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Cloning of Marf1 gene and its expression in eukaryotic cells
Zhang Xiaoyun,Cao Guangyi, Ying Hong,Shi Lanying,Su Youqiang”
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[Abstract] Objective:To clone mouse Marfl gene and let it ectopically express in HEK293T cells, for studying its expression and
mechanism. Methods: Marfl coding sequence was amplified by reverse transcription-polymerase chain reaction (RT-PCR)and was
cloned into the eukaryotic cell-expression vector pCMV6-AC-3DDK and pCMV6-AN-mKate using the advanced In-Fusion cloning
system. After verification by restriction digestion followed by electrophoresis and sequencing,the correctly cloned plasmid DNA was
transfected into HEK293T cells. The expression of MARF1-3DDK and MARF1-mKate fusion protein in the transfected HEK293T
cells was assessed by both Western blot and immunofluorescence using the antibodies against DDK and mKate tag proteins. Results:
The correct cloning of Marfl was confirmed by restriction digestion and sequencing,and the expression of MARF1-3DDK and
MARF1-mKate fusion protein was detected by Western blot. MARF1 fusion protein was detected to be localized either in the cyto-
plasm in a punctate manner or on the mitotic spindles. Conclusion:Mouse Marfl gene was successfully cloned and expressed in
HEK?293T cells, which lays solid foundation for further studies on its functions and the related mechanisms.
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ft, 22 i i (PMSG, MFR eCG, T I M E));
Miu 1 AsiST Q5 #a gh - . DNA R4 1 .cDNA
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mKate 2 FaREN 5 K H AR AR G FR | B8 Miu
I 70 AsiS T B s iy 51 Wit . o —Jr i, R 4
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5% MR Wk B . 1:1 000 F Fé4t DDK . #T mKate
Ui, FEIK 4 CF A%, Y H AT TBST ¥k 3 %K, Ak
10 min, KB ARG —dt, 285 11 1:5 000 i B BRAR
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PBS %% 10 wL Triton X-100 .1 mL FBS)HiZ¥d 1 h(LA
AP E T, B 5 H PBS(1 mL PBS % 50 plL
FBS) i B — ¥t 4 CHF & o % ;pCMV6-AC-3DDK-
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0.8%~1.0% 1) L5 B A FL Uk AGH U 21 /N 5980 bp Al
4 674 bp 1 2 D54, e HE TLELRIE N
pCMV6-AC-3DDK #fk DNA F1 Marf1-ORF, ifij %} f§
AR L5 980 bp K/INEY LAk Bk S5l (]
1A), U W 5 21 5ok il IE A . IR A pCMV6-AN-
mKate-Marf1 B4 ik 752 Mlu 1 1 AsiS 1T XUEE VI
Joi BRI P KRS I 2 R/ VA 6 622 bp T 4 674 bp Y
2 AN, BN B AL 1Y pCMV6-AN-
mKate Z{& DNA F1 MarfI-ORF % DNA; ifii %} 18 %5
AR B 6 622 bp K/NK LR R4 471 (B 1B),
Wi B2 R 4G A TE A P A R 4 BORE P Marf]
PP 25 SR 5MGT 179 58 42— 3(F 2).

A M2 C D d

4361 bp

2322 hp
2027 bp

M1 M2:43 5% 1,23 kb DNA ladder,Marfl 3y 4 674 bp;C. %5 it
KLTGVIRE fh s D~F 2 3% 322 J5 TR R 28 W UIRE i 5 d~f 2 3% 322 )5 B0RL s D)
FEd
E 1 In-Fusion ¥ R+ & 8 &4 B A pCMV6-AC-Marfl-

3DDK(A)# pCMV6AN-mKate-Marf1(B)

Figure 1 Verification eukaryotic cell - expression vector
pCMV6-AC-3DDK-Marfl (A) and pCMV6-AN-
mKate-Marfl (B) constructed using In-Fusion
method

G CCGCGTACGCOCGTAAGE CT
Marf1-ORF pCMV6-AC-3DDK

CTAGGGAGGTT CG CAGTAT
pCMV6-AN-mKate Marfl-ORF

B 2 ZFE4HKH pCMV-AC-Marf1-3DDK (A) 1 pCMVé6-
AN-mKate-Marf1(B)ZB 4 il = 45 82

Figure 2 Parts of the sequencing results of pCMV-AC-

Marf1-3DDK(A) and pCMV6-AN-mKate-Marf1(B)

22 wmAEGWERE
i pCMV6-AC-Marf1-3DDK ,pCMV6-AN-mKate-
Marf1 5 25 Jo k7 F1AR B 1) 28 28 0k F% Y A HEK293T
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1 225 50K % YL 1) HEK293T;2: 28 pCMV6-AC-3DDK-Marf1
R Y i) HEK293T;3: 4 pCMV6-AN-mKate-Marf1 Ji 47 5% 4 11
HEK293T,

B 3 Western blot # il MARF1-3DDK #1 mKate-MARF1
Rl & ZE A7 HEK293T 40 i 3R 3%

Figure 3 Western blot analysis shows the expressions of

MARF1-3DDK and mKate-MARF1 in HEK293T

cells

DAPI Merge

DAPI Merge

4 BEHKEMEZ pCMV6-AC-Marfl-3DDK(A)F1 pCMV6-AN-mKate-Marfl(B) /& #1 % 3 36 h /& MARF1 % HEK293T

48 B B RE L

Figure 4 Detection of the localization of MARF1 in HEK293T cells 36 h after transfection with pCMV6-AC-Marf1-3DDK
(A) and pCMV6-AN-mKate-Marf1(B) plasmids by immunofluorescence
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F mRNA FrBRCH A EENEH, 25 mRNA
O A A B2 microRNA X 5 R % S 5 LR pY PR 455
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