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[ Abstract]
transition (EMT) in non-small cell lung cancer (NSCLC) through the phosphatidylinositol 3-kinase/protein kinase B (PI3K/Akt)

Objective: To investigate the mechanisms by which oxyresveratrol (OXY) inhibits epithelial-mesenchymal

signaling pathway. Methods: Cell counting kit-8 (CCK-8) assays were used to determine the survival rates of A549 and H1299
cells treated with different concentrations of OXY , and appropriate concentrations (0, 30, 60, 90 wmol-L") were selected. The
effects of OXY on the proliferation of A549 and H1299 cells were evaluated using 5-ethynyl-2’-deoxyuridine (EdU) assays and
colony formation assays. Wound healing assays and Transwell invasion assays were performed to assess the effects of OXY on cell
migration and invasion. Western blot (WB) was used to detect the expression levels of Snail, E-cadherin, N-cadherin, and
Vimentin in A549 and H1299 cells. Network pharmacology and molecular docking were applied to predict the mechanism of action
of OXY, and WB was used to evaluate the effects of OXY on proteins in the PI3K/Akt signaling pathway. Rescue experiments were
conducted using the PI3K/Akt signaling pathway agonist 740Y-P. Under activation of the PI3K/Akt pathway, the effect of OXY on
proliferation, migration, and invasion phenotypes, as well as on the expression levels of PI3K/Akt pathway-related proteins and
EMT markers (Snail, E-cadherin, N-cadherin, and Vimentin) , were examined. Results: In the forward experiments, CCK-8
assay results showed that, compared with the control group, the survival rates of NSCLC cells in the OXY-treated groups
(20-120 pmol-L") were significantly decreased (P<0.05). The half-maximal inhibitory concentration (IC,,) values of A549 and
H1299 cells after 48 h of OXY treatment were 113.6 wmol-L" and 92.53 pmol-L", respectively. Therefore, concentrations of 0,
30, 60, 90 pmol-L" were selected as the gradient for subsequent phenotypic and mechanistic studies. Compared with the control
group, the proliferation rate, colony number, migration rate, and invasion number of NSCLC cells in the OXY groups (30, 60,
and 90 pmol-L") were significantly decreased (P<0.01, P<0.05). WB results showed that, compared with the control group, the
protein expression levels of Snail, N-cadherin, and Vimentin in NSCLC cells of the OXY groups were significantly decreased
(P<0.05) , whereas E-cadherin expression was significantly increased (P<0.01). Network pharmacology and molecular docking
results indicated that OXY could act on the PI3K/Akt signaling pathway and exhibited good binding affinity with PI3K and Akt
proteins. Further WB results showed that, compared with the control group, there were no statistically significant differences in the
expression levels of PI3K and Akt proteins in NSCLC cells of the OXY groups, whereas the expression levels of phosphorylated
PI3K (p-PI3K) and phosphorylated Akt (p-Akt) were significantly decreased (P<0.05). In the rescue experiments, compared with
the control group, the proliferation rate, colony number, migration rate, and invasion number of NSCLC cells in the 740Y-P group
(15 pmol-L") were significantly increased (P<0.01). Compared with the control + OXY group (90 pmol-L"'), these indices in
the 740Y-P + OXY group (15 pmol-L" + 90 wmol-L") were also significantly increased (P<0.01). WB results showed that,
compared with the control group, there were no statistically significant differences in the expression levels of PI3K and Akt proteins
in the 740Y-P group. However, the expression levels of p-PI3K, p-Akt, Snail, N-cadherin, and Vimentin were significantly
increased (P<0.05), while E-cadherin expression was significantly decreased (P<0.01). Compared with the control + OXY group,
there were no statistically significant differences in PI3K and Akt protein expression in the 740Y-P + OXY group. However, the
expression levels of p-PI3K, p-Akt, Snail, N-cadherin, and Vimentin were significantly increased (P<0.05), while E-cadherin
expression was significantly decreased (P<0.05). Conclusion: OXY inhibits the PI3K/Akt signaling pathway and suppresses the
EMT process, thereby exerting anti-metastatic effects in NSCLC.

