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[ Abstract] Objective To investigate the molecular mechanism of apoptosis of HLL60 cells induced by oncolytic
virus Reovirus type 3 (Reo3). Methods HIL60 cells were infected with Reo3 at different multiplicity of infection
(MOD with the uninfected HL.60 cells as control group. After 48 h of infection, the activity of HL60 cells infected
with virus at different MOI was detected by CCK8 method to investigate the influence of MOI to cell activity.
Simultaneously, the apoptotic rate of HL60 cells was detected by flow cytometry, and the activation level of double-
stranded RNA-dependent protein kinase (PKR) and the expression of apoptotic-related protein in HL60 cells were
detected by Western blot. Before infection with Reo3 for 48 h, HL60 cells were treated with 2-aminopurine (2-
AP), a specific inhibitor of PKR, for 24 h. Afterward, the apoptotic level and expression of apoptotic related
proteins were detected. Results Activity of HL60 cells was obviously inhibited after infected with Reo3 with a MOI
of 1 for 48 h. The cell survival rate was (24. 333=43. 396) % and the apoptotic rate was (29. 962, 06) %. Both
rates were all higher than those in the control group (P<C0.05). Western blot results showed that the expression
levels of PKR, p-PKR, Bax, Caspase3 and cleaved Caspase3 in HL60 cells infected with Reo3 were higher than
those in the control group (P<C0. 05), while the expression level of Bel-2 was lower (P<C0. 05). Compared with the
group without inhibitor, the apoptotic rate of HL60 cells pretreated with 2-AP decreased (P <C0. 05), the
phosphorylation level of PKR and the expression level of apoptotic-related protein also decreased (P <C0. 05).
Conclusion Oncolytic virus Reo3 could activate PKR in HL60 cells and thus induce apoptosis of HL60 cells.
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¥ (MOD 4 0.1,0.5.1.2 fJ Reo3 %575, & MOI
B 3 AL AR ] Reo3 i 8¢ B YL ) HL60 4 4
Fixt AL F 96 FLARCE T AT FRAE P 5 9% 48 h
S WS HIL60 20, 43 0 76 B3 B~ WA 4 i IE A4S
FAFFLINA CCK-8 i 7] 10 pL/mL, 40 g 1% 35 44 o
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i J5 A 400 pL 1 X Binding 2% i % % o & 4N
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Fig 1 Morphology of L1929 cells before (A) and after (B) Reo3

infection. Inverted microscope X 100
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Fig 2 Morphology of HL60 cells before (A) and after (B) Reo3
infection (1 X100,2 X400)
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Fig 3 Survival curve of HL60 cells after Reo3 infection

* P<C0.001, vs. control group (MOI=0)
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Fig 5 Apoptotic level (A) and expression of apoptotic-related proteins

(B) in HL60 cells infected with Reo3 after 2-AP treatment

a group: Trial group; b group: Reo3 control group; c group:
Control group. * P<C0.05, % % P<(0.01, vs. ¢ group; # P<C
0.05, vs. b group
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