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. Western blot of PISK-p85 subunit and FAK-125, after immu-

noprecipitation (IP) of Dynamin II and Myosin II antibodies in

NIH3T3 and Ras transformed NIH3T3 [NIH3T3(Ras)] cell lines
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ABSTRACT

The function of Dynamin II in NIH3T3 cell migration

Kim, Sang-Yeol

Advisor : Prof. Kim, Hak-Kyun, DDS, Ph.D.
Department of Dentistry,

Graduate School of Chosun University

Dynamin has been reported the responsibility to formation of nascent
vesicle in the endocytic and secretory pathways. Previously study, we
shown in the Ras transformed NIH3T3 cells that Dynamin II acts as an
intermediate messenger in the Ras signal transduction pathway leading to
membrane ruffling and cell migration. Also, the platelet-derived growth
factor treatment induced Dynamin II interacted with Myosin II in NIH3T3
cells. However, these results were not enough the evidence for relating to
between Dynamin II and Ras signal transduction pathway leading to
membrane ruffling and cell migration. Therefore, immunoprecipitation was
carried out to 1identify the potential relationship between Dynamin II
interacted with Myosin II and other Ras signaling molecule relating of cell
migration such as PI3SK and FAK. Our resultv- showed that the Dynamin
II association with Myosin II as a signaling molecule involved in NIH3T3
cell migration through the Ras/PI3K signaling pathway and this is
association with p85 subunit of PISK. Also, FAK is highly expressed with

Myosin II in NIH3T3 (Ras) compared with NIH3T3 cells and lower



expressed with Dynamin II. Confocal microscopy also showed the co-
localization between Dynamin II and paxillin by PDGF stimulation in
NIH3T3 cells. Also, Dynamin II was co-localized with actin filament in
immunofluorescence results. After stimulated or not PDGF and treatment
of actin inhibitor such as cytochalasin D in NIH3T3 cells have shown that
Dynamin II with Myosin II complex inhibited binding to the actin. This
result suggest that Dynamin II was localized in focal adhesion when

triggered cell migration and bind to actin filament component.

Key Words: Dynamin II, Myosin II, Ras signal, cell migration, platelet—
derived growth factor (PDGF), NIH3T3 cells
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Dynamin< GTPase @¥ A2 A AXuyo]YPA] Axo A} caveolaed
AEZW o] B ZAA oA Tl o]Fy FHE thFd AXA Y budding
HAe 7lojgcta el k1), sHAT HE oy 71HA dF+E S3 Dynamin

o7 AX W ol 715 9o actin®] &5, AXZE 4L (cytokinesis), T4
A

_4

A4 F (centrosome cohesion), MAP kinase A& A g Zglx HIo] #A#H=

APz Ao AFzAEL zdate v Y

LA =Y

e Aoz W AHu2-7).

o

Dynamin II¥= GTPase % 9, PH(pleckstrin homology) % 9, GTPase &=
o] AFFS =017 93 GED(GTPase effector) 9 9o i C-Eetol &=
SH3%9 9S 74+ B v a9dsy 2337l 998 PRD(proline/
arginine-rich) 9 02 o] F o]z t}(3).

MEZAL T8 awadoel Myosin 19 actinfA7F 238 ozx, ~E
2 ¢ = Aa5-#gk(focal adhesions) @/l AT AE WFolAY F=
H2S dogE FA2A A" th(g, 9). o+ Dynamin 119} Myosin 119

AFA7F Ras/Grb29t PDGF Alzdg #AoA Azdd EA24 75S
st ® A E A TH(10). AlEolF AMadEd HAe #AHd @ 2= phospho-
inositide Kinase-3(PI3K), focal adhesion kinase(FAK) 8] 3 paxillin % ©]
gom o] dMlAEL SH2 = SHYYS 7K 9loJA Dynamin 119} 2
4
g A Adv(dl). PBKe Fwiawe] pllod =dAw9el p8hz o Foxl
ool g A olth(12). p85 XM AT E SH2/SH3 %S 7HAaL glojA A=

A e AAsE tyrosinet7] 2 AE U tE FAEH AFsta o
" Aede Fuadey 2% sEs WA 7|7 = $(13). 1eal
NIH3T3A 3o Al PDGF 1%+ RaciAHE 39 RasAlazdgdy o] &
Aow defA dv14).

f
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L
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Aol 9la PI3KE 53 Az HES AFolsaw #Ho] dria