[Keywords] non-small cell lung cancer; oxyresveratrol; phosphatidylinositol 3-kinase/protein kinase B (PI3K/Akt) ;
epithelial-mesenchymal transition (EMT) ; proliferation and invasion
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Table 1 Effect of OXY on viability of A549 cells (x+s5,1n=6)

s e 7 240D A AT /%
/wmol-L™ o4 48h 72h
ISE:| 100.00+£0.00  100.00£0.00  100.00+0.00
OXY T 20 101.41£1.45 100.10£2.61  102.00+2.08

40 98.58+1.47  98.19+2.82%) 100.34+2.02"

60 97.55£2.13  93.88+4.45"  91.68+2.99”
80  95.14+3.40% 72.94+3.82” 68.66+1.14”
100 85.07+4.60%  55.62+4.34%  37.60+1.26”
120 76.01+4.50%  43.13+2.30°  25.39+0.72%

s 525 4 # VP<0.05,2P<0.01(F 2-F& 11 )

R2 OXY X H1299 AAE MR RN (x+s,n=6)
Table 2 Effect of OXY on viability of H1299 cells (x+s5,7=6)
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fumol-L" gy 48 h 72 h
R 100.00+0.00 100.00+0.00 100.00+0.00
OXY T4l 20 98.44+3.61 100.35+4.33  96.54+7.90"

40  95.90+4.28" 91.05+3.63% 71.14+4.47%
60  90.94+4.50% 72.91+2.05% 51.10+271%
80  84.69+3.83% 54.76+2.117 32.76+2.35”
100 75.48+2.22% 41.73+1.81% 24.10+1.27%

120 65.40+2.27% 35.04+1.24% 18.14+1.60%

3.2 OXY % NSCLC 4 Jifs 1 % 1) 5% Wi

3.2.1  OXY XT A549 41 fifd \H1299 41 Jifg 34 5 fE /7 i 52

o 528 HA A, OXY 4 A549 4 L (H 1299 41 il
. 50 .

3 B A SR AR [ (P<0.01) , & W] OXY Al 4]
T NSCLC 4 o ry 3t . WL 3,181 1.1 2,
R3 OXYX A549 H1299 HAAIEFHRI 400 (X+s,n=5)

Table 3 Effect of OXY on proliferation of A549 and H1299 cells

(x+s,n=5)

H T 2R /%
215 e /umol- L
A549 H1299
=kl 45.55+1.40 53.67+6.13
OXY ik i 4 30 37.16+2.13% 29.71£0.77%
OXY i J¥ 41 60 25.74%1.02% 23.15£1.73%
OXY o Mk B 4 90 20.23+1.66 17.1120.84%

HoeChSt ----
w ----
A B () D
A S 4L BOXY MR IE 4 ; C.OXY Ik 4] ; D.OXY =
FE 4 (& 2-F& 8 TA))

1 OXY X A549 2R IEFE B F 0 ({18 2 W REE, x100)
Fig. 1 Effect of OXY on proliferation of A549 cells (inverted

luorescence microscope, *x100)

A B C D
B2 OXY Xt H1299 48 & 78 i) 24 ({5] 2 2O Wi Bi, < 100)
Fig. 2 Effect of OXY on proliferation of H1299 cells (inverted

luorescence microscope, x100)

3.2.2  OXY XF A549 4 il \H1299 4 iy 52 B fig J) 19
W 5o A B, OXY 41 AS49 4 g \H1299 4
Jifd 50 B 3 e D (P<0.01) , F BT OXY AT 3 4l
NSCLC 4 i iy 5o B, H H A W E R . W
4 K3,

