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ules. However PGE2 had no effect on CD80 expression in all of concentrations. PGE2(1.25 2.5 5 10 20 nmol/
L) significantly inhibited the ability of antigen uptake of DCs. DCs stimulated by PGE2 (2.5 5 10 nmol/L) could
promote T cell proliferation. PGE2 (2.5 5 10 nmol/L) increased EP4 expression on DCs surface. Conclusion

PGE2 could regulate DCs function which might be related to EP4 receptor expression affected by PGE2.

Key words FEP4R; dendritic cells; PGE2



Acta Universitatis Medicinalis Anhui 2015 Jul; 50( 7) * 885 °
1.4 1.5 SPSS 16.0
1.4.1 x
HepG2 L-02 LSD GraphPad Prism
10% DMEM 1640 5
37 C.5% CO, s
1.4.2 MTT 2.1 3MA CQ MTT
HepG2  L-02 5.0x10° / 3-MA  CQ ™
96 (TM +3-MA  .TM +  HepG2 12.24.48 h  HepG2
CQ.TM ) . . ( F =41.782.30.215. 131.806 P <0.01)
3-MA(5 mmol/L)  CQ(5 pg/ml) 1A, 3-MA  CQ ™ L-02 12,
1h 3 wmol/L  TM 2448 h 48 h TM + CQ ™ L-02
5 (F,, =24.563 P <0.05)
12.24.48 h MTT (F,, =0.898 F,,
4 h DMSO 150 pl =0.437) . 1B. HepG2
490 nm ( optical densi— ; L-02
ty OD) (%) = .
(0D - 0D ) /( OD - 0D )
x 100% . AT
1.4.3 o8l L.
HepG2 L-02 5 §
.PBS 2 400 pl 06}
Annexin VFITC/PI ?_; o
Annexin vV Pl =
FlowJo 0.2
4 Q4! Annexin VPl
£ 03: Annexin V + Pl e
Q2: Annexin V + PI . y
Q1: Annexin VPl +
(%) =( Annexin V +PT + Annexin \ 0.8 | \\__
+PI- ) /10 000 x100% « -
1.4.4 Western blot L.C3 R
HepG2 L-02 % 04
PBS 3 B
BCA 5 x 02
10 min 10 pl : 00
12. 5% SDS-PAGE 5% 12 24 48
2 h i [l (h)
4 °C 1 MTT 3-MA CQ
2 h Tm— A: HepG2; B: L92; ™ " P<0.05 **P<0.01
ageQuant™ LAS-4000
o Image] LC3-1  LC3-II 2.2 3MA O
3MA CQ ™
LC3-11 /LC3-1
HepG2 24 h HepG2 ™

LC3



Acta Universitatis Medicinalis Anhui 2015 Jul; 50( 7)

MIOT o @ izlﬂ:' a1 m B!Il]" o T2 leﬂf ] Tz 20~
E ]U"l 1508 4 2.54% :‘_: ‘Uﬂ 07RO m 9% E II]:-| 0.430% .Hi“ﬁ E 1(]‘1 0.920% )gr D HchZ -
210 &, &l 210 : L-02 -
E.a 3 =) E 3 | N
6131 : Q- 5I(l]r r Q3 (3":’,10“ Q1 513104 f iy 15 \§
96.8% E!U‘- %3, 4% TRA%] Q-I-‘_': — 1.55% szi - LI.-' _ \
0 10'10'10” 10" 0 10'10°10° 10° 0 10'10°10" 10" 010710'10° 10" = \
Comp-FL1::FLI Log Comp-FL1::FLI Log Comp-FL1::FL1 Lug_ Comp-FLI:FLl Log  5¢ 10k §\
A3 Ad ¢ B3, & B4, ¢ 0
10To [ 10 1 @ ¥ l()‘ 1 W 2 IU‘ :{”nm Lo =
E ]0_\1 L0 :7‘- E m_\] #.un'.. M‘ﬂu.-. E; Wj :'.Tam.. 7' d :{[‘}J w ;—é §
;';,1{}‘ ; ;'-,_IO‘ r.‘:.qu f“ & 1 = S5t \
E. o £ . E . E ; \
E10° 510 S10°] RS S10
Slal o) O lul o) SULeREl O|:e®ln ’l§ §
0 10'10" 10" 10" 010" 10" 10" 10" 0 10'10*10" 10" 0 10'10"10" 10° 0 ' N
Comp-FLI1::FL1 Log Comp-FL1::FL1 Log Comp-FL1:FL1 Log Comp-FL1::FLI Log 1 2 :
2 ™ 3-MA CQ 24 h
A: HepG2; B: L-02; 1: 20 TM+3-MA ;3:TM+CQ  ;4:T™M ™ **P<0.01; #p<0.01
(F=97.757 P<0.01) , TM T™ 3-MA A 1 2 3 4
CQ L-02 24 h
LC3- [
(F=142.506 P <0.01) LC3-1I - —
(F=0.674 P>0.05) .
2, p-actin “-
2.3 LC3 Western blot
B 1 2 i 4
HepG2 ™ 24 h LC3-
I /LC3-1 LC3-1 .- o
3MA CQ  LG3-N/LC3-1 ™ Lo -
F=168.306 P <0.01) ., L0O2
( ) hactn N ——
(F=225.420 P<0.01) 3,
20 ¢
3 [ HepG2
L-02
ERS / 15} h
ERS '—| ok L
s 3]
=0t ool
5 =
ERS -
5t
6 HE
( autophagic cell ﬁ@
0
death ACD) 7 . ERS ™ N ] 2 3 4
- 3  Western blot ™ 3-MA CQ 24 h
ERS o T™ LC3
1.C3 LC3-11 A: HepG2; B: L02; 1: ;20 TM +3-MA ;3: TM + CQ
“ A .k k% . . Hi
ERS 4. T™M ™ : P <0.01; TP <
0.01
ERS ERS
L—
02 3-MA 3 L-02
3 ™ + CQ 48 h
3-MA CQ ERS CQ
ERS N
™ HepG2 ACD



