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O E B i miR -449b X T E R 40 HEC - 1 - B B ME T R m R HIEH NS Tk, Bk I8mIK
lipofectamine 2000 {1 % miR - 449b 31454 A HEC — 1 — B 40t , 520 5% 6 5 £ PCR 0 %% Y2 3 J5 400 9 miR — 449D (% 3535 K
CCK — 8 2050 40 I 4% 2% 17 J 400 Jf 3% P, 7 2 200 LS oRe A 000 2 e iy i 40 o 80 T 5 490 o 40 L o I8 2 o 5 3 08 285 2 e i s 400 M o B OB
JLBE T o Western blot 77 i K 2 i YL Wi J5 4 i P9 E2F3 25 (1 p53 Y RBIEN . BR U594 miR -449b Rk HEK NC 4
SN, 40 Y 14 5 B R v B BE s, 0T A 0 TG (P < 0.05) . miR —449b fff E2F3 RIA T, p53 Kk B (P <0.05), &
£ miR -449b i if E2F3 - p53 A2 HEC - 1 - B 40 g 3 58 I (23 U4 1=, W] BB AE 0 ia 97 15 I8 9 37 43 3047 .
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MiR -449b Inhibits Growth of HEC -1 - B Cells by Targeting E2F3 and p53 Proteins.
Wenzhou Medical University , Zhejiang 325000 , China
Abstract

Chen Huijun ,Huang Yibo,Lin Rongrong et al.

Objective To investigate the effect of miR —449b on cell proliferation and apoptosis in HEC — 1 — B cells and the mech-
anism of such effect. Methods We up — regulated expression of miR -449b in HEC — 1 - B cells by transfecting them with has — miR -
449b. Transfection efficiency was determined by flow cytometry and ¢ — PCR. We then determined the changes in cell proliferation, colony
formation and cell apoptosis after transfection. In addition, western blot was applied to determine the target protein of miR - 449b.
Results Increased — expression of miR —449b significantly inhibits cell proliferation and colony formation and induces cell apoptosis in
HEC -1 - B cells. The expression of E2F3 protein was down — regulated and the expression of p53 protein was up — regulated. Conclu-
sion MiR —449b inhibits the growth of HEC — 1 — B cells by targeting E2F3 and p53 proteins.
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miR - 449b mimics . miRNA mimics B %5 B8 ( G35 350 &) )
hsa - miR -449b FiE5I ¥ J U6 5| ( LA TA A ),
SYBR GREEN ( Toyobo /3] ) ,CCK -8 & #| . T-i8 5 & . 45 i
LG AR (B S RAEYHEARPII) | Trizol 3£ 5] .miRNA
S I 53 B 52 i 5 % 2 i PCR R & (Invitrogen A H] ) , St
E2F3 ik (BT p53 Hifk (Abcam 24 5)) , BT B - actin HLHK |
W BBtk 1L BT R BT R (Bioworld 24 H) )