3.3 OXY f] & Z M NSCLC 4 ig 1T #% Fl = 28
3.3.1  OXY XF A549 41 il \H1299 41 g iT #% 6 1 1Y
P 5o 4R, OXY H R AT A BE B i 4
F(P<0.01),Jf HiER IR & S5 EF R 2IE 0, 52590k
FER R, R OXY B A i A549 41l \H1299 21
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F4 OXY I A549 HI1299 A IER A BER (Fts,n=3)
Table 4 Effect of OXY on clonogenic ability of A549 and H1299

cells (x+5,n=3)

; B A A
15 wE
/wmol- L A549 H1299
s 466.33+28.02 401.00+11.53
OXY I e & 41 30 355.00+28.80”  305.00+7.00%
OXY " 41 60 117.33+9.50% 265.00+7.00%
OXY o e & 41 90 66.67+1.53% 183.00£10.44%

A549

H1299

A B C D
B3 OXY 3 A549 . H1299 4ARE 5T FE T B AR I (45 hh%5)
Fig. 3 Effect of OXY on clonogenic ability of A549 and H1299

cells (crystal violet)

MR REE . kS K4 k6. KS5,

£S5 OXYX AS49WAATE B AN (x+s5,n=3)
Table 5 Effect of OXY on migration of A549 cells (x+s5,n=3)

a5 e i ‘ T /%
/wmol- L’ 24 h 48 h
24 42.06+0.83 60.46+0.88
OXY ik i 2 30 32.00£0.522  41.41£0.39%
OXY Hrife & 41 60 16.15£0.33”  29.28+0.53%
OXY i ¢ i 21 90 5.31+0.27% 11.75+0.34%

24h

B D

A
4 OXY X AS49 4HARER AR M (f8] & & 505, <100)
Fig. 4

C

Effect of OXY on migration of A549 cells (inverted
microscope, x100)

3.3.2 OXY X NSCLCHIfiEfRZEmE 1 sgm S22
4L 58, OXY 4% e FE 41 A549 4 il . H 1299 41 g i
12 284~ %0 W/ (P<0.05, P<0.01) , H 55 OXY ¥
BER R, R OXY 0l 1 AS49 4 Jifd \H1299 4
MR R7E. WET. 6.

£6 OXYX HI299 AT B HIRIM (xxs,n=3)
Table 6 Effect of OXY on migration of H1299 cells (x+s,n=3)

w5 e i ERR%
/pmol-L"! 24h 48h
2 H A 22.09+0.37 81.73+0.19
OXY Ik ¥ FE 21 30 13.35£0.19” 30.58+0.24%
OXY Hife i 41 60 8.08£0.37%  20.04+0.25%
OXY i e FE 41 90 5.14£0.24” 7.72+0.44

Oh
24h

48 h

El5 OXY 3 H1299 40 M E# s &0 ({8 8648, x100)
Fig. 5 Effect of OXY on migration of H1299 cells (inverted

microscope, x100)

R7T OXY I A549 . H1299 AR E M (X+s,n=3)
Table 7 Effect of OXY on invasion of A549 and H1299 cells (x+s,
n=3)

e i 2B
/pmol- L A549

ikl
H1299

25 H 4L 1 533.33+66.15
OXY 1k & 41 30

OXY Hf BE 4L 60

1499.67+102.62

1176.33+46.18"  1278.67+56.86

1 030.00+52.14% 867.00+£47.44%

OXY [ Ve B 41 90 705.67+126.50*  722.33+72.78”

A549

H1299

A B C D
El6 OXY X A549.H1299 AR MM (45 %, x100)
Fig. 6 Effect of OXY on invasion of A549 and H1299 cells (crystal
violet, x100)

3.4 OXY X NSCLC 4fi il 1t EMT JC #4511 3R 5 (1)
o 5o A R, OXY 41 A549 41 . H1299 4
v EMT %48 %5 1 (Snail \N-cadherin . Vimentin ) 7
IROKOF 3T R, 22 5 B it 2 L(P<0.01) , 1M
E-cadherin & [ Rk 83 F I+, 25 B A ST 2%
B (P<0.01), H ¥ H A v B2 AR B ME . UL 3R 8.
#£9,H7,
. 51 .
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R8 OXYITAS49HMF EMT XEE B RIZWFEM (F+s,n=3)

