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Expression and Subcellular Localization Analysis of Felis catus C11orf96
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Abstract: The aim of this study was to construct of Felis catus Cllorf96 ({Cllorf96) gene, pre-
pare polyclonal antibody with good reactivity to the protein and in order to analyze the localization
of the Cllorf96 gene in cells. Firstly, the {C11lorf96 gene cloned by using Crandell Reese Feline
Kidney cells (CRFK) ¢cDNA as the template, the recombinant plasmid pET-32a (+)-fCllorf96-
Fe was successfully constructed by seamless recombination. Then, the recombinant expression
vector was transformed into BL21(DE3), and the recombinant protein {Cl11or{96-Fe was success-
fully expressed after IPTG induction. The f{C11orf96-Fe protein was used to immunize rabbits to
prepare polyclonal antibody. Finally, Western blot and indirect immunofluorescence assay (IFA)
were used to analyze the validity and subcellular localization of polyclonal antibody. The results
showed that the CDS sequence of the [C11lorf96 gene was 372 bp, encoding 124 amino acids. The
recombinant protein fC11orf96-Fe exists mainly in inclusion bodies, and the protein size was 49

ku. The polyclonal antibody prepared from the recombinant protein could identify endogenous
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fC110rf96 protein and eukaryotic expressed foreign protein. And we found that {C110rf96 protein

was localized in the cytoplasm. In this study, the fC110r f96 gene was successfully cloned and lo-

calized in the cytoplasm, which laid a foundation for further research on the biological functions

of the Cllorf96 protein.
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Table 1 Sequences of primers used in this study
519 2 ¥ F3 (5'—>3") FH %
Primers Primer sequence Useage
Cllorf96-F ATGGCGGCCGCCAAGCCCGGCGAGCTG T AR Cllorf96 JEA
Cllorf96-R TTACAGGGCCGAGTCGGAGTCGCT
Cllorf96-Myc/HA-F ATGGAGGCCCGAATTCGGATGGCGGCCGCCAAGCCCGGCGAGCTG M #EJ IR Cllorf96
Cllor f96-Myc/HA-R GTACCTCGAGAGATCTTTACAGGGCCGAGTCGGAGTCGCT FUA% IR TR
Cllorf96-32a-F GGCTGATATCGGATCCATGGCGGCCGCCAAGCCCGGCGAGCTG MR Cllor f96 R4
Cllorf96-R CAGGGCCGAGTCGGAGTCGCT Fe 1 [ R A% 2 3K [ kL

Cllorf96-Fe-F
32a-Fe-R

TCCGACTCGGCCCTG TCCGGTGGCGACATCATCAAGCTG
GTGCGGCCGCAAGCTTGTTAGCTCTTGCGGGACTTGGCGAT

TRIZ A5 R linker 25 11 (SGG) 1 F2 M IR 1 BR )7 51

The underlined part is a flexible peptide nucleotide sequence of linker protein (SGG)
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HEAT A RARPE, T d« WL B 4 R ST MO LI
AR I 5 B 45 {C11orf96-Fe H i £ i B PL 1A,
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i) {C11orf96-Fe Hi il 35 1F b — Pt (F L 1+ 350)
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NZXTIR, 2912 HA B Myc A28 504 S BA e Xt
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PLCRRREEL 12 10 000) FIRAMFH 1 h. 5100
M.
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A. fCllorf96-Fe £ s itk & CRFK 584 FCV B CRFK 40 [l 2L i Wi 8% 45 55 B. {Cllorf96-Fe Z Witk & &L
12 3% 35 BORL 00 40 M A 1 S W s A R 5 C. DU I 335 A Sy I3 1 XoF TR O 5 X 7 ) 00 i 2 10 28 A VRORE o P 45 R DL HA
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AL 2T 24 A TR 5 2 R

A. ECL results of fC110orf96-Fe polyclonal antibody incubates protein lysate about CRFK cells infected with FCV and unin-
fected samples; B. ECL results of {C110rf96-Fe polyclonal antibody incubates protein lysate about the constructed eukaryotic
expression plasmid; C. ECL results of protein samples incubated with negative serum as negative control; D. ECL results of
anti HA incubates protein lysate about pHA-fCllorf96; E. ECL results of anti Myc incubates protein lysate about

pMyc-fC11o7f96

B 1 Western blot #: il fC11orf96-Fe ZHRERE I RELER
Specificity of fC11orf96-Fe polyclonal antibody detected by Western blot

Fig. 1
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Fig. 2 Localization of fC110rf96 subcellular protein in cytoplasm
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