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pCDGFP¥KBP25 F: CGCGGATCCGCGAATGGCGGCGGCCGTTC

R: CCGGAATTCCGTCAATCAATATCCACT
pCDGFPFKBP25-N( 1 ~42 aa) F: CGCGGATCCGCGA ATGGCGGCGGCCGTT

R: CCGGAATTCCG TTTATGTTCTGCAAGAAAC
pCDGFPFKBP25-NP( 1 ~110 aa) F: CGCGGATCCGCGA ATGGCGGCGGCCGTT

R: CCGGAATTCCGG TTTTGGTGGACCCTCA
pCDGFP-FKBP25-PC( 43 ~224 aa) F: CGCGGATCCGCGAATGTTAGGAAACATTAAAAATG

R: CCGGAATTCCGGATCAATATCCACTAATTCC
pCDGFPFKBP25(43 ~ 110 aa) F: CGCGGATCCGCGAATGTTATTAGGAAACATTA

R: CCGGAATTCCGGATCATTTTGGTGGACCCT
pCDGFP-FKBP25( 111 ~224 aa) F: CGCGGATCCGCGAATGTATACTAAATCTGTT

R: CCGGAATTCCGGATCAATATCCACTAATTCC

aa) . FKBP25(43 ~ 110 aa) .FKBP25( 111 ~224 aa) 100 V 1h PVDF 5%
o 1 x TBST 2 h TBST
pCDGFP PCR FLAG (1:500 )4 C
BamH [« EcoR . 1.2% TBST
T4 DNA IgG( 1 : 5000 1 x TBST )
16 C TG1 2 h 1 xTBST ECL
LB X X
37 C (10 ~12 h) o
LB 1.2.4 ¢ 24 h
37 C o C0s7 ( ) PBS 3
=20 C 3 min
o 70% 5 min PBS 3 5 min;
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293T ( ) (1:100 ) 2 h;
o 3 5 min; TRITC IgG
o (1:100 1 x TBST )
1 x10° ~2 x10° /em® 1 h; 1 xPBS 4 5 min; 0. 15 g/L
35 mm DAPI 3 min; 1 x PBS 4
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COs7 35 mm ) Dako . 4 C
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min. SDS-PAGE 2 h BamH [ .EcoR 1| 2
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The codocalization of FKBP25 and its deletion mutants with CLIC1

He Wei' Geng Huiwu' Zuo Heng® et al
( 'Dept of Biology *Dept of Biotechnology Anhui Medical University Hefei 230032)

Abstract Objective To investigate the expression and localization of FKBP25 including its deletion mutants FK—
BP25(1 ~42 aa) FKBP25(1 ~110 aa) FKBP25(43 ~224 aa) FKBP25 (43 ~110 aa) FKBP25( 111 ~224
aa) in eukaryotic cells and the colocalization of FKBP25 and its mutants with CLIC1 in mammalian cells. Methods
To construct some eukaryotic expression plasmids of pCDGFP-FKBP25 pCDGFP¥+KBP25( 1 ~42 aa) pCDG-
FPFKBP25(1 ~110 aa) pCDGFP-¥KBP25(43 ~224 aa) pCDGFP¥KBP25(43 ~110 aa) pCDGFPF+KBP25
(111 ~224 aa) . These plasmids were transfected into HEK 293T cells respectively and the expression was checked
by Western blot. Their localization and colocalization with FLAG-CLIC1 in COS7 cells were detected by fluores—
cence microscopy. Results
constructed successfully which could effectively express in HEK 293T and COS7 cells. The localization of GFP-
FKBP25 was mainly in cytoplasm and its mutants were in both nucleus and cytoplasm. The co-ocalization of its
mutants with FLAG-CLLIC1 were much less than that of GFP¥KBP25 itself and there were some differences in
distribution. Conclusion FKBP25 and its deletion mutants can express efficiently in HEK 293T and COS7 cells.
GFP¥KBP25 is mainly distributed in the cytoplasm but the mutants are in both nucleus and cytoplasm. FKBP25

The expression plasmids of pPCDGFP-FKBP25 and a series of its deletion mutants were

protein and its mutants appear to colocalize with CLIC1 to different degrees respectively which implies that FK—
BP25 and its mutants may interact with CLIC1 respectively in mammalian cells. It provides cellular basis to further
study on biological functions of FKBP25 gene.
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