Table 8 Effect of OXY on EMT-related proteins expression in A549 cells (x+s,n=3)

21 5 e & /wmol - L E-cadherin/GAPDH N-cadherin/GAPDH Vimentin/GAPDH Snail/GAPDH
2 H4 0.32+0.06 0.87+0.03 0.83+0.10 0.94+0.03
OXY ik i 41 30 0.47+0.03> 0.47+0.03 0.59+0.04% 0.69+0.05
OXY Hhife i 41 60 0.71+0.13? 0.34+0.04> 0.45+0.03% 0.55+0.02%
OXY i vie 41 90 1.11£0.07* 0.20+0.06> 0.38+0.01> 0.37+0.03
£9 OXYXHI2MAMAP EMT XBEAREMNEZIE (x+£5,n=3)
Table 9 Effect of OXY on EMT-related proteins expression in H1299 cells (x+5,7=3)
215 #e ¥ /wmol - L™ E-cadherin/GAPDH N-cadherin/GAPDH Vimentin/GAPDH Snail/GAPDH
=K 0.53+0.05 1.06+0.10 1.06+0.16 1.05+0.09
OXY fIk v Ji 41 30 0.72+0.09” 0.78+0.01% 0.82+0.09” 0.83+0.03%
OXY e Ji 4l 60 0.84+0.11% 0.63+0.08” 0.72+0.07% 0.70+0.09%
OXY 7 e Ji 41 90 0.95+0.07> 0.39+0.26 0.18+0.04% 0.54+0.02
AS549 H1299 PI3K. Akt £ LK L # , 2 F L4 it % 3 X
E-cadherin FEE R s e s e 140D p-PI3K . p-Akt £ ik K V- B & OXY e i 7t i &5 F B¢
N-cadherin gy s B w0kDe s (p<0.05,P<0.01). TLIEI8,F 10, 11,
Vimentin gup e e = G = = S4kDd A549 11299
snail W WS 2 W T W i PI3K g o o s S e s 85 kDa

GAPDH s qup esep eww D quue "D @S 36 kDa
A B C D A B C D
E7 A549.H12994Hff1sh EMT X B E A FKIAB )

Fig. 7 Electrophoresis of EMT-related proteins expression in

A549 and H1299 cells

3.5 AWELSFSIER WA YIE RS
Ab AR #) OXY 5 JE /N 40 M il 9 2g 4 R At
197 A~ , 38 3o 0 1% 45 31 % 2 A K I F 52 /& (EGFR) .
B 41 i bk I 988 -2 (Bel-2) e K 2K H il -3 (Caspase-3)
Aktl i Z 4K 1(ESR1) HK 70 76 11 90a K% A
L 51 1(HSPOOAAT) | Jit i A DA i 2 2 2 11 A il
(SRC) .Bel-2 ¥4 11 1(BCL2L1) \Harvey Kl [N %8 i
B L A ) U M) (HRAS) 5 A il 3% il -38
(GSK3B) 10 4~ #% .0 FE H o X 38 48 3k A ik A7
KEGG il i & % 7 #r , .78 PI3K/Akt j& OXY 1E H
TNSCLCH FEF S Z —. o FAHEGRE
7~ Akt 5 OXY 45 A i b -7.07 keal-mol™, 7€ OXY
51080 3 oy X Es R A a0 = . sk
OXY 5 PI3K 4% 4 BE M —6.542 kcal-mol”, #£ /5 OXY
5 P3K Akt B Bk 455 A8 1 o W 4% 25 B2 I
O3 T 2 45 S L3 A R BRI A R

3.6  OXY nJ it 2§ il NSCLC 41 jg /b PI3K/Akt {5
Sl R L TR FRIK Western blot I ¥ I #F 58
RN, 5 A LE, OXY 4 NSCLC 4 Ml iy

. 52 .

