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ABSTRACT Objective: To build the model of the gene FKBP38 (FK506 binding protein 38) conditional knock out in liver.
Methods: Transgenic mouse whose FKBP38 gene was flanked with loxP was constructed by embryo microinjection. The FKBP38 gene
was deleted by breeding mice harboring two loxP sites in FKBP38 (FKBP38") with the mice bearing the expression of Cre recombinase
mice driven by an album promoter. Afterward, the genotype of FKBP38 conditional knockout mice was analyzed. Results: 0 Relative
hepatic FKBP38 mRNA levels showed significant difference between FKBP38 conditional knockout mice (FKBP38*) and wild type(P<<
0.001). o Relative hepatic FKBP38 protein expression levels of FKBP38 conditional knockout mice (FKBP38") were significantly
different with wild type(P<<0.001).6 Relative phosphorylation of hepatic p70 S6K and 4E-BP-1 protein of FKBP38 conditional knockout
mice (FKBP38") showed no significant difference, with slight decrease in phosphorylation of 4E-BP-1, compared with wild type. ® No
significant difference in expression of hepatic Bcl-2 between FKBP38* and wild type. Conclusions: The mouse model of the gene
FKBP38 (FK506 binding protein 38) conditional knock out in liver is successfully built.
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Table 1 Primers for genotype identification
Gene Primer Sequence(5'——") Length(bp)
Alb-Cre oIMR1084 F GCGGTCTGGCAGTAAAAA CTATC
oIMR1085 R GTGAAACAGCATTGCTGTCACTT ~150
oIMR7338 F CTAGGCCACAGAATTGAAAGATCT
0oIMR7339 R GTAGGTGGAAATTCTAGCATCATCC 324
FKBP38 F1 F TCATGCAGGCAGAGTGCACATAG
R2 R TGGAGACAGGCATTTCAGATCACA MT:272 WT:217
F2 F ACTGAGGCCACACAATCTAGGT
R2 R TGGAGACAGGCATTTCAGATCACA MT:301 WT:173

1.2.3 /NERBTAE FKBP38 £ E mRNA K E#&M  BURAE/NR ONS5-7-F i1 EXON5-7-R f H 19 3L K FKBP38 5[4, Actin-F

FREERTIE, JIA 500 WL Trizol H, T Z2KE M ZH 451 A Tis-
sueluser-48 W53 ZREASF] A RNA, {#1 ] Nanodrop 5
RNA &%, A Vazyme 2\ 6] (935555 S50 G0t 4% SR A5 2]

Actin-R A% Actin 5]4 ,Roche /2 7] i Power SYBR Green
PCR Master Mix & & ##4T RT-qPCR, RT-qPCR 5|4¥ VL3 2,
P A B A Tt A B AR IR A R A e

cDNA. DA A 52 56 21 55 XF B2 /)N B cDNA Sy £ A, EX-

% 2 RT-qPCR 5|4
Table 2 Primers for RT-qgPCR

Genes Primers Sequence(5'—3'")
FKBP38 EXONS5-7-F F CCTCCAACACCAAAGTGGAC
EXONS-7-R R CTTTGAGAGCTCTGCGTGGA
ACTIN Actin-F F AAATCGTGCGTGACATCAAAGA

Actin-R R GCCATCTCCTGCTCGAAGTC
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Fig. 1 Genotype identification of FKBP38 conditional knockout mice in liver

Note: A: mouse tail PCR identification of loxP-flanked FKBP38; B: mouse liver PCR identification; C: mouse tail PCR identification of Alb-Cre
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Fig.2 Relative levels of mRNA and protein of FKBP38 conditional knockout mice in liver

Note: A: Relative mRNA levels of mice with FKBP38"(-/-) and FKBP38" (+/-); B: Relative protein expression levels of mice with FKBP38* and
FKBP38". Compared with the genotype of C57BL/6J, x + SEM, n=4, ***P<0.001.
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R 5B H % Alb-Cre Fll loxP i 5, HA 301 bp BIR /RIS
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Fig. 3 Phosphorylation of p70 S6K and 4E-BP-1in mice liver
Note: A: phosphorylation of p70 S6K at T389 in mice liver; B: phosphorylation of 4E-BP-1 at T37/46 in mice liver; C: the bar chart of 4EBP-1 and
phosphorylation of 4EBP-1, x + SEM, n=4, **P<0.05; D: the bar chart of p70 S6K and phosphorylation of p70 S6K, x + SEM, n=4, ns.
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Fig. 4 BCL-2 expression levels in mouse liver
Note: A: expression levels of Bcl-2 in mice liver with wild type (WT) and
FKBP38™ (-/-); B: the bar chart of relative expression levels of Bel-2, x +
SEM, n=4, ns.
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Fig.5 Body weight of the mice
Note: WT=Wild type, HET=heterozygous (FKBP38"),
HOM=homozygous (FKBP38%), x + SEM, n=4, ns.
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