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Abstract : The effect of epidermal growth factor (EGF) on cell proliferation was studied in
HSG-AZA3, a subclone of human salivary gland adenocarcinoma cell line (HSG). The treatment
with EGF, which is involved in cell growth, increased cell numbers and [*H]thymidine
incorporation into DNA. In addition, stimulation of EGF enhanced both EGF receptor protein and
EGF receptor mRNA levels. On the other hand, the treatment of HSG-AZA3 cells with EGF resulted
in EGF-dependent tyrosine phosphorylation of EGF receptor, autophosphorylation, 5 min after
stimulation, followed by activation of MAP kinase which is one of the kinases invloved in the
phosphorylation cascade. These findings indicate that MAP kinase received the signal from the
membrane-bound EGF receptor. Moreover, the protooncogene product Fos, which acts as a
transcription factor in the nuclei, was rapidly induced by EGF 1 - 3 hr after stimulation. These
results suggest that activation of EGF receptor-associated tyrosine kinase and MAP kinase may
play an important role in the EGF signaling pathway, and that rapid induction of Fos be
prerequisite for cellular proliferation of HSG-AZAS3 cells.

Key words : human salivary gland cell line, epidermal growth factor (EGF), EGF receptor, MAP
kinase, c-fos
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HEb, EERSYIck o shioe PEHTR
Hskimfagk (HSG : human salivary gland
adenocarcinoma cell line) EX— F=J X
WSS OHFAIRE, & b~ ERIRN FEERE
B LEMBEICEHLDTHUL TV AT
5, COHSGHIR I D(LFEHKATH 5 5
-azacitidine ML #H ic £ 0 2 B E o 1 M
(HSG-AZA1 73 5 Uiz HSG-AZA3) /b
5%, HSG-AZA1 i3 FEZHIRIC R RIS 3
4 v VAR, —H HSG-AZAS 2EEHMIC
FPRET IS - EFERBELTWE, FLrldC
hE TICHKHSG Milid sy FR 46kDa D |
EHRERT (EGF) HERT %S L,
IhDACOMELEEEEs (47 Y v
BERE] 21T T EEHE LY, HSG MR
EGF v 7% —%RBELTHBY, TDEGFE
WHRFICLDIDEGF L7y —HEDY
v EMEEZ B2 &5 EGF HEMEERT I
EGF L& 7% ~%N LTy 7P ifndEdito
=7 Y TR EEZLLNLY, Fi,
IDAx—+ 7 ) VBRI VIILFaL FR
VF /4 VBRI E Ve v O AT THIf
ENTVAB T EDBIESHITTIE - 729,

MR F 2 s V€ VI X B HEERT
3, Bro7or4 vdFr—Pink iy v
~yEE Y YERLT B0, FOBE HiEy v
JTBENTORETNICEET S Favyy, AL
A=) VEEN) VLT E itk
T, BEebsHBsn TV 34®, EGF DEA,
I it Fove 7y — 2L, EGF HlE,
THbHEEGFHEGF L& 79 —iciEad s
TEIWEDEGF L7y —NEKFo Y v/
F —EMiEHILEh, DOWTEGF L7 ¥ —
HEOFov v EBE0) YRRk B VB
b, B 2%, zhic X AR ORE S v
NRIBOFuy vEEOY YBR{EKFEESH
b, TORR, HlANO WL Sho v 7+ b
fEHELE 1, EGF oH-o MM ASRKcEL
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BRILB BT, EOENSY Vs BE Y VR
(b U TR 04 O MO EEIC L - T
bRILBIESEZI LN, REWHBESHATL
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EREEHOPICTBRDICEGF LY —
NEM:F o v v+ 4 —+, mitogen-activated
protein kinase (MAPK) OiE#:ALZ L CHEE
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1. A3

[methyl-*H] thymidine (70 Ci,/mmol) i
ICN Biomedicals, USA &b, %7/ EGF X
Collaborative Research, USA X h A L 7o

ik b EGF v+ 7 ¥ — 5k i3 Cambridge
Research Biochemicals, UK, i+ A& F o v
v AEE, T MAPK $1/K(3 Upstate
Biotechnology, USA % L i Fos fiifid
Oncogene Science, USA Kb #hFnfEAL
7o

