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[ ABSTRACT]

Monocyte Cell;

monocyte cell line U937 induced by oxidized low density lipoprotein ( ox-LDL) .

ox-LDL.

ubiquitirr conjugating enzyme mRNA were quantified by reverse transcriptiorr polymerase chain reaction ( RT-PCR) .

Ubiquitir Conjugating Enzyme; — p53;

The apoptotic cells were determined by DNA fragment analysis and flow cytometric analysis.

Apolipoprotein B;  Oxidized Low Density Li-

Aim To investigate expression of ubiquitir conjugating enzyme ( Ubc E2) and p53 in the apoptosis of human

Methods U937 cells were incubated with
The level of p53 and
The protein

contents of ubiquitir conjugating enzyme, P53 and apolipoprotein B (‘apo B) were analyzed by immunofluoresence staining and

flow cytometric method.

dependent.

protein expression of P53, meanwhile, the apo B accumulated in U937 cells.

Results The results showed that the increase of the degree of U937 cell apoptosis was concentratiorr

Ox-LDL could dowrr regulate the gene/ protein expression of ubiquitirr conjugating enzyme and up-regulate the gene/

Conclusion The results implicated that ox

LDL induced U937 cell apoptosis by accumulation of P53 and apo B through dowrr regulating ubiquitir conjugating enzyme.  Cel-

lular defense system, either dependent or independent on the ubiquitin system, was weakened by the ox-LDL induced toxicity.
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1 #R5RE*E
.1 #8

ABE R B e 40 A U937 1 B AR e 4 B
AW R BT Trizol 1R 57 F0 f6 2F 1 7E W B Gibeo, i#
R A & F DNA ® 4 8 W B Promega, Ubc E2.
pS53 F1 & K& H GAPDH 5| #1 i SR B B A 8 A &R, —
LR FA Ube E2 £ 4. K41 A P53 #4140 FITC 47
SR G AR F G % = [F Santa Cruz 2
R, FRASEEOB AR BT AL EESF
MRAENERE. HRRABZ A4
1.2 U937 paEFF

U937 48 Hfi(5 x 10°/L) F 4 10% A& 4 3% #9 RP-
MI 1640 £ 5 #F 37 C.5% CO, ¥ 5%, 4 24 h~ 48 h
ER—%.
1.3 REEEZEANSE. SHEHEREE

A1 % 1K %5 & 8 % & (low denstiy lipoprotein,
LDL; d= 1.03~ 1.05) R Al BE B QO E4 B, ZH )
Ve B9k SDS- B T M Bk R 0BR X R vk AR R B R ) B
TA¥—FEH®. ¥ LDL E T4 10 Hmol/L. CuSO,
B9 PBS WA (pH 7.2) #,37 Cii & 24 h. &1 1
J& 89 LDL & 4 200 Umol/L. EDTA & PBS # & 47 24 h,
HIEGRE G 4CRE.
1.4 DNA Bi33sAetEeER ki

B A Am o LDL, 40 E 4 fm ox LDL, 4k B
# 100 mg/L #1200 mg/L. # 3 48 h /5 4 i % i B
—& 7 £ 12 DNA, 2% 37 A5 A% S B B, 40 A
1.5 RINLREAR 5440 A E 27

U937 A AL B 1.4, BARAKE 1x10° 4
1, PBS 352 5k, A 70% 2.8 4 Cit % 8 & 4 ff,
BOF LB, PBS &, W RNase A, 4k & % 50 mg/
L, 37 C/AK ¥ 45 min, fm 84 7 %€ 50 VL, 3.4, 4 'Ci#t
Kk E 60 min, B A& W IE, 5= 4 8 X BRI
1.6 #ARE RNA R E R B SEER RE
Mz EZHSBEEN p53 mRNA BIRIA

Xt B A fm ox- LDL, A 22 40 1R 98 28 B B T o A
2 R K F ocLDL 40K E 4 200 mg/L, i & 48 ho Tr
izol iR 7| 32 B & 4 40 fL & RNA, % T & RNase H9 7k

AN I Ao/ Ao W HLE E 1. 8~ 2.
0 Z |8 . Ubc E2 B #: sense: 5’ _ATG ATC TGG CAC
GGG ACC CT-3’, antisense: 5°-AGG ATC ATC TGG
ATT GGG AT-3’, 303 bp; p53 5| #7: sense: 5°-CTA
ACC GCG GTC CCT TCC CAG AAA ACC TAG-3’, anti-
sense: 5’-TAC AGT CAG AGC CAA CCT CAG GCG-
3, 409 bp; GAPDH 7| #7: sense: 5°-TGA AG GIC
GGA GTC AAC GGA TTT T-3’, antisense: 5’ -CAT GTG
GGC CAT GAG GTC ACC AC-3’, 983 bp; # %k 1& ¥
94 ‘CA& ¥ 5 min, 2 %] % 94 C& # 30 s, 52 CiE K 30
s, 72CHE M 1 min, 3£ 32 MERF, &g — K BH &
72 “CHE f# 7 min, 1. 5% 3% 5 ¥8 58 I B, 9k 447
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57 (DNA ladder) , {H 2% 57 50 559; 24 ox LDL ¥R 2
200 mg/L I FELK %17 B R g (B 1, Figure 1) o
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Figure 1. The apoptosis of U937 induced by ox LDL were ana

lyzed by agarose gel electrophoresis



CN 431262/ R  E 3 ik itk 4% & 2003 4£585 11 5256 4 #

289

2.2 RAHREAR ST EHA
xif HEZH U937 20 M 2 e X 4 i A kst 4 9 1
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T NEH BB 2, Figure 2) o
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Figure 2. Flow cytometric analysis for apoptosis on U937 cells induced by ox LDL
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3. HHRREAEERMANZESSE mRNA RiAKE
Figure 3. Expression of Ubc E2 mRNA on U937 cells incuba
tion with 200 mg/ L. ox LDL
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B MIERRIA

W4 U937 41l 4 ox-LDL 403 J5, Ube E2
FIEMEAR, FIEL R, T P53 ME G EA B R EH
B, FIEA (K S5, Figure 5) . MR EARIL
S5 5 5 T A IR I R 8 AL Ube E2 A
P53 mRNA [)RIE4E R —5.

3 T8

4, Figure 3 and 4) .

control ox-LDL Marker
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4. WERREAEYEER NN pS3 mRNA FRikKF
Figure 4. Expression of p53 mRNA on U937 cells incubation
with 200 mg L ox LDL
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Figure 5. Expression of Ubc E2, P53 and apo B protein were determined by cytoplasmic immunofluorescence staining and flow cyto-
metric analysis after treatment with 200 mg/ L ox LDL ( »= 3, P< 0.05)
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