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R 8 4 ff; A4 49 % 20 AR pcDNA3.1-EGFP-TMEM43T & % 4% Y HEK293 ém o, 3 K K. AR5
TMEMA43%: A B h f. 5 7R fa AR R ALIE 04 it — F IR T IRHE T IR IE.
KEIA BEIUR F143; EURIKELE; B T

Detection, Intracellular Localization and Eukaryotic
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Abstract The purpose of this research was to study the content, location, distribution, and expression of hu-
man transmembrane protein 43 (TMEM43) gene. TMEM43 gene and protein expression in MRC-5 and HEK293 cells
were analyzed by RT-PCR and Western blot, respectively. TMEMA43 protein distribution in MRC-5 cells was examined
through indirect immunofluorescence assay (IFA). Then construction and transfection of pcDNA3.1-EGFP-TMEM43
into HEK293 cells were performed in order to detect the expression of TMEM43 gene and protein. The results showed
that gene expression of TMEM43 in MRC-5 cells was significantly higher than in HEK293 cells with protein expres-
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sion only occurring in MRC-5 cells. After transfecting recombinant pcDNA3.1-EGFP-TMEM43 into HEK293 cells,
gene expression of TMEM43 was significantly increased along with successful protein expression. TMEM43 content of
the lung cells (MRC-5) were significantly higher than the kidney cells (HEK293); the recombinant vector pcDNA3.1-
EGFP-TMEMA43 was successfully transfected into HEK293 cells and expression. This study provided experimental

evidence for the further research into the structure, function, and related mechanisms of TMEM43.
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TMEM43-bdR 5'-CGG ATA TCC TCC ARC TTT TTG GYT GGC A-3’
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Taq DNAZE A 0.5 uL. ¢cDNA 2 pL. &4k %25 uL,
S ZEAF U : 94 °CHIAEMES min; 94 °CAE SO s,
60 °CiE k50 s, 72 °CIEfH90 s, FL35AMEIR; 72 °CHE
10 min. RMZEHRG, 10 /LI B Ia b &E ke rE Ik
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Fig.1 The amplification of TMEM43 in different cells by RT-PCR (A) and qPCR (B)
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Fig.2 Western blot analysis of expressed TMEM43 protein in different cell
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Fig.3 Location of TMEM43 in MRC-5 cells
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pcDNA3.1-EGFP-TMEM43{ 3 i 0y o
2.6 BEEFEFEFERAZRNTRIE

7 (5] B 9 O W T R W 5 9O A T D,
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M: 1Kb plus DNA ladder marker; 1: Nhe I+EcoR V digestion product
of recombinant plasmid pcDNA3.1-EGFP-TMEM43; 2: PCR product of
TMEM43; 3: negative control.
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Fig.4 The amplification of TMEM43 and digestion of

recombinant plasmid
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A~D: 535 N E A i pcDNA3.1-EGFP-TMEMA43%5 Y4 J5 5524 h. 48 hy 72 hF196 h HEK2934H g 7% /Wi %
=P

A-D: the 24 h, 48 h, 72 h and 96 h fluorescence of HEK293 cells after transfected with recombinant plasmid pcDNA3.1-EGFP-TMEM43, respectively; E:
transfected with plasmid pcDNA3.1-EGFP; F: mock.

459 E: #:JpcDNA3.1-EGFP4L; F:

E5 RERNAEBRIE
Fig.5 Expression of green fluorescence protein

24h 48 h 72h 96 h
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pcDNA3.1-EGFP-TMEM43

i L. Mol ) h : o
El6 =B FHIpcDNA3.1-EGFP-TMEMA43%8 23 HEK 293 40 A1 84 520

T2
Fig.6 Influence of recombinant plasmid pcDNA3.1-EGFP-TMEM43 transfection on HEK293 cells

(EI7A); qPCRAG I 45 B IR, ¥ JpcDNA3.1-EGFP- 2.9 TMEM43&E HEHEK293 400 i 3RiA
TMEMA43%3 20 o ) TMEM43 27 5778 B 55 35 T oA 7 B JepcDNA3.1-EGFP-TMEM43%H.. pcDNA3.1-
4L(KI7B), it B TMEM43%: R fEHEK 29340 fifl F B T EGFPZH J 7% [ %} FE 25 441 Jfa 4 531 &b 22 5 42 SDS-PAGE

Rk, FHK, Western blotid #2 HH 3R 1A P2 ¥ 5 TMEMA3Hi /K )2
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M: DNAZ T EFRE; 1 H Y B A RipcDNA3. 1-EGFP-TMEM4348; 2: % 4475 #ipcDNA3.1-EGFPA;; 3: 45 AN R ZH
M: 100 bp DNA ladder marker; 1: HEK293 cells transfected with pcDNA3.1-EGFP-TMEM43; 2: HEK293 cells transfected with pcDNA3.1-EGFP; 3: mock.
E7 RT-PCR(A)X qPCR(B)&M TMEM43 5 E 7EHEK293 40 o il 4% R 45 51
Fig.7 Transcription of TMEM43 gene in HEK293 cells by RT-PCR (A) and qPCR (B)

1

t™em43 | -

1: By 8 41 JFUR pcDNA3. 1 -EGFP-TMEM434H.; 2: 4% #pcDNA3.1-EGFP4L; 3: 45 (XS I 4H o
1: HEK293 cells transfected with pcDNA3.1-EGFP-TMEM43; 2: HEK293 cells transfected with pcDNA3.1-EGFP; 3: mock.
[E8 Western bloti& I TMEM437%E H 7 HEK293 40 - f FRiA
Fig.8 Detected the expression of TMEMA43 protein in HEK?293 cell by Western blot
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K TMEMA43 [ Rk . B 9038 I, % 4% I 40 i ¢
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