ACSIl ¥ v# L —#% —{% Amersham, UK &9
AL, TR RAEEER L,
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HSG-AZA 340 2 #t £ @ 7- ¥ IT Eagle'’s
minimum essential medium (MEM) (H7k#l
3#K) i< L-glutamine 300mg, L, hF <AV
100mg L B&TY YIERMMAE (Gibco BRL,
USA) % 10% L 7-isdk i H i, @
DB A IR10m F « ¥ = (Nunc,
Denmark) 2 2 X 10 OIS LA A,
5%CO,, 37°C TR L 1o, ML EE 3 HEIC
BEREAR#®L, SHHKav vz Vb
5o oM % EDTA (0.02%) &Y 7y v
(2000 BAL ml, FHBEE) 25T PBS (—) &
Kic & b 37°C T 5 HRME L Cifa % B L
foo MIRREAMICR AT MR ET-
1o WP, FRREEGIMERETENUC TEB L 72,
3. HfaomigsE &R

HlagoBEHO D12y 2 VF a4 Va
(RIo )&y =il X 10° BEoMa%fE
ZiAG, BB, BER UBEMI L)
7y v —EDTAMBEIc & v = VT OHIfEE
BINL, 19=AMhoimliassEHL
BE, BEBEOKHRIZI2H T EIIT- 1,

EGF OB x4 2R 2 FH X5 oDl
P EBEHT 52L& HICDNAND [FH]-
thymidine DEX DA A FEEB & EHE L 72, 24
Y 2 V5 4 ¥ a (Nunc, Denmark) &Y = )V
0.5 X 10 B EAAA R L, K
# 32 W% i B R ik & 3 L [E] i EGF %
WU oo MEMEBERICIY 2 v E 2D

(Hlthymidine 2xCi #SLEEBRICHL
0% CO M v F 2 N—F —T& L ic4kE A ~
F 2 N—} L1, #fEI2#5 PBS (—) T2l
#, 1IN NaOH  37°C20 SrfIalEfbL /2o D
TH L% AN HCl Thfn, BB 10% i
75 A & 5 12100% TCA (trichrolo- acetic
acid) MM A 7z, 0°CT 30 HREIKERICEL L,
EHEERE L2, kB3 10% TCA & T3]
Y%, 0.1 N NaOH £inz calisfb L/, &
NENAT7TAVRICEL, ACSHY vFL—7%
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ma, BENEHEEE Y vFL—vavho Y
4% — (Aloka, LSC-903) it X W HIEL 2o

MBEOFELAFANZ 12D mT 1+ ¥ a
(Nunc, Denmark) < 0.58 x 10° 8 40k %4
ZiAD, BB LT, BE 2 FERICH L VIS
BEREL, >VWTHEERIC EGF (10 ng, nl)
ZEML, 64 RRERICOLFEAME % BV Chife
DERFNE(LEEBE L, BERE AT > 7,
4. Y7297 I FEXRKE (sodium
dodecyl sulfate : SDS-PAGE) B oUiky =
REvFayFa vy

EGF v 74—, Fuy vy ry#by v~
2’8, MAPK 73 5 Ui Fos 29 % oo,
i > W T Laemmli #2112 & 3 8BK
bkEN 21T - foo EGF MLERZ77 - /o §BHIC SDS-
¥ TNy 77— (0.3M Tris-HCL, pHE.8,
2% SDS, 2% mercaptoethanol, 30%
glycerol, (0.02% bromophenol blue : BPB) %
A CEMNE, 5430 100°C Th#EL, ch%
KEEREE Lz, ¥V 8% 47V EGF L&
Ty —, Furv) gty vX7E, Fos;
12% #' v : MAPK) i3k 2 —EBHRME, 20
TADEBFH CTBPB A VO TigicET 5T
KT -1, 108, HELERsTR~—
A1 — (Rainbow™ protein molecular weight
markers : Amersham, UK) %#& L 7z, &E
KTk, rvbEcomshicy v X7 B
PVDFIE () =Yy Fr7u4tl FIE 3
R7) OB, BEEEHKE L TI0% # ¥
J=nESLT) Y EER (PHS) 2{EH
L, I FSABEER (7 b =) K& DIT-1o
BREHOBEE5% I V7 288 TBS-T (50 mM
Tris-HCI, pHT7.6, 50mM NaCl, 0.05%
Tween 20) HHCTERTIHKE, 7ovF+v
TELT -1 2WTE% TBS-T T 543 4 (1]
vk, EGF v 79—k, V) vg{tF o
ik, MAPK 3k Fos ik & # £ hd°C
T—RES ¥, #D1%, TBS-T THE% 54
AMBHEEBICAMNLT P TEY Y—E4F VL
ZIRGAT 20 SRR S &, RFilE & FERELEE
BEEIT -1k, TAHY 7427 79— BiE
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BELRA P LT T EY vHUEE 20 ARG E
Bl BEBITIHI VI I+ R T 79 —¥%E
BCIP,”NBT (Gibco, BRL, USA) ZHW T3
BEETENETNOY v NI BE2RE LI,
5. RNA 0%y