20058 (L) 4G 7 K 5 Ye . HEC - 1 - B 4 il B h BE
Bt bV 0 B PR, & 10% JIG 4 L35 B9 DMEM B5 3% | [ K 0 4

TB N Ik 95 (endometrial cancer, EC) X R T & &
IR UL LoV AR B R R 2 — TR RS &
VA I B T 20% ~ 30% %t AR R A - Tt
fas Y A ST 2, /N RNA (microRNA , miRNA)
A DAy o 2 DAL A R R DR 7 Ji g 1) ARk e i A
KA o AT 98 i A2 T E IR R HEC -
1 — B4 3o 3235 miR - 449b , 9] 45 B8 057 o 785 9
R dEs HEC — 1 — B 40 i A9 40 i 43 58 70 98 1 B9 52 0
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WEFe W, WYL 240, L) 2.5 x 10°/ml By 40 O %4 0 T 6 FLAR
(96 LAk HeFh 41 f %5y 2500/ ml) , & 37°C ,5% 1 FE FE CO,
Wy K 35 56 1 72 05, 3 IR lipofectamine 2000 3 BF 45 43 3] 5 Y
has — miR —449b mimics Fl miRNA mimics B 14 % B8, %5 Yy 58
TS AR SRS I K S8 NS B S g . AR S 4 Ry S 2 (miR -
449b mimics # YL 21 ) F1 NC 21 (miRNA mimics I HEFE YL 4) ,
(2) RNA 1y #2 B K 52 i %8 5% 72 i PCR K Il miR - 449b fy 7K
Y 48h JT, Trizol T 1L 1 $2 HU4H JifL 51 RNA, fRIE A260/
A280 7E 1.8 ~2.0 i [fl ¥, SYBR GREEN X7 & N & fit RT
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K qPCR i FH 514, B0 25 B LU 0 B 3k 47, 68 miRNA fil
ZHR AR, R A cDNA, qPCR Lk & Jy 10pl: SYBR
GREEN Mix5ul . cDNA # 48 1pl.qPCR 58 HI 819 Lpl, i3
B 1pl ddH,0 2pl, miRNA —449b #5: 5 Fis5 | 9550 R 57 -
AGGCAGUGUAUUGUUAGCUGGC -3', 1) U6 BN &, ik
B# 55k 5 - CGCAAGGATGACACGCAAATTC - 3', JZ I
A :95%C A5 M 3min J5,95C 5s,62°C 40s ¥ 18 40 4 F R,
SEHLCT R LI 2% 7 ik, K %8 miR - 449b KA E, (3)
21 Jf 8 B U MR RS 6 HEC — 1 — B 40 fg 3250 T 96 FL4R , 2500
AAHE/ L, B 3R 3L 100 BT/, 413k 6 A5 AL, 24h R #E
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O FE RO , LS00 A28 i/ SL 4 Rl T 6 fLAR (1 3%
22T/l RREESIRS B TR RMR R, 82 Xk
RS, 414 Ka, WHR BT UL 6 LR IS 38 0 1 1 50 B 1A, 45 1
HRSERE IR, FEE IR, PBS ¥k 3 i ,4% £ B W H E 15min
J5 LB fE R Y (4 30min, PBS U 3 3, 25 TR AHALEA R,
TR R, LI 500wl 34% vk Z TR A H, 100 13 7/ L
2 96 fLAR A 590nm K M EE . (5) 4R IR T AR I <6
FLARSH A, % s T2h J5 , A 540 B O, PBS BRI LB O 2
WM HE Annexin V/PL 40 B8 1238 700 60 19 Ud B A5 X 40 M i 47
et J5 AU 2 AN M A8 A0 T . (6) B T B
(Western blot) ¥ £ Ml E2F3 F1 p53 F ik: K H % M Western
blot J5 % , HU AUk i 42 HL U8 B 45 40 R, 28 AR 2o A1 ) il A AL
R RG, ZRGHRAR  Tmage Lab {4 53 7 E2F3 Fl p53 Kk A8
b (FRBRLOLEERMEER) .
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Big FRE R 200, T A, DL P<0.05 hER
B

e R

1. 5% YL J5 miR - 449b ik b 5 4y 48h J5
i SEEF G2 i PCR KGN miR —449b Rk &, K
FH 2 72 miR - 449b # ik :610. 84 +41.35,
S miR -449b F KR T NC 41, % 54 it 2
BY(P<0.05,K1~K4),

2. miR —449b 1] 40 g 3G 5 - 53 W 55 G 24 48 Al
72h J5 H CCK - 8 o 5 & & I 52 45 2 il NC 41 1)
HEC -1 - B 40038 58 % P, 45 R WoR 5% 4y 24h: 5000
205 0.95 £0.04,NC 200 1.00 +0.06; 45 YL 48h . 5
B2H 7 0.84 £0.05,NC 2H4 0.98 £0. 04 ; 4L 72h.,
ST ZH R 0.58 £0.07 ,NC 2/ 1.02 +0. 05, £ 0[]
S G 2 0 B 1 A S PR S B NC 4l 55, A el He g, 2=
RAFITFE X (P <0.05,K5),
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FIRMBERN R, B 5 EZRMBERN LR KRR,
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asUUBESY R miR - 449 9 ML B A GMNN
MET ,CCNE2 (SIRTI, i i 5 8 J& K i 3UTR %5 & Uil
BRI [N (9 R 3k, 18] LR 40 pS3 Al p21 By Rk,
A 20 P %) 3 B BE 7. E 40 LR T U T, Lize
2 U0V 2% 5 1 miR — 449 F1 miR — 34 J75 E2F - p53
R RAE IR R 8 B Mk 5 S AN T Feng 451
WF5E 7R miR — 449 875 B i ALl R 32 48 i R 1A £
TR 45 38 B CDK - Rb — E2F1, miR - 449 T % pRb —
E2F1 [ 33K, ¥ 1] Tk CDK6 1 CDK25A , 53 pRb Jiii
W Ak . T AE 10 BE bR 7 T, Jang 1 BF 5T & B
miR —449 7E P 5L F1 5 37 W 40 g IRk .

