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IL-17-induced p300 regulates the migration, invasion and MMP2 production of NSCLC
cells

LI Ya', GE Wen', ZHANG Zhiwei', JJIANG Xinyi', HE Qingling', RUAN Yuting', WU Ningxia', YING Shuai',
WANG Weimin',ZHANG Jing',QIU Wen', WANG Yingwei'",ZHAO Chenhui*

'Department of Immunology, Nanjing Medical University, Nanjing 211166; *Department of Oncology, the First
Affiliated Hospital of Nanjing Medical University , Nanjing 210029, China

[Abstract] Objective: This study aims to investigate the effects of adenovirus E1A associated 300 kDa protein (p300) on the
migration , invasion and matrix metalloproteinase-2(MMP2) expression in non-small cell lung cancer (NSCLC) cells stimulated by IL-
17. Methods: After NSCLC cells (H1299) incubated with IL-17, scratch and transwell experiments were performed to observe the cell
migration and invasion. Then the p300 and MMP2 protein expression was detected using Western blot. Meantime, p300 overexpression
plasmids (pcDNA3.1/p300) or short hairpin RNA (shp300) plasmids were transfected into H1299 cells (the latter was stimulated with
IL-17) , respectively, and the cell migration, invasion and MMP2 synthesis were again examined by the same method described above.
Results: The migration and invasion as well as the expression of p300 and MMP2 were obviously elevated in H1299 cells treated by IL-
17. And p300 overexpression significantly promoted the cell migration, invasion, and MMP2 expression. While p300 gene knockdown
by shp300 led to the decrease of migration, invasion and MMP2 production in H1299 cells induced by IL-17. Conclusion: IL-17-
upregulates p300 in H1299 cells which enhances the cell migration , invasion and MMP2 expression.
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Figure 1 The expression of IL-17RA in bronchi epithelial
cell (BEAS-2B) and NSCLC cell line (A549, PC9
and H1299)
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Figure 2 Influence of IL-17RA knockdown on IL-17-induced cell migration and invasion

I1L-17(50 ng/mL)
Oh 1h 2h 3h 6h 12h

47 Cp300
Il MMP2 ok

Oh lh 2h 3h 6h 12h
IL-17(50 ng/mL.)
50h 4, P<0.05,"P<0.01(n=3),
3 Western blot # ifll IL - 17 %/ # H1299 28 it A~ [E] B i)
p300F1 MMP2 Hy ik

Figure 3 Expression of p300 and MMP?2 at different time

in H1299 cell stimulated with IL-17 by Western

blot

7N, % Gk peDNA3.1/p300 41, MMP2 85 11335 B f 3%
T 7A) , {H7E shp300+1L-17 4, MMP2 [ 22350 %

FIRIR(E 7B
3 4 8

SCHRARIE , TCiE S SCLC iR J& NSCLC B, Hofi
A 2 RIE IR AELE™ 1 RAE A BE
A AR 48 TR 1~ (AR TL-17) AN ATl 2 545 1 e 4
it A O T LA BN 40 B A 5 £ a2 i g
RE SRR,

O IL-17 32200 A 9 24 R AR 2 Jin i % 9 2
/187 3 L A i S R | AN S e o5 A NS U i
ESRIRAMIFEIL-17 5 B, TL-17 BERES 5 4 qE vk
PRI, SR AE AR T S Tl o A5 A B 4 L
MRS R EERY

ABFFEARSN A IL-17 H3% NSCLC 1) H1299 44 Jifd
J& HEAT 40 MR N Transwell 5256 % 38, 1L-17 Bl Ag
BN ARSI 28, T IK IL-17RA J5 FEA T IL-
17 0, HAE % MR 28 e 1 ok WA T . 4R,
NSCLC 32 IL-17 BB 7T 5 HAZ K25 5] &
T AR TR RS,

AT JEN , AT R B AR AR B T 32 S A
YERAN , 3855 00 R 75 5 1 S S B SR 7 S



a2 R 2

- 164 - Mo E R R R 20224F2 A
“ \\;\’\ peDNA3.1 pcDNA3.1/p300
\¥ W 300 —300 kD.
N S By P a
NSO S b
-actin —
MMP2 (S S . S 74 kDa R 300’\ 0,009’ 300’3
i » AN a0 M
MMP2
ﬂgﬂ . ¥ peDNA3.1/p300 4 Y H1299 411 48 h, p300 25 13634 B i 34
iﬂé 27 AN T K5 shp300 5 3 48 b i 5 FH 1L-17 (50 ng/mL) 313 3 h, 7] It
j_pg shp300-2 b BEAGAH I p300 B3 1k 2080
z A Lo
élé 14 A &5 Western blot #l] pcDNA3.1/p300 #1 shp300 FTHI TR 1%
§ 1011 I R
0 Figure 5 Expression verification of pcDNA3.1/p300 and
()N\Y*N‘ \\%3 1_0“,\)(\\;\11 Y\M“’ﬂ shp300 plasmids by Western blot
W %\\\f\

Hf silL-17RA 5 4% H1299 4fifiid 48 h, FH 1L-17 (50 ng/mL) Hill T R T FIHRA T 0 358 B A 3000 ARIRSE I
3h, EDEVIEM)gEtKﬁ,‘P < 001,551CTR+IL-17(50 ng/mL)gﬁHﬁﬁ, /-\"'E% IL-17 ﬂiu:{‘gié/\] H1299 élﬂﬂ@ Vq-%?‘%’f&}aﬁ
4P <0.01(n=3 o

i B, SR OE BT p300 1 MMP2 9335 91 8 1

B4 Western blot # il 571X IL-17RA %5 Hia p300 1 MMP2 . . -
wEw ’ i, LT 9 A AR B % p300
B N S

Figure 4 IL-17RA knockdown affects p300 and MMP2 MMP Zﬂ'mz'ﬁjﬁjﬁhﬁﬁ%ﬁ:%/%o

expression by Western blot =y p300 A Z AR A U )
pcDNA3.1/p30 shCTR+I1-17 shp300+1L-17
EE g L ] L Y ot o

A,

55t peDNA3.1/p300 20 24 hit}, 4 TR 5 1R 22 HE /1 W T3 , 1M shp300+11-17 ZH A AT A% S AR Z2RE S 2 I, A R SCs s
B Fr (x40) e~ g it 43 BT HIE 8] 5 B : Transwell SEEGACRIE i (x100) B i /AT HIE B, 5 peDNA3. LA LEHR,"P < 0.01; 5 shCTR+IL-17 ZH 1t
7,4P<0.01(n=3).

El6 itFRIEFERp300 ZHMEAITRR 522

Figure 6 Effects of p300 overexpression and knockdown on cell migration and invasion
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Figure 7 Effects of p300 overexpression and knockdown on MMP?2 expression by Western blot
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