HSG-AZA3 #ifa% 267 X 1 EOBET6
9 257 1+ ¥ a2 (Nunc, Denmark) O£ = WV
WHAAA TEEEL fo, 1R ZEKHRICER
WERZHL, EGF (10ng/ml) Z&ML I, L
B0, 3, 6, 12, 24, 48, 64 BB L
Ml E D RNA 2RI FO & B L Y,
Thbb, BEREREL CEEARICERE T
AVT VBRI TV VIR (AM 7T =V F
AVTE—F, 26mM JzxTVvEFrYUTA
(PHT.0), 05% N-3vafryay it
Ui, 01M 2—ANATF by /s —ViE
B/ =RMKR, MEZE 20y Y F7
Fa—TER Lk, ToMABEKE#RL <
L, DOT2MEREES M) v A (pHAL0),
TJx/ =), 2aadrVb, 4T INTINV
- (49 71 FEH ZIRKNA TREL,
15 43k Lizo 10,000 X g, 20 2ffE0E,
KEBEHFLOF2a—FIKBLLY FTu) -
ZMAT— 20C T 1 BRI EN L oo Bl &
DERNARL Y VCHES 7=V YTty
T X — MEREMA TEMREL fco BRRRICA v
FasN /s —EMA T~ 20°C T 1 BiEkiER,
BLOU, o b B RNA %80% =« ¥
J = IVTERE, RS B RICHRBEKITIEE L
foo WBRNAB G 260nm O W AE DL S 1
ODw= 40 #& RNA /ml TATE L 72,
6. RT-PCR (reverse transcriptase-poly-
merase chain reaction) #k

ML 0 Al U 72 RNA 5 5 cDNA 287K
L, DOWTEGF v+ 7% —OHIEXITS Ic®
I GeneAmp® Thermostable rTth Reverse
Transcriptase RNAPCR # v ¢ (#43) %
Wi, 7B, rTth reverse transcriptase
reverse transcriptase 75t & DNA polymer-
ase JEHOMEEBLTOEDT L >OBET
RNA % 5 cDNA A5k % & U cDNA I8 % 1T
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AL EWTEL, EGF L7y -y RT
54 v—&LT5-AGAACAACACCCTGGT
CTGGAAGT-3 %, /7 vFRVYRT54
< —& LT3-TTCTAGGGCAGGTAGCGTG
ACC-5" Z{ERK L 72,

B UBDICHERNA 5 cDNA 2 &5k 4 3 1
¥z rTth reverse transcriptase 233 RT X
N 4 #1% T0°C 10 syREnEdg, BEHickdT
AW LRIGEEIEES ¥, k& iz cDNA
BT PCR RUBHK 16 el AT, 7=—Y v
7 55°C 60 47, HE72°C 143, £H94°C 14
22544 7 VgL T cDNA OHIEETT -
7o FHEENZ 142bp 2D EGF L& 7% —
BIEEYICSWT, 2 F Y9 AT avA FEE
TT2% T A — 25 VERKEET - Kk,
EARBEIC X BB L 1,

#Fkl& & HI2100bp DNA ladder (Gibco BRL,
USA) %k& L, EGF L+t 7y —HIEEYD
DNA %4 XxhE8 L 12,

= ES

1. #HpabEsEc %34 EGF o

HSG-AZASHEFI%2 129 = VF 4 vV 2 D&
v NMZ I X 1P EAERZIASL, 8 HREIEEL
foo BEE 2 HED O EEFHCHIKE O AT D
oh, 6, THETERKEICZ) § HEHTHE
KB L (F— 7 BRERW), £/, &
BRI A3 TH - oo TH OB F —
FIiIcEDEARERITE T Mg E L EGF 4
BHOEBERE LT, BICEEHRLZVESIIE
SRS TE i< b % 5L 32 Witk ic EGF
WEETTY, 64 F5% (R 40H) cEZRi
H U7,

AR F O—> T% % EGF 3— i %
¥ FESRMEC T U TSRS T E
EH Ol LMoL TWVWS, £ T,
HSG-AZA3 fifa o ¥R I & 134 EGF @ E%
PRI, HSG-AZASHIf % 129 = V5 «
vaDEY Nl X IPEOBETRAA
A, ¥ 32 Wi EGF (10 ng,/ml) Z#M0
L, 6 FARRHERKELEE, Fig.lWR?



