F36E 5 R R 2R (R AR Vol.36 No.5
20154 9 H JOURNAL OF SUN YAT-SEN UNIVERSITY (MEDICAL SCIENCES) Sep. 2015

Fase ok kAR p62/SQSTM1 KL U937 1 s 2 bkid
Her S 2B R e

5(”}%\}/7\, ( ‘l‘u‘ *ﬁI/\, M?FE*
(EPmic%ﬁﬁ)%“*lz[snm/m%//MM&fﬁﬁﬁﬁﬁ@? 7% T 510630)

& E. [H] MR T R IMNE p62/SQSTML JEH 1 A 2ok Bz 410 (1 1M U937 AUk , 9125 A hid Feik p62
FEXF U937 LA . [J5ik] T SGTEZS 4K MSCV-IRES-GFP (MIG) K&l -k # 7 41 Fi ki MSCV -p62-IRES-GFP
(MPIG) , 4351 F MIG & MPIG #RARUEA TR 5 (U | HREYL U937 4N, FH It 040 e 43 30643 43 128 Hi & (B 5 S ANy, 31458 U937 -
GFP Fl1 U937-p62 Fa & A Mk , F1) FH U 4114 M2 Western blot 23 BT GFP 41 i BHE R K p62 5 1 387K F , I RL{
RMEER (MTT) 25 U937-GFP Fl U937-p62 4 Il (1) A= 415 i, It 2 240 B AR Az 000 58 2% 240 Jf 35 17 43 Ak T st CD11b Fi CD14 1Y
FIRTEN , [455] 70 A ER LS T WoR  MIG 1 MPIG g 228 ULJ5 , U937-GFP Fll U937-p62 4l 32554 (3 LK 1

2 A MY S BE S5, U937 -GFP F1 U937 -p62 A il GFP FHAE R I8 3R 43 51l 35 98.5% 1 87.3% , Western blot Y45 i /R
U937-p62 ZififlH p62 H FFRIBEL U93T-GFP W ETHE . MTT SE8e45 R 7R, 5 U937-GFP 4MfIAH L, U937-p62 4L Y A= K
A, F LS R R U937-GFP 4L AT U937-p62 AR IBAUMI R /- kbt CD11b & CD14 TR, [458] W
IR T p62 JLR I IR U937 Fase ANMudk , i #ik p62 nl et U937 4l s , 3+ A REMEHE U937 4l it 1k .
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Establishment and Analysis of p62 Stably-Expressed U937 Cell Line
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Abstract; [Objective] To establish U937 cell line stably expressing p62 gene and to investigate the biological characteristics of
this cell line. [ Methods] The recombinant MSCV-p62-IRES-GFP (MPIG) vector was constructed and packaged the virus for infecting
U937 cell line. U937 cells successfully infected were subjected to fluorescence activated cell sorter (FACS) for sorting out the GFP
positive cells. The expression of p62 was determined by Western blot. MTT was used to show the cell proliferation.CD11b and CD14
expression were detected by flow cytometry. [Results] U937 cells that infected with retrovirus expressed GFP and were subjected to
FACS. After sorting, the green fluorescent rates of U937-GFP cells and U937-p62 cells were 98.5% and 87.3%, respectively. And the
p62 protein expression was increased in U937-p62 cells than that in U937-GFP cells. Comparing with U937-GFP cells, the cell
proliferation of U937-p62 cells was faster. Then flow cytometry showed there was no difference of the CD11b and CD14 expression
between U937-GFP cells and U937-p62 cells.  [Conclusion] The recombinant MPIG vector was constructed and p62 gene stably-
expressed U937 cell line was established successfully. It was proved that overexpression of p62 promoted the viability but not the
differentiation of the U937 cell.
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15143 531 35 %) 98.5% . 87.3% (&l 3C) , Western blot
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M:DL 2000 DNA marker; Lane 1-2: PCR target gene p62 from ¢cDNA; Lane 3; PCR product was digested by Bgl Il and Sal 1; Lane 4. MIG

vector was digested by Bgl Il and Sal 1; Lane 5-6; Recombinants were digested by Bgl 11 and Sal 1.
B 1 ##E MSCV-p62-IRSE-GFP ik
Fig.1 Construction of MSCV-p62-IRES—-GFP recombinant vector
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A-B: Green fluorescence rates of U937-GFP cells and U937—-p62 cells were determined by flow cytometry.
B2 MIG = MPIG 7% & B 3E/5 U937 4fE GFP PRMER
Fig.2 The GFP rate of U937 cells infected by MIG or MPIG virus
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A-B: Images of GFP expression in U937-GFP cells and U937 -p62 cells were showed by microscopy (left: light microscope; right: fluorescence

microscope) (magnificationx100); C: Green fluorescence rates of U937 -GFP cells and U937 -p62 cells were determined by flow cytometry; D

Protein p62 expression was detected by Western blot. n = 3

3 k5 U937-GFP K U937-p62 HRaFREI 547
Fig.3 Characteristics of U937-GFP and U937-p62 cells after fluorescence—activated cell sorting
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Data were mean = SD  (n = 3).
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Fig.4 Overexpression of p62 promotes the proliferation
of U937 cell line
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A: The rate of CD11b was determinated by flow cytometry; B: The rate of CD14 was determinated by flow cytometry. Data were mean + SD (n =

3).
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Fig.5 Overexpression of p62 has no effect on the expression of CD14 and CD11b of U937 cells
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