Acta Universitatis Medicinalis Anhui 2015 Jul; 50( 7) * 887 -

o ERS
L-02
o 3 ERS 1 Calvisi D F Frau M Tomasi M L et al. Deregulation of signaling
HCT116 pathways in prognostic subtypes of hepatocellular carcinoma: novel
insights from interspecies comparison J . Biochim Biophys Acta
2012 1826( 1) :215 -37.
° 2 Bosetti C Levi F' Boffetta P et al. Trends in mortality from hep—

DU145 ERS

atocellular carcinoma in Europe 1980 — 2004 J . Hepatology
2008 48( 1) :137 -45.
9 3 Ding WX Ni HM Gao W et al. Differential effects of endo—
plasmic reticulum stress-induced autophagy on cell survival J . J
Biol Chem 2007 282(7): 4702 - 10.
° 4 Guerin R Arseneauh G Dumont S et al. Calnexin is involved in
LC3 apoptosis induced by endoplasmic reticulum stress in the fission

LC3-1T /LC3-1 yeast J . Mol Biol Cell 2008 19( 10) :4404 —20.
LC3-II /LC3-1 LC3-11 /( LC3-1 + LC3-II ) 5 Scheper W Nijholt D A Hoozemans J J. The unfolded protein re—

10 sponse and protestasis in Alzheimer disease: preferential activation
o

3-MA ™ LC3-

of autophagy by endoplasmic reticulum stress J . Autophagy
2011 7(8):910 -1.
| LC3-11 3-MA LC3-1 6  Meir O Dvash E Werman A et al. C/EBP-3 regulates endo—
LC3-1I o plasmic reticlum stress-iriggered cell death in mouse and human

CQ LC3-11 models J . PLoS One 2010 5(3):e9616.

I 2010 27(9):1198 -
o L-O2 9

™ LC3 ™ 8  Barba¥spin G Dedvisitsakul P Hagglund P et al. Gibberellic
+ CQ LC3-1 acid-induced aleurone layers responding to heat shock or tunicamy—

cin provide insight into the N-glycoproteome protein sectrtion
LC3 11 and endoplasmic reticulum stress J . Plant Physiol 2014 164

(2):951 -65.

9  Furuta S Hidaka E Ogata A et al. Ras is involved in the nega—

ERS

tive control of autophagy through the class I PI3kinase J . Onco—
° gene 2004 23(22):3898 —904.
10 Kadowki M Karim M R. Cytosolic LC3 ratio as a quantitative in—
ERS dex of macroautophagy J . Methods Enzymol 2009 452:199 -
213.
11 . I
° 2012 39(3):204 -9.

The different function of autophagy inhibitors between HepG2 liver cancer

cells and normal liver cells L-02 in the endoplasmic reticulum stress state
Li Wencheng Liu Jiatao Gao Shuang et al
( Dept of Medical Oncology The First Affiliated Hospital of Anhui Medical University Hefei 230022)

Abstract Objective To investigate the difference in function of autophagy inhibitors between HepG2 and 102
cells in the state of endoplasmic reticulum stress. Methods The HepG2 cells and L-02 cells were routinely cul-

tured in vitro and treated either with tunicamycin ( TM) or combination with the autophagy inhibitors 3—methylade—
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nine ( 3-MA) or chloroquine ( CQ) . The cell viability was detected by MTT assay. Cell apoptosis was detected by
flow cytometry. The change of autophagy-related protein 1.C3 was analysed by Western blot assay. Results MTT
assay demonstrated that TM could time-dependently induce the death of HepG2 cells and L-02 cells and the cell
viability of HepG2 cells was significantly restrained when it was administrated in combination with 3-MA or CQ the
cell survival rates of 24 h were: 3-MA +TM (60%) CQ +TM (72%) TM (86%) respectively and the differ—
ence was statistically significant ( P <0.01) . However it had no significant effect with L2 cells because of its
cell survival rates of 24 h were: 83% 84% and 83% . Flow cytomelry apoptosis experiment found that: TM +3-
MA CQ +TM and TM group on HepG2 cell apoptosis rates were 15% 11% and 7% respectively and the differ—
ence was statistically significant( P <0.01) . But for L-02 cell group the apoptosis rates were 16% 17% 16%
which had no obvious difference. According to the results of Western blot TM could cause increased autophagy
and autophagy inhibitor CQ could lead to increased autophagy tide. Conclusion The cell viability of HepG2 cells
not the L-02 cells can be significantly restrained by TM combined with different autolysosome inhibitor 3-MA or
CQ. So the autophagy can protect the hepatocarcinoma cell line HepG2 under the state of endoplasmic reticulum
stress and it can’t provide the same protection to L-02 cell line.
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