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Cre/Loxp Csflr - Cre"™" R26R™""
Csflr-Cre™ ™ o Csflr-Cre™™
EYFP CD45 CSFIR 4-OHT Cre .
Csflr-Cre™™ R26R*" EYFP  Csflr-Cre™™™
PCR Csflr-Cre™™ R26R™" Cre Csfl r—Cre™ "
Western blot EYFP CD45 +‘ ' ROGREV
CSFIR Csflr-Cre"™"
R26R""" Csflr-Cre™™ EYFP CSFIR °
CSFIR CD4s* 1
R26R"™ Csflr-Cre™™" EYFP
(P <0.001) (P <0.05) 1.1
o Csflr-Cre™" 1.1.1 50 7 Csflr-Cre™™
R26R™ Csflr-Cre™ ™ R26R™ (JAX#019098)  R26R™"( JAX#006148) 25
o Csflr-Cre™™ EYFP 10 15 (20 +2) ¢
CSF1R CDh45* , CSF1R Jackson .
Csflr-Cre™™; R26R""™; Cre/LoxP ; CD45;
SPF o
R 394.2 1.1.2 T400 PCR
A 1000 - 1492(2024) 07 - 1175 - 06 DYY-=7C
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1600
CytoFLEX
Sorvall™ ST8
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b Cre/LoxP ;
. 2, .pH =8.0 EDTA
ERT2-Cre ; PCR
ERT2-Cre ; +DNA maker.2 x Taq Mix.50 x TAE
—A4- ( 4-hyroxytamoxifen 4-OHT) ;
3
R26R™"" Cre loxP PBS
EYFP EYFP ;4-OHT ECL Merck
Millipore X CD45
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1.2.1.1 Csflr-Cre™™
R26REYFP
SPF .
18 ~22 C. 40% ~
70% . 12 h .
3d 1
Csflr-Cre™" R26R-Stop-EYFP
R26R™™ Csflr-Cre™™
R26 REYFP( flox +/ =) F] .
F1 F1 Csflr-Cre™*™
R26 REYFP( flox +/ =) R26REYFP
PCR Csflr-Cre™™ R26R™™ F2
1.2.1.2 DNA
F1 2 0.3 cm
1.5 ml EP 50 pl A( :
10 ml 50 wl 5 mol/L NaOH 4 pl 0.5
mol /L. pH = 8.0 EDTA ) .
EP 95 C
30 min 50 pl B
( :10 ml 400 pl 1 mol/L pH =
8.0 Tris-HCl )
o 3 000 r/min
5 mino DNA
PCR .
1.2.1.3 PCR PCR
1. PCR 112.5 pl 2 x Taq
Mix 0.8 ul 2 pl DNA DEPC
25 ul. PCR (D94 C 3 min @
94 °C 30s @65 C 15s @ 68 C 10
s 594 C 15 s ® 60 C 15s D72 C
1 PCR
(53)

R26REYFP

R26R™"-GFP

Csflr-Cre"R1?

Csflr-Cre™* ™ 4Cre

F: CTGGCTTCTGAGGACCG

R: CAGGACAACGCCCACACA

F: AGGGCGAGGAGCTGTTCA

R: TGAAGTCGATGCCCTTCAG

F: CTAGGCCACAGAATTGAAAGATCT
R: GTAGGTGGAAATTCTAGCATCATCC
F: AGATGCCAGGACATCAGGAACCTG
R: ATCAGCCACACCAGACACAGAGATC

10s ® 72 C 2 min. @ ~@ 10

0.5C ®~®

1.2.1.4

1 x TAE 60 ml 1.20 g

25

10 pl

DNA maker
10 pl

5 ul

110 V.
min. Tanon- 600
Csflr-Cre™ " R26R™™"

F2
Csflr-Cre"™™ R26R""" 6
5d 70% 4-OHT.

4-OHT 75 mg/kg
o R26R™™" 4-OHT
. Csflr-Cre"™"™ R26R™™

1.2.2 4-OHT

N ~ ~ o

1.2.3
“1.2.2”

1.5 ml EP

. 10%

PVDF TBST 5%

EYFP (1:5000) 4 <C
TBST 3 8 min
(1:10 000)
12 min., PBS

Western blot EYFP

SDS-PAGE
2 h

2h TBST 3
10 min

o Imagel]