Focal adhesion kinase(FAK)-2 non-receptor protein tyrosine kinaseZ 4]
T A ERke] YA Eka(15) AlE Y] AL FUIRA R s A Bl
T 3oz d¥A dth16). FAK A& FafFwke] A4 e 28-S
ol AEoles 2ddte Aom dEAT7, 18). FAK w@¥d o] 3929 A
tyrosine f-ito] Ak=ro o3l QlAMStEW SH2 o] mrEojA&=dH o] AL
Aol Fxlst= FAK @A 75 dasth(19). FAKS Alx 9
714l 9l QlE ¥ (integrin) ¥ QAo 913 PDGF Aol oja) AlZ o

T FWets UlF Azdk ddse] gith(20). Paxilline Wd s o

it Ads vifska, N-2dhel 570¢] LD RE e C-deko] 4 749
LIM 9 % SH2¢ SH3 ¥ 9l 2% 5 U= F9A7F Arh21-23).

webd 2 AT s o Aol e MEeolEdd dwde
45 A Dynamin 1I¢] F+A A<l 7]%5& 7%t A Dynamin II ¢} PI3K,

FAK, paxillin 28] 2 F-actin®2] A& Aol s Lolr uxt a9t



1. M EZu) e

NIH3T3 A9} H-Ras7} @& 3e NIH3T3 AlXE+ 10% %2 FBS(fetal
bovine serum, FBS; Gibco-BRL, Grand Island, USA), penicillin G(100 U/ml),
streptomycin sulfate (100 pg/ml), amphotericin B(0.25 pYg/ml) 123l 2-merca-
ptoethanol(50 UM)<S % 7}38F Dulbecco’s modified Eagle’s medium(DMEM) <
Hjoyd o2 AL83t9al, 5% FER2 COF FA = wid7]olA vl st
H-Ras 7} ¥ @A 35 NIH3T3 A2+ Dr. J. S. Gutkind (National Institutes

of Health, Bethesda, USA)Z ¥ A & o} AF&3}]

2. PDGF, Cytochalasin D A &

NIH3T3AM XE 6 well =5 100 mm wf Aol v Yol AW
Aol A 60 %7kA e F Aol A& T 2441 %F Foll wFHE Al
DMEM 2.2 nmpiar 18413 ot @A o] fl= FEHE 4 shlvh 1843t
% PDGF-BB(Sigma, St. Louis, USA), 100 nM cytohalasin D(Aldrich
Chemical Company, Inc, Milwaukee, USA)Z 37 T oA 30%3+ 27 g

sl

3 % 9ud 33

Mo

PDGF-BB, cytochalasin D& A3 AEXE dARIE T3 =2 T
phosphate-buffered saline (PBS; 137 mM NaCl, 2.7/mM KCl, 4.3 mM
Na;HPOy4, and 1.4 mM KHoPOu, pH 7422 F W A2 sttt PBSE Al
A & T A EZg8 A(lysis buffer; 50 mM HEPES, pH 7.5, 10 % glycerol,

1 % Nonidet P-40, 0.5 mM EDTA, 5 mM Na3VO, 10 mg/ml leupeptine



and aprotinin, 5 Hg/ml pepstatin and 0.5 mM phenylmethylsulfonylfluoride)

I mle Y3 AZE 33 sk $08 AT/ Sl FHAL 6081
Qg oA FolE F 12000 rpm A 1087 4B T 2R wu

o] £FE 4EAS Astol 4@l g

9wy =& 3 A Y FEE 4 kit(Bio-Rad, Hercules, USA)E ©o] &
sto] AA AT WG 7F ol AFE3 protein G beadi= PBSE o] &3}o] A
of A= g F dwd 500 ul = H7Esd FEI = o
WA 3 protein G bead ¥ Dynaminll 3 A (Hudy-2; Upstate Biotech, Lake