P-PI3K s — O — - 85 kDa

AKL s e S S S R SRR S 65 kD2

D-AKE s S S e SR SR SR e 65kDa

GAEDH T —— — — — w— 36 kDa

A B C D A B C D
El8 A549.H1299 4 i & B Rk B ik
Fig. 8 Electrophoresis of protein expression of A549,H1299 cells

R 10 OXY 3t AS49 M PBK/AKt S SEBRE A RENHIN
(X+s,n=3)
Table 10 Effect of OXY on expression of PI3K/Akt signaling

pathway proteins in A549 cells (x+s,n=3)

a5 W% PI3K  p-PBK Akt p-Akt
ZH 0!

jumol'L”" /GAPDH /GAPDH /GAPDH /GAPDH
25 4 0.81+0.03 1.13+0.18 1.01+0.08 1.03+0.05

OXYEMeEZH 30 0.78+0.10 0.86+0.03" 0.95+0.12 0.85+0.06*

OXY HP¥eEZH 60 0.81+0.23 0.52+0.14% 0.97+0.14 0.72+0.04%

OXY @HeE2H 90 0.79+0.18 0.23+0.14% 1.03+0.19 0.51+0.01%

3.7 PI3K/Akt{F = i P& ¥ 3h ) 740Y-P A] ¥R 45 3 %
OXY il A549 41 L4 58 & 52 4l L,
T40Y-P 2H A549 41 L . H 1299 41 Jifd i) 14 5 28 Kz o [ %k
R ERIN(P<0.01) , B 740Y-P il kb FH 8 A7 25 4
TR A549 H1299 40 Ml 3% 5 ; 5 25 H+OXY A L #K
740Y-P+OXY 41 A549 4 il \H 1299 4 i (%) 14 55 2% 2
TR N (P<0.01) ., W 740Y-P AEWS 1E—
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11 OXYXHI2MMERRIEMFME (x+5,1=3)

Table 11 Effect of OXY on expression of PI3K/AKkt signaling pathway proteins in H1299 cells (x+s,n=3)

21 51 e /wmol - L™ PI3K/GAPDH p-PI3K/GAPDH Akt/GAPDH p-Akt/GAPDH
S H4 0.89+0.04 1.08+0.09 1.08+1.00 1.2240.05
OXY ik i 41 30 0.93+0.21 0.92+0.11" 1.08+0.05% 0.91+0.03”
OXY e 41 60 0.97+0.29 0.68+0.09” 1.14+0.04% 0.79+0.07>
OXY 1o e i 41 90 1.00+0.32 0.36+0.04> 1.090.05% 0.54+0.11%

AR | OXY X NSCLC 4 B 38 5 1) 30 4l 18
M. WE12 3213, K9-K 11,

F 12 740Y-P B 4b B 5, OXY XF A549, H1299 48 Al 15 3H #Y & )
(% £ 5,n=5)

Table 12 Effect of OXY on proliferation of A549 and H1299 cells
following 740Y-P treatment (x£s,n=5)

-~ vk BB %
/pmol-L"! A549 H1299
sk 18.52+0.52 32.40+4.49
740Y-P 4 15 33.7542.06°  49.99+1.43Y
2 F+OXY 41 90 9.41+0.79 13.46+0.93
740Y-P+OXY 41 15490 14.10£0.52%  20.46+1.65"

5 2 |4 H 8V P<0.05, PP<0.01; 5 % (1 +OXY 4 [
3 P<0.05,YP<0.01(F 13-£17/7)

R 13 740Y-P i 4b I 3t AS549,. H1299 40 A 55 B T2 AL MO B T (s,
n=3)

Table 13 Effect of OXY on clonogenic ability of A549 and H1299
cells following 740Y-P treatment (x+s,7=3)

e pE i B 3 A
#4151 ,

/wmol-L A549 H1299
7S 4 326.67+10.60 324.67+10.50
740Y-P 41 15 465.67+10.97”  428.33+5.86"
Z3 H+0XY 4 90 147.00+9.54 213.33+10.02