202
—e— Control

10t —= EGF
T
S 8
N
=
o
— 6t
(]
L0
£
jm}
c
T 4
O

2.

[

Days

Fig.1. Effect of EGF on growth of HSG-AZA3
cells in culture.
Cells were plated into 12 well-plate at a
density of 1X10° cells/well and incubated
at 37°C in a 5% CO: incubator. The medium
change was performed on the 3rd and 5
th days after plating. The arrow indicated
the position of the EGF addition.

& RHIKEREHR S S i, R I HEE
xR & EGF MR o ffaskic 2 R332
b ohiswys, EGF 64 By GE# 4 5H8)
BRI BEBcHEL, 120ME%E, /-
EGF Jiei 88 Bsfil] (EESHHE) Tl 1.3£E0
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Table 1. Effect of EGF on DNA synthesis.

Incorporation of
[*H)thymidine (dpm ~well)
None 18,091t 677
EGF (1 ng/ml) 26,503+1,781
EGF (5 ng,/ml) 48,534%3,745
EGF (10 ng,/ml) 54,804+3,894

HSG-AZA3 cells were plated into 24 well-plate at a
density of 5.3x10* cells/well. Cells were cultured
for 64 hr in the absence or presence of EGF and
then the cells were incubated with [*H]thymidine.
The radioactivity incorporated into acid-insoluble
materials was counted. The values are the average
+ S. D. of 6 wells.

Additions

L THSG-AZA3¥AHE ® DNA &R e B iE ¢
EGF OFREFH 1, bbb, FiakEE 32
BRIk Ic 3 B OEE D EGF (1ng/ml, 5ng
Jml, 10ng,/ml) ZFML, %@ 64 Bigltg (%
#4HH) ¢ PHlthymidine &4 ¥ & 2 X —
b LT DNA ITHUD A - OHEYE % HIE L
720 EGF LT i3x{BEf Ic L ~NBEKRFHIC
[FH]thymidine DE{ D :AH OEMB R S Hu iz
(Table 1), %7z, EGF % 10 ng,/ml & THM
LB i3 RBMEBRIC B L, BXZMEOW
DIABZOEMERD L, ChoOERI
HSG-AZA3 $0fa» % EGF ic G &% F b,
JORAETEA SLE SR B T &, i, O
WETLE I TRRBE O EGF THEsh 5 &
»5, COEGFFRIEGF L7y — %7
B EASREBE N,
2. HSG-AZA3 HifaDJEEIc X I¥ 4 EGF 0%
Y

HSG-AZA3 M 3 MR 1< 2 50D 43 W BORL
BEEL, ZHBORARD FREEEL RS
(Fig.2-A), EGF #&MNv % &, Fig.2-B KR
T X IMREVWEREOERBED o i, 7
WER AL TH >, TOFEE(IZHSG
Bsmfat EGF TR L 2BBICE D S 5 R
BRE(LERBETH - ko
3. EGF v+ 7% —icKki¥d EGF OFhE

EGF iz 0% R %28 4 B 3MERmEic
FAET 55 FE# 170,000 (170 kDa) @ EGF
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Fig.2. Effect of EGF on the morphological
features.
HSG-AZA3 cells were plated into 60 mm
Petri dish at a density of 5.8Xx10° cells
and cultured for 64 hr in the absence (A)
or presence (B) of EGF (10 ng,/ml).
Photographs were taken under micros-
copy on the 4th day after plating. X 570

