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[ ABSTRACT] Aim To investigate the effect of oxidized low density lipoprotein (ox-LDL) on ten-eleven-translocation
2 (TET2) expression and autophagy in human umbilical vein endothelial cells (HUVEC). Methods After treatment
with ox-LDL for 24 h, RT-PCR was used to detect mRNA expression of TET2. ~ Western blot was used to detect protein ex-
pression of TET2 and autophagic marker Beclin 1 and microtubule-associated protein light chain 3 (LC3). HUVEC were
transfected with TET2 siRNA, and then Beclin 1 and L.C3 were detected by using Western blot. Results After treatment
with ox-LDL for 24 h, the expression of TET2 was decreased with a concentration-depended manner both in mRNA and pro-
tein levels. The protein expression of Beclin 1 and the ratio of LC3Il/LC3I were increased with response to ox-LDL concen-
tration.  Transfection with TET2 siRNA, the expression of Beclin 1 and the ratio of LC3Il/LC3]I were upregulated. Con-
clusion ox-LDL decreased the expression of TET2, which might contribute to the increase of HUVEC autophagy.
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(T RIEHFFE R ox-LDL IR S EC 1T A
FRFHEZET (A WE) B AR IR AT A
TET2 ( ten-eleven-translocation 2) J& #r & 19 &
BB R 424 OB NI BE S Tahil-
iani 2 BT W], RAHH TET2 2878 0] LANER DNA
FREAL | DT oAy 5 742 20 B2 TR A A8 AR s 3, DT
PR MIRERIE AL, AR SEERHEARIT ox-LDL X A JBF# ik
N B2 41 0. (human umbilical vein endothelial cells, HU-
VEC) [ Wi A K TET2 235 M52 0, IR HI siRNA
P =, 55T TET2 XF HUVEC H BERSEI

1 #RHTgE

1.1 ##

TET2 siRNA, siRNA Transfection Reagent ¥ H
Santa Cruz /A 7] ; # # KK 7| & 1 B Fermentas 2\ & |
LC3A PolyClonal Antibody, Beclinl PolyClonal Anti-
body , TET2 PolyClonal Antibody ¥ § Datasheet 2\ 7] ;
VN QA Ol o = B PN o
el A SN
1.2 “ApaiEsERaE

HUVEC | DMEM # % % & T 37°C 5% CO,
MaERETESR, BB EKBMARA T =
B, SE 4k 19 4. (DO mg/L ox-LDL 4 ( X 41) ;
225 mg/L ox-LDL 41 ;350 mg/L ox-LDL 41 ;@ 75
mg/L ox-LDL 41,3/ & 24 h,

1.3 RT-PCR

#2348 F AL RNA 2 BUR ) & U8 9 4 3R B 40 e &
RNA, £ 4b 2 o o8 & 310l 7€ 0D,/ 0D,y HAH 5 2 7
1 pg & RNA, 3 % 5 % cDNA; FFBU 1 wL cDNA
HATY B, 54 ¥ Z1 ) GAPDH IE L% 5'-CAAG-
GTCATCCATGACAACTTTG-3', K X %% 5'-GTCCAC-
CACCCTGTTGCTGTAG-3", 4 3 F ¥ K & 496 bp;
PCR R M 4% . 1% M 94°C 2 min, % £ 94°C 30 s,
K 60°C 30 s, ZE B 72°C 30 5,26 G I, LI

72°C 5 min, TET2 5| 4 )7 7]. E X % 5'- AGACG-
GCACTCTGGTGCTCTGTGT-3", & X 4% 5'- GGAGCT-
TACCGAGACGCTGAGGAA -3' 4 44 K Bt K /£ % 342
bp; PCR R I 4 1 4 . B & £ 94°C 2 min, & ¥ 94°C
30 5,18 K 66°C 30 s, ZE {4 72°C 30 5,32 MG, 4
SLFEH 94°C 2 min, §H 77 A I R IR AR R G
Bl R EL 3K,
1.4 Western blot 4#f

REAE 5 HUVEC & & A ,BCA F3#HATE A
it € & ,SDS-PAGE HEAT Bk 20 8, 2 i ,5% WL Ag 4
B 2 h, 45 Am X TET2,Beclin 1 % LC3 — 400
HIw, sk, B oA i SR A b B AT T Y
“HL,EEBE L h kK EE, % KA Labwork
BIRE SN R SR AT A AT,
1.5 TET2 siRNA ¥

BAEK Y HUVEC, B/ T 6 ILMK; TR A4
FIRE 60% ~80% it & YEAT siRNA # % 2 4v i
BRERAENBEERART, KL BEET 37C
CO, A+ HE, 6hm, Aml mLEA2FE
WhERTEZFWEFEREL 24 h B, REAM
EEA, &R,
1.6 SEit=4biE

L HIEHx s ko, XA T E0NM At %
ST 0T R, 3B B OSPSS 13.0 St IR AT
AL P<0.05 kT = RAHAITFENL,

2 # B

2.1 ox-LDL X HUVEC TET2 3% g 80E

ox-LDL T ## TET2 mRNA FIEH # ik, 5 0
mg/L ox-LDL ZH# b, 50 #l 75 mg/L ox-LDL 4
TET2 mRNA ik . % /> (P <0.05,[8 1) ; TET2
IR Bl ox-LDL ¥ B /% 38 i 8 08 (P <
0.05;/%2),