740Y-P+OXY 41 15+90 285.33+8.14"  288.67+10.50"

Hoechst

EdU

Merge

A B C D

WA A H 4 ;B.740Y-P 4 ; C. 55 H+0XY 4 ; D.740Y-P+OXY
A (E10- 1517)
B 9 740Y-P T &b 32 XF AS49 40 A 1 5E B B M ({5 98Ok B
Bi,x100)
Fig. 9 Effect of OXY on proliferation of A549 cells following

740Y-P treatment (inverted luorescence microscope, x100)

A B & D
10 740Y-P 75 &b 32 xF H1299 40 B 38 58 69 25 i (3] & 240 W3
i ,%100)
Fig. 10 Effect of OXY on proliferation of H1299 cells following

740Y-P treatment (inverted luorescence microscope, x100)

11 740Y-P 7 4b 32 XF A549, H1299 20 B 35 B& 72 B 89 22 i (4%
i %)

Fig. 11 Effect of OXY on clonogenic ability of A549 and H1299

cells following 740Y-P treatment (crystal violet)

3.8 PI3K/Akt{F 5 i # ¥ 2l 57 740Y-P 1] & 43 i 5%
OXY #Mifil A549 4 i # AR 22 MR 525 1A
FL#5,740Y-P 41 A549 4 il \H1299 411 g (3 55 K Fn {2
22RO TR (P<0.01) , K W] 740Y-P i 4b B AT A 24
B4 5% A549 H1299 41 il F8 FI= 2% ; 525 1+ OXY 41
Fe#2, 740 Y-P+OXY 2H A549 4 ifd \H 1299 41 Jifd it 1T 7%
R B B3 T (P<0.01) , W 740Y-P fEf%
T —EFEE FifE OXY X NSCLC 41 il i £ Fil {7 78
FEIE R . WL 14 3R 15,18 12-18 14,

3.9  740Y-P ] #4305 OXY X PIBK/Akt {5 5 i %
B3 VR D B X EMT G R EER 5
25 41 L, 740Y-P 41 NSCLC 40 it f PI3K , Akt 2K
28 K e, 22 7 g h 273 X, 1 p-PI3K .
p-Akt % ik KV 35 1w (P<0.01) , JF H EMT G4

. 53 .
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14 T40Y-PHLIEE,OXY X AS49 AT B RN B (x+s,n=3)
Table 14 Effect of OXY on migration rate of A549 cells following 740Y-P treatment (x+s,n=3) %
A549 41 iy H1299 4 ff
215 e /umol - L
24 h 48h 24 h 48 h

2 H4H 30.20+0.59 40.81+0.59 13.99+0.61 36.60+0.37

740Y-P 41 15 42.77+0.41% 75.58+0.25% 31.49+0.81% 61.69+0.63%

25 [1+0XY 41 90 17.1440.84 24.11+0.41 3.30+0.25 11.51+0.31

740Y-P+OXY 4 15+90 25.58+0.65" 37.00+0.66* 9.41+0.82Y 26.20+1.17%

R 15 740Y-P F L5, OXY X AS49. HI1299 AR Z K 1E R
(X+s,n=3)
Table 15

following 740Y-P treatment (X+s,n=3)

Effect of OXY on A549 and H1299 cell invasion

a5 e i 22BN~
/pmol-L" A549 H1299
2 HUA 1349.33+91.43  1303.33+19.04
740Y-P 41 15 1790.67£50.30” 1 524.00+23.43%
2 H+0XY 4 90 838.33+115.51  820.33+54.61
740Y-P+OXY 4 15+90  1169.00£25.57% 1 187.00£73.43

A B c D
B 12 740Y-P T 4b I8 OXY XF A549 40 B 5T # 69 52 0 (18] 7 W1
#i,%x100)
Fig. 12

Effect of OXY on migration of A549 cells following

740Y-P treatment (inverted microscope, x100)

