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Expression of protein 4.1 family in melanoma cell lines and its effect on cell proliferation
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Abstract: Objective To detect the expression of protein 4.1 family members in mouse melanoma cell lines and evaluate their
effect on cell proliferation. Methods PCR and Western blot were used to detected to the expression of protein 4.1 family
members (4.1R, 4.1B, 4.1G, and 4.1N) at the mRNA and protein levels in B16 and B16-F10 cell lines. The expression plasmid
vector pEGFP-N1-EPB41L3 carrying 4.1B gene sequence amplified from genomic RNA of mouse embryo fibroblasts was
constructed and transiently transfected into mouse melanoma cells. The change in cell proliferation was assessed using MTT
assay. Results The mRNA and protein expressions of all the protein 4.1 family members, with the exception of 4.1B, were
detected in both B16 and B16-F10 cells. Transfection of cells with the eukaryotic expression vector pEGFP-N1-EPB41L3
markedly inhibited cell proliferation as compared with the non-transfected cells. Conclusion The eukaryotic expression vector

carrying EPB41L3 sequence is capable of inhibiting the proliferation of mouse melanoma B16 and B16-F10 cells.
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Tab.1 Primer sequences for amplification of the 4.1 protein family

members
Gene Sequence of primers (5'-3")
Forward: ATGACAACAGAGAAGAGTTTAGTGGCTGAAGC
EreAL Reverse: CTCCTCAGAGATCTCTGTCTCCTGGTGGA
Forward: ATGACTACTGAAGTTGGCTCTGCATCTGAAGTG
FPBALLe Reverse: TTATTCTTCTCCTTCCTCCGCCAACTCTG
Forward: ATGACAACAGAGACAGGTCCCGATTCTGA
FPEALL Reverse: TCAGGATTCCTGTGGCTTCTTGTCTC
Forward: ATGACGACCGAATCAGGATCAGACTCAG
EPB41L3
Reverse: TCAATCCTCTCCGTCCTCTGGTGTGATT
pactin Forward: GCCATCCTGCGTCTGGACCTGGCTG

Reverse: CGGACTCATCGTACTCCTGCTTGCTGATCC

<2 EPB41L3HIqPCR5|4#I/F 5!
Tab.2 Gene-specific primers used for quantitative real-time PCR
of EPB41L3

Gene Sequence of primers (5'-3")

EPB41L3 Forward: TGCGAACATCTGAACCTGCT

Reverse: CCTTAGCAGGGTCCAACCAG
Forward: AGCTTGTCATCAACGGGAAG
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Fig.1 Expression of protein 4.1 family members in melanoma cells. A: mRNA expression of 4.1 family members in MEF, B16, and
B16-F10 cells detected by real-time PCR. M: DNA marker (DL5000); Lanes 1, 4, 7, 10: Expression of EPB41, EPB41L2, EPB41L1, and
EPB41L3 mRNA in MEF cells, respectively; Lanes 2, 5, 8, 11: Expressions of EPB41, EPB41L2, EPB41L1, and EPB41L3 mRNA in B16
cells, respectively; Lanes 3, 6, 9, 12: Expression of EPB41, EPB41L2, EPB41L1, and EPB41L3 mRNA in B16-F10 cells. ***P<0.001; B:
Expressions of 4.1 protein family members detected by Western blotting. 1: MEF cells; 2: B16 cells; 3: B16-F10 cells.
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Fig.3 Expression of EGFP-4.1B fusion protein in B16 and B16-F10 cells transfected with
pEGFP-N1-EPB41L3 recombinant plasmid.
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