LE Ty —ANTAIEBHONTVWS, £C
T, HSG-AZA3 filic 817 %5 EGF v & 7% —
OEEAEYE M EGF L& 749 —hilkZHW 12
xR VTayF 4 v THECLOEN, £
LB DRI > » T F oA AL @
SDS-PAGE %47\, @ Ltcsy v s HER
Ichs3v277—L, it P EGF v 7% —
PiALEGRTEY v —EA4 F VY EHARE
ko TR LTz, Z08EER, Fig. 3184 &5
W9 170 kDa ffiTic EGF v 74 — % v /X7
DNy FEROHLE, Lih-T, Tofild
FEGF L& 7% —%%BlL TV AT &DHER
SN, F7:, EGF ALPH 64 il offifaic >
WTHEREDEREIT- 12 & T A, RULHEIC
ooy B235170 kDa OfLE KR S
fohs, Thid EGF #iliic & v EGF L& 7% —
Nt 3 LA RLTWVL S,
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Fig.3. Effect of EGF on EGF receptor level in
HSG-AZA3 cells.
HSG-AZA3 cells were plated into 60 mm
Petri dish at a density of 5.8X10° cells
and cultured for 64 hr in the absence or
presence of EGF (10ng,/ml). Total cellular
extract was subjected to SDS-PAGE gel,
transferred and immunoblotted as described
in “Materials and Methods.” The right arrow
indicated the position of the specific band
of EGF receptor. The positions of the
molecular weight markers were indicated
on the left.

4. RT-PCR#ick 3 EGF L+ 7% — mRNA
DR

HSG-AZA3#i1IC EGF v & 7 ¥ — D38l
AW 5N, EGF UEERICEGF L& 75— %
vy BOBEMBED LN EM D, EGF
L+ 7% —% mRNA L~V CHR#EZL, EGF
Le 79— KRBT TSA<—-2H0T
RT-PCR % fT » #- & T 5% EGF &k AL # £
(Fig.4) 28V T 142 bp OIS L re
PCREYI D /N v FE2FE DI, LichH->T,
HSG-AZA3HifIic B8 WCTEGF L & 7 ¥ —
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Fig.4. Analysis of EGF receptor mRNA by RT-PCR in HSG-AZA3 cells.
Amplified PCR products were obtained using EGF receptor-specific primers and cDNA template
reverse-transcribed from total RNA of HSG-AZA3 cells. The RT-PCR products were visualized on
a 2 % agarose gel by ethidium bromide staining. The left arrow indicated the position of the
specific band of amplified EGF receptor product. The right arrows indicated the position of the

100bp DNA Ladder.

mMRNABFRBEHLTOLB T EBPLMER 5
fzo F1z, TOWEIE/NY Fid EGF QLB 12 HER
‘ot L, 48 Byl © 64 Hifi THENE o i
EBRBI, NS DFERMH» S EGF 12 EGF L+
7% — mRNA 2Hx €32 &tk
5 =3 vy OBRERET 2 T LIS
e

5. EGF it &3 EGF v+ 7% —NEM:Fo v
v ¥+ — EiEHRIBEN R

EGF 3fifaRimicfifEd % EGF L& 7% —
BT AT EILkD, LTI -HED O
FovvEF—EhEELSH, V) vy s
FVEREN G B, F1, CHUCEBBLLES
§ — DHIfANFRE D F o v YRS HL ) VR
fkashzas?, Lih-7T, EGFLE&74—-0D
By v#{kid EGF ic &k % ¥ 7' F VLEDE
b1 5, #2T, EGF fill#i%ic EGF v+
7= F oy VEES Y YRS h D
EIADEFEND I, Fov v Vgt
BIOBHAEZRAVTY 22y v Toy 574 v )
2Tt £ DR, EGF #5HKR, 718b5
0430, TIHEGF L& 7% — % v 32 HTE
#£4 5% 170 kDa Oz ) v gR{LF o v Vi

WERIET BV FRZED SNIED 5 1o b3,
EGF JLE 5 43821 170 kDa OALEICF a ¥ ¥
) VRN v FSHBIL 12 (Fig.5, KD, &
DY) vEgbE Nty FRE0DBRITEBVTS
B s ntchs, EGF LB 180 A3 i3k L
tzo L7#zh8-> T, EGF L+ 7% — (3 EGF JLB
BicEP I F o v VERENS ) Y B{LEZ,
B & & o) YERILASTHAET 5 LHERIS
%, %7z, 1T0kDa OfEDF o v vy VgL
DAhilc MAPK % MAPK # + —+ (MAPKK)
WAHIG B EBAL (B8 & % 42 — 44 kDa ; Fig.5,
TE7e—~y F), db0idRaf ITHIET 5
A (BL % T4kDa ; Fig.5, E#fi7o—~y
KYwFayry ) oy FEEDZ, O
HRhoZITRINLDY YB LNy F A
Raf »» MAPK / MAPKK T& %7 & 5 b i3 HE
ETIRBEWY, EGFAULEIcX Y EGF L& 7
y—OWNIEWEF a v v+ — ERTEI LS 1,
MlaNEE Y v 7 0Fa v v ) YEBLES X
o l, Y7 FdmEIhTo 5 AfetEdR
®x i,