M 0 25 50 75 (mg/L) s 1.0
A B @
208l /g —— .
o
% 064 m_— a
et e et el GAPDH(496 bp) S 0.4 —
et I TET2(342 bp) %
~ 02
i
~ 0.0 T T T '
0 25 50 75 (mg/L)
1. ox-LDL ¥t HUVEC TET2 mRNA FRiEBIZSMN A 2 TET2 mRNA (UK ;B 7 TET2 mRNA ik (24 & 2457 Bl ;a 7 P <0.05,

SXTRA LA n =3,
Figure 1. Effect of ox-LDL on TET2 mRNA expression
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2. ox-LDL Xt HUVEC TET2 EBRERIRM Ay TET2 & {1RKHRIKE B b TET2 & (18K M FE T 0 P<0.05, 5
MR LLEE ,n =3,
Figure 2. Effect of ox-LDL on TET2 protein expression

2.2 ox-LDL ¥ HUVEC BRI 2.3 TET2 siRNA Xt HUVEC B &R0
FE% ox-LDL ¥ Y380, Beclin 1 3 H ik 7K TET2 siRNA 3 4 HUVEC Beclin 1 3
PR LC3 T/LC3 TAEW] AN, 3R] ox-LDL ¥ JEMK 1K (P <0.05) L& LC3 [I/LC3 T A (P <0.05; [l
#iPEHD 38 HUVEC A (K 3) ., 4) #78 TET2 siRNA 31 HUVEC [,
A 0 25 50 75 (mgl) B (o c
c 0.8
.% a
Beclin1 @ | -~
q:J 0.4+ i
cal 2 %04'
LC3Il E. 0.2 202
£ &

0 25 50 75(mglL) 0 25 50 75(mglL)

3. ox-LDL Xt HUVEC BMEFRIZY Beclinl RiERK LC3 1 /LC3 LLERIBIND A 7 Beclin 1 LC3 B 135 IKIE ;B 4 Beclin 1
FI R AT C N LC3 T /LC3 T iz 0 P <0. 05, ST IRL LA, n =3,
Figure 3. Effect of ox-LDL on the autophagic marker of Beclin 1 and LC3

C
Con Con siRNA TET2 siRNA S
@ 0.8+ a _3 a
Beclin 1 @ ™
Q
5 061 3 2
Lcsll g 4
Zoe 51
£ T
[a1] Con Con siRNA TET2 siRNA Con Con siRNA TET2 siRNA

4. TET2 siRNA 3t Beclin 1 Fi& AR LC3 [[/LC3 LLAEMIRSIM A 29 Beclin 1\ LC3 % (13K HLIKIE ;B 2 Beclin 1 8 11K ARG
AT C N LC3T/LC3 T ;a i P <0.05, S50 BRAL 4 ,n =3,
Figure 4. Effect of TET2 siRNA on autophagic marker of Beclin 1 and LC3
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HEHEEENMEAY ) MEEHCE A 1| REE 3 (mi-
crotubule-associated protein 1 light chain 3, LC3) /&
LB A0 M P BEEE ATGS (Aut7/Apg8 ) F& K Y [A]
U, 2 T HT A WA [ R T, 25 A
PRI AR, 2 H ARSI [ A2 Sk ml 58 18 A 2 b i
Byt Le3 o T RURT TR, TG [ R 40 i 0k
LC3 1, AWk )R, 103 1 2492 R TAB ML AL
LC3 1T, LC3 M&5E I RN A WA I, A&
55 F RO R T R, Le3 TS L3 T
(1) EEAE B 50 R W20 i A O, FRATT A I 5t 3R
B, ox-LDL ¥ BEAKHS 4 Ho | 1 Beclin 1 9535 DL K
LC3 115 LC3 T M ELfA, BEHH ox-LDL ¥ B AR 6 14 Hh
fE 3t HUVEC HWE,

IR, A A2 56 PR i 2 Uast 15 4% . R
AR A FEEASRA B B AR SAYS RNA 845 L)
K FIEARAE i, I FE AR S5 5 FE A 5 HUVEC $ii
il AR EEAEM . TET2 2—Fhiim 3t
JTET B M8 T o- Bl RN Fe? A A SN 4R
fity , A Ak SmC 2 5 Ak iy Wl 35 M, DT 8 5
DNA 2 4kt #2120 0 A T84T ox-LDL {2
HUVEC H B9 20 F HU], FATA I T ox-LDL Xf
TET2 FIAR5M , 3% H TET siRNA -7l TET2 ()
FIRWEL TET2 ¥ HUVEC H RIS, 45 R KW,
Al ox-LDL 4 B! HUVEC Jii, TET2 mRNA &
FEH EIEE ox-LDL Ab FH ik FF 45 i M 0l A ; TET2
siRNA % 4 )5, H WEFR 14 Beclin 1 DL J LC3 11/
LC3 [ W TF i, #2758 ox-LDL 183 Fid TET2 By
KT AR HUVEC A (HZ7 5 TET2 /Y25 H 2
AEHLTI AR SR A F Tk — 2D AR RNIESE

ZE BRI FRATTHEN . 24 HUVEC 5231 ox-LDL fE ]
BF, A TET2 (93635 DI 18 F WK P (GE R 1
M) , ITTsE: HUVEC (45473, 45 FIF HUVEC ££ .
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