Placid, USA) T+ Myosinll @A (hSM-V; Sigma)2}4 ColA 243+ Z+z}

HE-3-35} 91 U3 O gl A —pead-3A] BA = PBSE Al A5, 10,000 g o
A 57 AR SR YA B8 F o] BFA = 1 X reducing sodium

dodecylsulfate—polyacrylamide gel electrophoresis(SDS-PAGE) sample buffer
S Y3 58zt 7tgetda, dAEE ¥ AT HES SDS polyacrylamide
gel(15 %)ol #H719 % 3+ 2™, nitrocellulose(NC) membranes(Amersham
Pharmacia Biotech, Amersham, UK)o] ©@® =z S 27t}

i zlo] 27421 NC membraneS PBS-T(phosphate-buffered saline-tween-20)
o] 5% T2 FAHE A EF FHd blocking 39T Blocking ¥, 1x &
A Z A Dynamin II, PI3K-85(Upstate Biotech) ¥ 3 FAK-125 (Upstate
Biotech) &A1& 18A17F &<+ A stAch 12 A ¥+§ %, horseradish
peroxidase’} A% o] 9+ 23 A (Upstate Biotech)E 1A17F FoF wks-
gz wi=E AlZFEA7]7] 9@ chemiluminescence (ECL) kit
(Amersharm pharmacia Biotech)E AF&3t9th. YEld &l d wi== NIH
Scion Image software(version 1.1; Scion, Frederick, USA)E o] &3lo] A

3 35



5. ¥xAHUNAFAANE #F

PDGFE 2|3 NIH3T3 Aok A st @& AlZelA Dynamin II ¢}
paxillin® #AA A 9 A (co-localization)E ® 7] ¥ & Dynamin II ¢ paxillin
8} A (Transduction Laboratories, Lexington, USA)E o] A}£35le] W
BAME 423 ¥t Dynamin I ¢ paxillian @9 2-& 7837 98] fluo-
rescein®] A Z ¥ goat anti-mouse IgG2t TRITC7} A ¥ goat anti-mouse
IgeG 22} 3A (Biosource, Camarillo, USA)S Z+z} A} g3t A8 29~
Aol A #=k NIH3T3 Al EZ+= PDGF A2 $ PBS®E Al #3stal, 4 % parafo-
rmaldehyde& o] &3] 37 ColA 20% &< ZAAAHS AFLw, 0.1 % Triton
X-1002 o]&3}o] permiabilization2 433} AT} Permiabilization ¥, PBS

o 1.0 % ¥ X% 3] % bovine serum albumin< ©]-83}9] blockingS 3 1,

22 & Dynamin II9} paxillin &AE A ste] 37 CTolAl 1A &9
HES Ao 12 A wES & PBSE M #Hsta 23 dAE A sHA

F-actin ¥} Dynamin II1¢] $X& 237 Y3 01% Triton X-1002.2 5
7+ permiabilization 3dFi, blocking &l 1087+ ¥F3-A)z1 & FITC -
phalloidin(Aldrich Chemical Company, Inc)< g sl th. PBSE o] &3] A
H oA Hsta AE7F 9= AW Fd 2o Dynamin I 34 ¢ rhodamine] ¢
A 22 FAE A5 o PBSE A W Al slal, fluorescent mounting
medium & °] &3] AW ZF# 2= mounting 3dte], FERANAFAIER A
(TCS400; Leica, Wetzlar, Germany) 2. 2 #3991t} Mounting & YERG A
< ScanWare 5.0 (Leica)& °©]-&3}o] &<l 3% 3, Adobe Photoshop software
(version 7.0, Adobe Photo Systems, Mountain View, USA) AXE o=
o] gsto] tAE3}t &3

g-91sl7] 93 Origin version 7.5 statistical software



(Microcal Software, Northampton, USA)E ©]&3}lo] t-test & ANOVA

2HE £ Ak £005E BATHOE oA Holsh e olv)we,



m. A 23

1. NIH3T3 2 NIH3T3(Ras) A X4 Dynamin II®+ Myosin
II®] PI3K 2 FAK# 9 9484

ATz AG G Ao A PIBK FHo|A dojubil 1= Dynamin 19} Myosin 119
AZE Lol 7] 98 PI3KS FAKe| thaled w279 (immunoprecipitation,
IP)S o] &3 HYuMAHNEZHE FP5A Tt [PZ 3 Dynamin 119} 233

PI3BKY A2 A4 NIH3T3 Al2o|A] Hrt} Ras7F #dd ¥ NIH3T3(Ras)

%

Ao F ¥ F7Fst 9 th(Fig. 1A). 3FA % Myosin 19l Z2 338k PISKe] -2
NIH3T3 A3o|A Ht} NIH3T3(Ras) AlEolA A F7FstA oh(Fig. 1A).
PI3K+= NIH3T3A E0 A4 Myosin 19 283 v 2§ v Dynamin 119 2
ol o 7t o] #EAEHAHFig. 1A). FAKS Ras7F #2d ¥ NIH3T3(Ras)
M Eo|A Myosin 112} AFge u W&o wo] F7FF AT, Dynamin 119} 2
g v 2 2d o] o wekth(Fig. 1B). o] A NIH3T3<9F NIH3T3(Ras)
A3t PIBKY @ AUy Aol sk ohFig. 1A).

