I PRl Guangxi Sciences 2018,25(3):313-317,324

DOI:10. 13656/j. cnki. gxkx. 20180528, 005
e 2R L B L 4. LC3 HAZ R IB SRR i S HLAE 293T gl g vk | i W5 [J ). T 79 /424, 2018,25(3) : 313-317, 324,
YOU J.LI Y,SHI J.et al. Study on construction of LC3 eukaryotic expression vector and its autophagy induction in 293T cells

[J]. Guangxi Sciences,2018,25(3) :313-317,324.

LC3EZREHMEHEREE 293T @it B EF S
GHES
Study on Construction of LC3 Eukaryotic Expression

Vector and Its Autophagy Induction in 293T Cells

/5? /.1‘}923& /ﬁvﬁ{fﬁ /T‘l;vfb /Dvﬁi‘%**
YOU Jin,LLI You,SHI Jie,LLU Jie, LU Chunhua

7P KRR AR S HOREBE ) PE R T 530005)
(College of Life Science and Technology, Guangxi University, Nanning, Guangxi, 530005, Chi-

na)

ME [HEHM I E pEGFP-N1-LC3 B R ik a4, Jf 5 e Qe it IR 40 293T . il id Earle's & F 7 1 (Bal-
anced salt solution. EBSS)YLHIE S MMM A W% . [FZERIRT-PCR ¥4 L.C3 A, IF% Hifi A pEGFP-N1
FLAZ AR IR AR o A BORE K o A ORI g IR A 293, BB L4 . Western blot A%l GFP-1.C3 fil
BEARBHO . KGR AMHTT Earles $0P@RIVRTE S, 8 18 Western blot il A WEFE 47 . O IL R &
MBEMEE A AT L. (4 %mmﬁ@ pEGFP-N1-LC3 HAZ R IZEAM I 1E 293T MM b R s AWM EA .
TEHEAT Earle's $6F MR LIRS T )5 W4 2 B W A2 i, Western blot #MI F LC3- | 17 LC3- Il W% 1k, (4
I YA S50 S 5 1 I 7 R 200 L 2R AR b O LR SR TSI M
XEWRLC3 MM ER SEIOLEH AKRE 293T 41
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Abstract:[Objective] The pEGFP-N1-1LC3 eukaryotic expression vector was constructed and
transfected into human embryonic kidney 293 T cells and the expression of the fusion protein in
the state of autophagy was observed by Earle’s Balanced salt solution (EBSS) starvation induc-
tion. [Methods)The LC3 gene was amplified by RT-PCR and inserted into pEGFP-N1 eukary-
otic expression vector to construct a recombinant plasmid. The recombinant plasmids were
transfected into 293T cells and the expression of the GFP-LLC3 fusion protein was observed un-
der fluorescent microscope and detected by Western blot. The transfected cells were subjected
to starvation with Earle’s Balanced salt solution,

then the autophagic development was confirmed

AR B 9 :2018-04-12 by Western blot and the formation of autophagic
EE® A0 £1992—), J B L FFE A 322 S b AR 3¢
EARISR N T

* [H %K HRB 24 0 H (81360324,81760500) , )7 P4 [ 4 B} 2
4 H (2017GXNSFAAL98362) #1175 5 45 s A fr gz veetor pPEGFP-NI-LC3 was constructed and the
B TRH (2017JGB130) & B recombinant protein was efficiently expressed in
o EAEIEH R 97L =), L B, FENEMEAML  293T cells. Autophagic vacuoles were observed
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vacuoles was observed by confocal laser scanning

microscope. [Results] The eukaryotic expression

after starvation induced by Earle’s Balanced salt
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solution,and then the conversion of LC3-1 to LC3-1 was detected by Western blot. [Conclu-

sion]This experiment provided an experimental material for the later study on the mechanisms

of autophagy in tumorigenesis.
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Fig. 1 Total RNA extraction from human lung adeno-
carcinoma A549 cells
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(a)RT-PCR #"#% LC3 3£ A ; M: DL2000 marker;1:LC3
F R 5 (b) 4 5RE 7 SRR BT 56 3E s M DL5000 marker;
1:pEGFP-N1-LC3 T 4 i %7 ; 2: pEGFP-N1-1L.C3 T 21 i i 1
Nhe 1 Fl EcoR | XU 4]

(a)RT-PCR amplification of LC3 gene; M:DL2000 mark-
er;1:LC3 gene; (b) Double digestion of recombinant plasmid;
M:DL5000 marker;1:recombinant plasmid pEGFP-N1-LC3;
2 :Recombinant plasmid pEGFP-N1-LC3 digested with Nhe [
and EcoR |

K 2 pEGFP-NI1-LC3 40 ff ki i) % 2

Fig. 2 Identification of pEGFP-NI1-LC3 recombinant

plasmid
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Fig. 3 Detection of GFP-1L.C3 fusion protein expression

in 293T cells
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(a) Western blot results. GAPDH were used as internal
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Fig. 4 Western blot detected the conversion from LC3-

I to LC3-1I after starvation induction
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(a) Normally cultured 293 T cells; (b) 293T cells induced

by Earle’s Balanced salt solution for 2 h. Nucleus stained with
DAPI showed blue and GFP-LLC3 fusion protein was green
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Fig. 5 Observation of autophagic vacuolization induced

by starvation under confocal laser scanning microscope (Ar-

rows indicate the autophagic bubble)
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