The mermoranes were wrapped in the plastic wrap and placed in
Hypercassette  (Amersham  Biosciences, England) to expose to High Performance
Chemilumunescence Filmt Arrersham Hyperfilm™ ECL. (Amersham Biosciences, England)
inthe cark Exposure time for Notchl or cleaved Notchl and p-actin (as loadiing control) wes
5 min ad 10 sec, respectively. Exposed film was ceveloped for 5 sec in Xray film
ceveloper, washed with tap water, fied for 3 min in the fixer and finally washed with tap
ter.
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310 MTTassay

Cells ( 2Xlo5cell/ml in 200 pi cuiture) were treated with GSI or transcuced DN-
IMAMLL and corttrol vehicle for the time inclicated in 96-well tissue cuiture plate. At the end
of treatment, 10 pi of MTT (5 mymi) (USB, USA) (Appencix) in PBS wes acckd and
incuioated in 37°¢ and S C02incuibator for 4 f. To dissolve the formezan crystal generated
by the regliction reaction, 100 pi of isopropanol (0.04 N HCL) (Appendix) were aded to each
well and mixed by pipetting. Absorbance wes measured using a microtiter plate reacer a 540
nm (Asonm). Percentage of viable cells was calculated using the following fomula:

Yoviability = (OD test average-OD blank average) 10
OD corttrol cell average- OD blank average

311 Cell cycle analysis

Cells were treatewith GSI or transoluced DNHVAMLL and cortrol vehicle for the
time incicated in 12-well tissue culture treated plate were prepared ina 15 ml microcentr-
fuge tube. Briefly, cells were fixed in 200 pi of 70% cold ethanol at 4°c for 4 hr. After
Inculbetion, 500 pi of PBS wes adced into cells and centrifuged at 10000 rpm for 5 min &
4°c and PBS wes removed. One hundred pi of PBS wes adced and cells were treated with 1
pi of RNaseA (10 mg/mi) at 37°c for 30 min. After washing, cells were stained with 50 pi of
propiciumiodice (1 myml) (Sigma Aldrich, USA) (Appendix) at 37°¢ for 30 min inthe cerk
and subjected to FACS analysis (BD Biosciences, USA). Acoired ceta wes analyzed by
Summit 5,0 software program
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312 Detection of GFP+cells upon retroviral transduction

Cells were transouced DN-MAMLL and contral vehicle for the time indiicated in 12-
well tissue culture treated plate were prepared in @ 15 m microcentrifuge tube. After
removing completed media, cell wes treated with 0.25%(wiv) Trypsin- 053 MMEDTA
(Hyclone, England) and centrifuged &t 10,000 rom for 5 min at 4°c. After washing with PBS,
cells were fixed in 500 pi of 4% Paraforrmaldehyce (Sigma Aldrich, USA) (Appendix) and
subjected to FACS analysis (BD Biosciences, USA).

313 Clonogenic proliferation assay

Cell lines were treated with GSI or transcuced DN-MAMLL and control vehicle,
Briefly, cells were weshed once each in PBS, trypsinized, and plated at cell densities of 300
or 400 cellsiwell (three wells each) in 12-well plates. Cells were then allowed to form
colonies by inculoation in dirug-free medium for 10 days. The resulting colonies were stained
with 2%/crystal violet in methanol (Appendix) and incuioated at room termperature for 10 min.
After washing with PBS, wells consisting of more than 50 colonies per well were counted.

314 Statistical analysis

Mean £ SD of inckpendent experiments will be analysed. All datawll be analysed
using an inepencent /-test of SPSS software. A » value of < 0.05 will be consickred
statistically significance.
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