_>L
=
<
@]
28
]
=
o

22 3 NIH3T3 M XA Dynamin II%

H ool e NIH3T3 A|*o] PDGFAES FUS 2% Dynmin 17}
paxillian®} #& R0 A=A JFEZ Lolry] s F3F ¥ A (Fig.
2A2). PDGFE AH#3stA &2 NIH3T3 AlXolA Dynamin II ¢ paxillian<

Axer FREs g 7gAgd g4 A st Ae 3EFE S A
(Fig. 2A2). =3 PDGFE A g3d NIH3T3 Al Z7F £ 534S wE= AlEAY
A Befow WEstE AL #FE I £ JdAY(Fig. 2B). Fejdel Wtz

o913 A XU Dynamin II9} paxillin® A E¥X+= AXo 2 #3 ZAg B



To 2 T A(Fig. 2B).
TS oz Al¥ols A YEhve MEZFAY AFA oA Dynamin 119}
AxZ24 aild Fofl 3149l actine]l A HASF=AE Lolry] Y& W

g3 APS FAHAt AL A A F 0L HAA acting @

AzA e 7pgarg el vdeive Ae 4+ A TH(Fig. 30).

322 Dynamin II ¢ AlXx=7 gdwdo] 2HAQ BAE Lolr7] 93]
NIH3T3 Al £ PDGF ¢} cytochalasin DS &3 ¥ Myosin II &= o]
g5t IP APS FHsAHFig. 4. PDGF & A#]g NIH3T3 Al
Myosin II @A & o] &35}o] IPE 43353 Dynamin II 23 AE=E 3
A3 PDGFE AgstA &L dxatoel vl&f &3 4ol F7HdeS & + A
ATt AT cytochalasin D& A 2] % NIH3T3 A|Xo|A Dynamin II &

=

< tEw B PDGFE A2l ol wle] 5453 dadlas o 7 AT

M

T

=

st PDGF 9} cytochalasin D& # o] 2 gk NIH3T3 Al ¥+ cytochalasin D

1-

d

b A el ¥l Dynamin II 2@ 0] $7Fske 23S debdld



od Aol Al NIH3T3 Al % Ras7b &% ?l NIH3T3 A& o] &%

Ras A& 44 7] A AT A Dynamin 19 7k wid] g g 5%

(o
=

2

ry

Ras A& d &2 3A o)A Grb2, Dynamin II 223 Myosin II &< A%
of o3l o] FEHAHT Mxo]Feol #HFATH10). AR Al EZo]F T}
¥ Ras AZAZAANA the BAsHe] @A Fio] oo meba,
NIH3T3 AlZ A Ras 250l o] Mxelsd =AFAel #ofsts EAE
3} Dynamin 119} #AS 79 atx 9

RasE ofefZ 229l PI3KS Zvj w99l plldas] GTPE o] &3] A4

o

(

r

Aoz Agadtta LA Ath24). PIBKY sx& FA7d s AxeA
= YA yelyAw PDGF(platelet derived growth factor) #&< A3z =
Astd Srbehs Ao Ha FHATH25 26). THAEe] PDGF-BBE
A g F PIBK AAIQl LY294002& #H7tet¥ Al o]Fo] W& we
O dE A T27). 3 Rakhit 5 PDGF7F 7| =% & A Z (airway smooth
muscle cells, ASMs)olA Grb2 +% T &l Gabl® Gi-mediated tyrosine
AAsLE Ap=3tar, o] g A4S = Gabl-Grb2 A3 ¥ PI3Kla’l A2+

Zasitty 27 9. 28l PI3K7F vt #A © 2 Dynamin 11919
AZS A3 olgty AF FFATH2Y). . A2 [P 243 Z3 Dynamin II
9} Myosin II&= PI3K®] p8 FxA <t dZ% 1, Ras/PI3K A& A Ao #d
AL o2 eyt wekA Dynamin [IE Ras/PI3K A& A A ¢} #d

ggog FEI AMaias FAK({ocal adhesion kinase)o]th, ©H® A4

52 tyrosine¢] ¢1AF3EE ppl25FAK7ZF Grb2e] SH29 o A Ao =

m

et A w3 H(monocyte)ol Al o] # e A= GTPase Dynamind

Aol g Aow HWIEFAT(29). AHFEAZNA FAKS tyrosine?l AF3}

_9_



v AEZ7F AEe7I A FAeted dasitha gl A om(30), w4AF
Aol o] =7t" TW HZE=o] FAKS Myosin II &3 713& S =