2% 2RI A I R R O A R B
miR —449a [ miR — 449b 7E & N [ 95 4 21 F0E
WFEMNBEHAR P EREIFEER XS LAY
RN I AN T o A A R L RV
UM, FHAERENE S T, AT B miR -
449a el HEC - 1 - B 400 i A= 4 o 117 A BF 5% [+
FELLF 20 B B 9% HEC — 1 — B 40 sy XF %, @ 3
#: 4 has — miR — 449b mimics fiff miR - 449b ik F
W, 38 A 5L AT 2¢O 1 PCR BGiE HEC -1 - B 41 iy
LIS miR - 449b 235 8 W B 5 F NC 41, 3iF 52 40
JfL % e i 2 . CCK - 8 1 4 il o2 B B 1 555 46 Wb 7S 2
i 348 5 W] G SZ A4, 6B miR - 449b GBI HEC -
1 - B 4 A 4% 5 o U =X 4t (S0 240 A 04 T 2 4
PTG M &, 359 miR - 449b GEfE#F HEC -1 - B
AML T,

E2F3 J& T sk N1 E2F K5, 2 5 I8 ¥ 40 il A
Wi G MHHE A S 02 1 20 M 3 78 SO PR AL, 2
i ) 40 o B A PR T E2F3 AT LLAN DP 4
G R AR, 2T 5 88 5L R 0 05 3 45 6 ok 5 5%
Ko E2F3 35152 2] i 40 57 Rb 8% B8 1k i 1 4%
PR, E2F3 5 KRR 1k (% Rb 45 & 1 2k 0% , 4l 40 i
JAMAT G, /S W5 , 4 i 38 5 45 1k 5 E2F3 g R ik i
AL I, 4 B R WA B 5 G, /S MY, A 2 40 A 3
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E2F — p53 {4~ £ 4 1755 20 Jfd JR) 00 45 i 0 42 14 4 P O
T2 AWEFE ] Western blot J7 2 IF 52 %% ¢ miR -
449b J5 E2F3 1 #RE T & p53 MRk L
W, FR ] miR - 449b w85 E2F3 - p53 1 & 45 1 26
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M kB ZES FR BEA

M E B® IR EUT (intensity - modulated radiotherapy, IMRT ) 45 20 35 4F £ WA i J8 % W9 AR A7 0 M 55 iR IR
Fik B8 2004 4E 1 H ~2007 4 12 H 7R 253 & B 4% % IMRT E@a%%ﬂlﬂ%%%‘(ﬁﬁésﬁ &) WG R GER #4715
JEort, B5R 101 GlRE S FE TR KEE KA fFR S F(0S) JCIE Ak 5 7t 77 %8 (DFFS) K T A= 77 3 (DFS) 43 5l
93.8% .85.0% .79.9% 1 76.6% , ZHZE /£ N 432 0S(P =0.018) .DFFS(P =0.001) &% DFS(P =0.003) ¥ st 57 i J5
HE . HEHTEARFGE T DFFS(P =0.050) (ks WiE WK . &8 TMRT {857 7 4F & W nT R 15 55 7 1 Jm) 31 IX 3 42 1 26 K 4
AR N G 3102 52 i T AT S TR R R SR 0T i B0 R A AR DG TR DN 2R G A e B R R T R I E BRI
KB HESWME RahTE RIS T BUE
FESES R4 XERARIRED A DOI 10.11969/]. issn. 1673-548X.2015.08.014

Prognostic Analysis of Intensity — modulated Radiotherapy (IMRT) for Nasopharyngeal Carcinoma in Young Adult Patients. Chen Lisha,
Zhang Enhuan, Wu Junxin, et al. Department of Radiation Oncology, Cancer Hospital of Fujian Medical University, Fujian 350014, China

Abstract Objective To evaluate the treatment outcome and prognostic factors of young adults with nasopharyngeal carcinoma un-
der intensity — modulated radiotherapy (IMRT). Methods One hundred and one nasopharyngeal carcinoma patients of young adults (35
years old or below) who were treated by IMRT at our institution from January 2004 to December 2007 were reviewed and analyzed.
Results The median follow — up for all 101 patients was 70.3 months (range, 7.5 - 110.5 months). The 5 - year local - regional recur-
rence — free survival ( LRRFS) , overall survival (0S) , distant metastasis free survival (DMFS) , and disease — free survival ( DFS) were
93.8% , 85.0% , 79.9% and 76.6% , respectively. Multivariate factors analyses revealed that N classification was the significant prog-
nosticator for OS (P =0.018), DMFS (P =0.001) ,DFS (P =0.003) and gender was an independent prognostic factor for DMFS (P =
0.050). Chemotherapy failed to benefit treatment outcome (P >0.05). Conclusion Intensity — modulated radiotherapy seems to length-
en 5 —year OS and to achieve a reasonable local — regional control in young adults nasopharyngeal carcinoma patients. N classification was
the related prognostic factor influencing the long — term curative effect of IMRT of the youth with nasopharyngeal carcinoma, and distant
metastasis remained the dominant failure pattern of our series.

Key words Youth with nasopharyngeal neoplasm; Radiotherapy; Intensity — modulation plan; Prognosis
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