#E M Snail ,N-cadherin Fl1 Vimentin #9 3% ik . 3% F+ &
(P<0.01) , E-cadherin # ik 7K °F- it 3 F B (P<0.01) ,
F W] 740Y-P ] A5 B0HOE PI3K/AKt {5 5 1 iK% JF 8 5
EMT X8 8 [ R 3k 5 % 1 +0XY 4 L,
740Y-P+OXY 41 NSCLC 4f ffg PI3K/Akt {5 5 il

#16 740Y-PFALIE OXY Xf A549 A E B RILHISIN (F+s,1n=3)

Oh

24h

48h |

B 13 740Y-P Fi 4k 3 OXY 3 H1299 40 BT & RO & 0 (18] & & 6L
5 ,%100)
Fig. 13 Effect of OXY on migration of H1299 cells following

740Y-P treatment (inverted microscope,x100)

740Y-P T &b 12 3F AS49. H1299 B2 Z R M (45 &
%,%100)
Fig. 14 Effect of OXY on A549 and H1299 cell invasion following

& 14

740Y-P treatment ( crystal violet,x100)

p-PI3K .p-Akt &2 EMT ¢ ## % [ Snail \N-cadherin il
Vimentin {4 3 ik 7K F ] i F+ = (P<0.05, P<0.01) ,
E-cadherin A% & 5 /KB i T B (P<0.05) , it — 2 2
/R PI3K/Akt {5 5 i # AT BEFE OXY 4% NSCLC 4 Jfd
EMT i 2 A3 CAE T . R 16.% 17,181 15,

Table 16 Effect of OXY on protein expression of A549 cells following 740Y-P treatment (x+s,n=3)

4131 e 1 PI3K p-PI3K Akt p-Akt E-cadherin ~ N-cadherin Vimentin Snail
/umol-L"  /GAPDH /GAPDH /GAPDH /GAPDH /GAPDH /GAPDH /GAPDH /GAPDH
ISk 1.07£0.11  0.724+0.07 1.00£0.09  0.72+0.10  0.93+0.04  0.35+0.10  0.57+0.07  0.74+0.11
740Y-P 21 15 0.94£0.02  0.98+0.05%  0.94+0.07  1.16£0.117  0.57£0.05  0.78+0.10”  1.12£0.15”  0.98+0.10”
ZEF+0XY 4 90 0.96£0.09  0.50+0.05 1.0240.01  0.56+0.06 1.11£0.06  0.03+0.03 0.47+001 0.46+0.03
740Y-P+OXY Z0 15490  0.95+0.12  0.78+0.07"  1.00£0.14  0.93£0.09"  0.75£0.16"  0.13£0.05"  0.33+0.05"  0.63+0.10"

.54 -
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F17 740Y-PHi A OXY X H1299 AT B RIEMFM (+s,n=3)
Table 17 Effect of OXY on protein expression of H1299 cells following 740Y-P treatment (x+s,n=3)
151 B PI3K p-PI3K Akt p-Akt E-cadherin  N-cadherin  Vimentin Snail
/wmol-L"  /GAPDH  /GAPDH  /GAPDH  /GAPDH /GAPDH /GAPDH /GAPDH /GAPDH
25 14 0.98+£0.02  0.8240.06  0.99£0.10  0.93+0.06  0.96£0.08  0.54+0.01  0.93£0.07  0.83+0.02
740Y-P £ 15 1.01£0.12  1.12+0.14"  0.99+0.11  1.22+0.08”  0.69+0.05”  1.00+0.12  1.27+0.08”  1.07+0.10*
25 [+0XY 4l 90 0.93+0.12  0.3120.04 1.09£0.12  0.66£0.05  1.27+0.19  0.41£0.05  0.55£0.05  0.36+0.06
740Y-P+OXY 4l 15490  0.95£0.09  0.59£0.10°  1.11£0.08  0.92+£0.12%  0.84+0.06"  0.51£0.02”  0.93£0.09%  0.62+0.04"
AS549 H1299 i L P 4 EMT 90 6i A549  H1299 fiti i 41 i 3% 58 | 1T
PI3K @ Sy s swee gt B S S 55 kDa R 2 RIVEH
PPEK GNDGND === (IR WD NN == &=  ;5iDa EMT J& 2 it 48 Jfg I 7 FI A 5 38 8% 2 5 1 — Fib
Akl S GNS SND NS S - - G5 Da o0 A W 2k B TR R AN R R e A vh R 4R
P-AKL w_—— — — - . 5 Da EEAEN . H o E-cadherin /& 45 R5 I {2 41 b 1
Foadhorin gummm s S e WS 140KDa 4N [ B B G 6N T A T EMT IR
Nt . < 00 . CMONDR o ] AN I B R i
viment = = em e e Da g RS AR 22 N-cadherin 2 5 B 2 11 5 % )
Snailc—g;-.- M w250