A BA W F29 43024 NIHIT3 AlZolsS 58 Aolga Aot
r}(31). 3 FAKS =2 = 4% 7|5 7FX31 9o]A PI3KS 7o)
TZ9 5o AHEE ¢ B BAES Zo] Solu AERZ W39l actin

AEZEZA] A 23S ZZAZT32). o]yt o8 AFES vtFoe=z g
aAdE HFANA FAKFWH A2 Dynamin II =+ Myosin [I9}2] A3
AE ZAbe7] flste] IP WS Fal FAKS @d s dobr gt
ol 3 AF 152 A3759 MCF73 22 ek dAEA A acting
A4 FAK/PI3K/Rac-1 A1Z & &3] olFolxltt B st tH(33). =
gE dF 1FL2 nocodazole A7 & FAK % Dynaminol] &3 = AH %
HH(focal adhesion)®] siA7F dojdties & Ho] Fovh =3 A <t
Dynamin¥} FAK-2 = &5 2Hgke] &4 9 x]&) Az,
olF B olFA YUY MEY FAFAN FEsty wWstE el skl
t(34). A AddgE AFEF} 2 A9 AF}EZ Dynamin 7} Al Eo] 5

2 98 FAK ¥ 2ol Ho] NERAZA H§L & Aol AL

Dynamin®] &A= Al

H~l

AN T 5 9

Paxillin®} FAK#Z 2 v 9-d3 &9 A (multi-domain adapter) =+ ] o

& s Aoz wenh3). A¥®E ATelA ¢ PDGF AS ¥
NIH3T3 A9 o] FEst Ao S4& fe A #F s, o

Al71¢] Dynamin 119} Myosin [I7} 5 €3 9o $Agt= 2 B3t

H~l
Hl
B>
1
2
[-'E
o

(10). T3 lysophosphatidic acidE 8] d NIH3T3 A=
~EY A AR A @A E paxillin® actin®] syndecan-4%} Dynamin

ek A= 34 At Jd&5S 88 Wrh35). Dynamind H3 A< =7t

_10_



A" AFEAEGB6) 2 A A EE7)o A actine] F 53 phagocytic cup?)
A4 F5 9o 2o e oz WA= . 89 dAFEAAE
PDGFE A28 NIH3T3 A% A Dynamin I} paxilline] 2| Euj o] ¢
Aol AL #AZ dF oH(Fig. 2), £3 Dynamin IIE actin¥ %= 74 ¢

A 4 F AU (Fig. 3). o] e 23 EL Dynamin 117} PDGF A=

-

of 98 actin MEZ=7 FA4 FA MEols FAHoA Myosin II ¥k ©
Yz} paxillin¥ = A #o] o A& Dynamin I[I7} A EZFZF Tz
Aslo] #HHo] At A& AlAFgHT

Al A1 cytochalasin DE #28] 8 & Dynamin 119} Al ¥

o
BN

=
ACh
>
o

o

jp
j)

ofl,
o,
12

=7 guldse] AHHQ Add S dolE %tk Cytochalasin % 7 ol A
WA actinAAFY] ZFAI R Eol A2Este] HHFWMEA acting] AZAE

;HAZS Walgot. 1 AY actindAbE B35l actin T gl A EH TH(38).

W

IP 438232 Dynamin 119} Myosin II 53] & cytochalasin D} PDGFZ
Ae] gk NIH3T3 AlEZolA actinfl2=249 4 #A F¢ actiny A4 &
T A= AE AA sk

A2H o7 B dAFE %39 Dynamin [I¥ PDGF A =o] 93 AEzZ
o A Al actin® ZHsta AE olFS oF7]d= Ras AlsolA PISK9t

L
FAK3} @4 A&242 449te 4% F9sac.