7. EGF iz & 5 MAPK /&R RN R

EGF S EGF v+t 7% —icfied % & NEENE
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Fig.5. Tyrosine phosphorylation of EGF receptor in HSG-AZA3 cells.
Cells were plated into 60 mm Petri dish at a density of 5.8x10° cells and cultured for 3 days. On
the 4th day after plating, medium was changed to serum-free one. After cultivation for 1hr, cells
were stimulated with EGF (10 ng,/ml) for 0, 5, 10, 15, 30, 60 or 180 min. Whole cell extracts were
subjected to SDS-PAGE gel and analyzed by Westernblotting with anti- phosphotyrosine antibody.
The molecular masses of the protein standards were indicated on the left. The arrow indicated

the migration of EGF receptor.

FovrvFF—ERERHLEIN G, T0IT, T
OIEMALF o v v F F — s OBRerE &
vy R VLT R0, Y vR{ksn b
BehEvE ¥ v ¥/ H 2 1d She, Ash,/Grb2, Ras
BEND B, FDVEHOTH S MAPK W7h
HlbEn s DIV TY 2 RY VY Tay T4V
Jick D% L1, MAPK JMEHIZERICE
WT, 200 & ERICEET 5 MAPKK i<
foTFuvy, ALt=vol) vR{LEZS
Tl b s, ) vBR{bE i MAPK &
SDS-PAGE L ToOBERESIEEMER+F F -+
LD BB BLTHRTE 5, FEHR
MAPK 3 42 & 44 kDa DAL EIT/N v K BELE
L, MAPK itk 5 & 42— 43, 44—
fHkDa~E v 7 b4 5, AERICBOLTIEA
PR T 42 & 44 kDa lcHHIEd % 2 KD v v
7N v K E S 1 HSG-AZA 34l fd i
MAPK BRBIENTWVWE I EMNHS L ERL -
7z (Fig.6)o EGF M 10 I Ih S 2 oD

Ny PRI 40Ny FELTHRES QT
BV WA, 42kDad Ny Ry 7 vy k&
LCHEL. ¥ 7y MERT/NY KOS
1230 HBICHATH > TUSDFERNS
EGF #llgts d v 7'+ Wis EGF L+ 7% — N
HFovryFF—¥ENLTMAPK ITEES
NTVWB T EMBHERI NI,

8. flfat: A v BT EEY) Fos ¥ v/ HOK
#&

a4 v BIETFEEY), Myc, Jun, Fos 34
FraiE R O Rl & v REFE S 1 2N
HHEKT T, %< ofifagkic s TEERIC
RET D EBEHOLNTVS,

HSG gifific BV, MM Fos A3
RELTOV5 & EREEBRREERICXDED
TWaYW, 2T, HSG-AZA3 fif1d Fos D ¥
HAH FosPifkZHWT Y =A% v 7oy
F4 v IcLDHEN, &5 EGF o ER
Bl i i~ 7, HSG-AZA3 ffZ & 3 HH
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Fig.6. Effect of EGF on MAP kinase in HSG-AZA3 cells.
Cells were plated and incubated as described in Fig.5. Cells were treated with EGF for 0, 5, 10,
15, 30, 60 or 180 min. Whole cell extracts were subjected to SDS-PAGE gel, transferred and
immunoblotted with rabbit polyclonal anti-MAP kinase antibodies.
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Fig.7. SDS-PAGE analysis of Fos in HSG-AZAS3 cells.

Cells were plated and incubated as described in Fig.5. Cells were treated with EGF (10 ng, ml)
for 0, 0.5, 1, 3, 6, or 9 hr. Whole cell extracts were subjected to SDS-PAGE gel, transferred and
immunoblotted with anti-Fos antibody. The arrow indicated the position of the specific band of

Fos.
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