36 kDa

GAPDH s s snus emh S G oo S

A B C D A B C D
15 740Y-P Fi A B2 A549 H1299 4 i & A Rk B ik
Fig. 15 Electrophoresis of protein expression of A549, H1299 cells
following 740Y-P treatment

4 iTig

i 958 1 Ry 4 Bk BOAE R I e 1B R 2 — ™
N2 A fE . BUAR BT X NSCLC 297 F
BORWHE AL | il % B ATh 2 — A~ 0 R AT B2 i i
S0, 2 W AR T N A R BRI AR R Hh 2 Bk
&9l T H 25 0 B — 0 R 0 22 e 3 gl o
Z 40 A 22 R B AR W O TE B R YR T
MW H S Z RN ER . KEFFREN, M2y
H A PARAL G W, I TR 2 s R AR W T
FAE, nE A M A T H W R RR
T il 96 PR BT S 22 i GE I, & P 3 0 B R 0
PE L n R AE I R D) 5 R A (E
OXY JE T RAZHKLIGERAGY W B X =
R OAFLRAE Y BA T IS bR seaE 4 T
2% i B B A 88 40 2. AS49 5 HI1299 A & T
2 N T 259 % NSCLS Ay AL AfF 7, Jo H )& H1299
HA AR ERE S, 55 EMT A9 2 Bt 20 fif 45
2R BESE DL AS49  H1299 4 i 5 L 3 A7 BF 5T
& B OXY EAT M H| AS49 H1299 fiti 4 41 i 14 4 | iF
& FI{2 22 (W V6 J1 ; 7E Western blot 46 Il 7 |, 2 /% OXY
ok AR i M | 8 E-cadherin A1 F ¥4 Snail.
N-cadherin ., Vimentin, [ iR #F 5% 45 R £ I OXY 7]

NG, H 5w T E S 2 RO e Y 45 28 1k 4
MR YIRS, A, Vimentin 52 EMT (1) £ i ] 5
B i W, ASAUAE 4 457 (8] J50 4 200 BE 25 R AL A RS 1k
D7 R FEVE R, 38 33 2 5 20 Mg B 2 o 98 42 0
YT R 5427287 Snail & H 5 EMT B 0055 5
K+ 2 — , 7] i 0 ] E-cadherin 52 i& , 3 I 74
N-cadherin A1 Vimentin &% [8] it #H 3¢ 3% [ (1) & 1k |, 14
S AN R SR ZERE S . TR e R 2R
ot FE b EMT (9 3 AURRAE 3% 30 R [ Bz 240 M 3% 3%
2R A M 240 R 1] 6 B e 0, B 78 Sy B TR] BT A R
(49 248 M, 38 F FF: B Snail 55 EMT A ¢ 5% 5% K+ 19 |
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p-Akt i3RIk . FRAFFE V)AL KRB OXY Al G i 4
2 PI3K/AKt {5 = 18 % 41 i JE /)N 20 Jfd it 968 EMT i 7%
KRB IIER]
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