_11_



=8z =

NIH3T3A X o]l 53 AANXN Dynamin II% 7]%

Dynamin AUl o] 42 8] A YeEly= ALY JAS T
st Aow g ok B Aol A FAE Aol A Ras AAE H
DHAA FA H3E NIH3T3 Al2E ol&e A48 A, AxSFE 2 A
xolsd #HHE Ras Aaded AAA Dynamin II7F S3F wi7iA] A4 &&
st AL W T = A4 NIH3T3 Al ZFol 8294 %A A (platelet—
derived growth factor, PDGF)E 2 @< w Dynamin II®} Myosin II¢]
2%E Fedte As He . AR oy Adse AXTYGFFolv
M EolE Al Dynamin II ¢ Ras Ao dE AA Alole #AAE FHel7de
REF AT g, B dFol A= Dynamin 119} Ras Az dAG A Aol A A
FolFa A Atk delF PI3K, FAK, Paxillan “18] 3L actin AlAF9}2]
AAAE S Bl A skl

A8 A3}, Ras/PI3K 4l AAS F3 NIH3T3 Al*E 2] o]% 9 Dynamin

}01'
r_u

II¢} Myosin II Z¥ o] dazdzA dAddvs As & 5 AJH. =3
FAK> A7 NIH3T3 AlZXEt Rass % Hd A7l NIH3T3 Al 4 Myosin
I =% 34 =2 F5o=2 28 392 Dynamin %= @S o= o
ottt Fx Aol AFA AN B S o] 83 BEA = PDGF A=l 9@

NIH3T3 A ¥ oA Dynamin II9} Paxilline] #Zo] X3 HES B £ 9

_12_



Aok, 28 HYHFHEE o] &3 Ao = Dynamin II 7} actinAlAFe A

HAA AAG FES AFE 4 9} actin 9 A E& 2 Cytochalasin DE

NIH3T3 Al Eo AFd 28 3 & PDGFE A gAY a4 && A=
Dynamin 119} Myosin II A4 7} actino]l Z&st= RS Walstes Aoz
veEbs . whEka] o2 3t A2 Dynamin 1= Al XEo]Fol #olsts oz

o
2 e EwA

o
o

x

i3

shed B @dn @ 5 A

_13_
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Fig. 1

Fig. 2

Fig. 3
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(A) Western blot of PISK-p85 subunit, after immunoprecipitation
(IP) of Dynamin II and Mpyosinll antibodies in NIH3T3 and Ras
transformed NIH3T3 [NIH3T3(Ras)] cell lines. The histogram
shows the intensity of PI3K-p85 subunit expression on Dynaminll
and Myosinll. The *p<0.05 versus 1 and 3; 1 and 3, NIH3T3cells;
2 and 4 NIH3T3(Ras) cells. (B) Westernblot (WB) of FAK-125,
after immunoprecipitation (IP) of Dynamin II and Myosin II
antibodies in NIH3T3 and [NIH3T3(Ras)] cell lines. The histogram
shows the intensity of FAK-125 expression on Dynamin II and
Myosin II. Data were represented as mean * standard deviation of

four separate cell preparations.

Subcellular localization of Dynamin II-paxillin complex is increased
and changed by treatment of PDGF at 30ng/ml. A-A2, resting
cells; B-B2, PDGF stimulation for 30 min. Arrow heads indicate

colocalization of Dynamin II and Paxillin. Scale bars, 5um.

Co-localization of Dynamin II and F-actin is restricted to narrow
limits of rim in frontal and rear plasma membrane. A, FITC labeled
phalloidin; B, rhodamin conjugated Dynamin II; C, merge image of
A and B. Arrow heads indicate colocalization of Dynamin II and

F-actin. Scale bars, 5um.
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Fig. 4 Immunoblotting of Dynamin II binding to Myosin II in NIH3T3 cells
is treat with platelet-derived growth factor (PDGF), cytochalasin D.
Lane 1, lysate of NIH3T3 cell; 2, stimulation of PDGF at 30ng/ml;
3, 100nM cytochalasin D; 4, PDGF plus cytochalasin D. The =

2<0.05 versus 3 and 4.
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Figure 1. Western blot of PI3K-p85 subunit and FAK-125, after
immunoprecipitation (IP) of Dynamin II and Myosinll

antibodies in NIH3T3 and Ras transformed NIH3T3
[NIH3T3(Ras)] cell lines.
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Dynamin IT Paxillin Overlap

Figure 2. Subcellular localization of Dynamin II-paxillin complex.

Figure 3. Co-localization of Dynamin II and F-actin.
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Figure 4. Western blotting of Dynamin II binding to Myosin II in
NIH3T3 cells is treat with platelet-derived growth factor
(PDGF), cytochalasin D.
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