1.2.4
CD45

TCR ‘e, >
CSFIR

Csflr-Cre"™ ™
CSFIR .
“.2.2”
v

CD45* EYFP

ml EP 37 C
2 000 r/min

100 pl 0. 9%

30 min

5 min

PCR

40

IsG

1.5
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CD45 30 min PBS Csflr-Cre™ " 236 bp
2 PBS R26R™™" 142 bp
o 384 bp. FO  Csflr-Cre™™ FO  R26R™
EYFP CD45 " . 2A FO  Csflr-
1.3 GraphPad Prism 8. 0. 2 Cre™" Cre 236 bp.
x+s  FO R26R™™" 4
t P <0.05 384 bpo FO
o 4 2
s DNA PCR
2B .
2.1 Csflr-Cre™ ™ R26R""™ Csflr-Cre™™ R26R™™M ™+ F1
Csflr-Cre™*™ Csflr-Cre™™ PCR
4-OHT Cre o 236 bp R26R™™"
loxP R26R™™" 4-  PCR 384 bp.142 bp.
OHT Cre CSFIR R26R™"
EYFP . F2 15 2C
4-OHT 1~15, 1.3.4.5.6.7.8.12
Csflr-Cre"""” R26R"™™" 1. 14 Cre 236 bp; 2.

1 Csflr-Cre®R™ R26R®YTP
A: ;B
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2
A:FO  Csflr-Cre®f12 () R26R™P () iB:Fl  Csflr-Cre™ ™ R2GREYFP(flox+/-) Csflr-Cre"™1?
() R26REYFP ( );C:F2  Csflr-Cre®™ 2 R26REYP Csflr-Cre"™1? () R26REYI? ()
3.9.10.14.15  R26R™" o PCR
384 bpo 3 14 N Csflr-Cre™™ R26R™" o
Csfl1r-Cre™"” R26R™"™" o 2.3 Csflr-Cre™™ EYFP CD45*
2.2 Csflr-Cre™™ R26R"""" EYFP CSF1R CytoFLEX
PCR “2.1” CDh45*
Csflr-Cre™™ EYFP EYFP o SSC-A  FSCA
CSFIR o PCR FSC-H  FSCA CDh45*
R26R™" Csflr-Cre™™ R26R™"" CDh45 " EYFP
Western blot EYFP o
o EYFP Csflr-Cre™™ R26R™™"
Csflr-Cre™™ R26R™™" EY-  R26R™ CD45* EYFP
FP 3  PCR 4, Csflr-Cre™" EYFP
NEEN CDh45* EYFP
R26R™" Csflr-Cre™ ™
R26REYFP
CSF1R o
3
Cre/loxP
o Floxed EYFP
Cre STOP
3 Western blot Csflr-Cre®™ "> R26R*YP CSFIR o
EYFP  (n=3)
A: Csflr-Cre*™ R2GRFYFP EYFP °
i B: Csflr-Cre™ ™ R26R"YP EYFP CSF1/CSFIR
a: R26R™™ ; br Csflr-Cre™™ R26R™™ ;  R26R™ T CSFIR
/

FFF P <0.001
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4  Csflr-CrefR™ EYFP CD45 * (n=3)
A: CD45 * EYFP ; B: CD45 * EYFP o CD45 * EYFP
D: Cch4s* EYFP ;B Ch4s5* EYFP ;a: R26REYFY o b Csfl r-CrePRT2 R26RFYFP
R26R*YP :" P<0.05 ***P<0.001

(C)1994-2024 China Academic Journal Electronic Publishing House. All rights reserved. http://www.cnki.net
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Construction and efficiency detection of Csflr-Cre™*"

EYFP
R26R reporter gene mouse based on Cre/Loxp system
Zhu Xiangling Wu Xuming Wang Huihui Zhou Yuanyuan Wang Anqi Zhang Huiru Liu Chong Tu Jiajie
( Institute of Clinical Pharmacology Anhui Medical University Hefei 230032)

Abstract Objective To construct Csflr-Cre™ " R26R™™" reporter gene mice and assess the efficacy of Csflr—
Cre"""” amediated enhancement of CSF1R in CD45 * cells labeled with yellow fluorescein protein EYFP. Methods
Csflr-Cre™™ mice were crossbred with R26R™""" homozygous mice and Csflr-Cre”™*R26R"""" mice were identified
through PCR and Western Blot analyses. Flow cytometry was employed to evaluate CSFIR tag-efficiency in CD45 "
cells across different mouse tissues following tamoxifen induction. Results ~ Csfl1r-Cre™™ R26R"™ reporter gene
mice were acquired. In addition it was found that Csflr-Cre™"-mediated EYFP could effectively mark CSFIR in
various tissues of mice and CD45 " cells in different locations. Compared to the R26R™" group the highest labeling
efficiency was observed in the brain tissue ( P <0.001) the lowest in the thymus tissue ( P <0.05) and no sig—
nificant difference was observed in the spleen tissue. Conclusion ~ Adult Csflr-Cre™" mice and R26R"""" mice are

ERT2

effective ways to obtain Csflr-Cre”™"* R26R™"" induced conditional fluorescence mice. Csflr-Cre™" can mediate

EYFP to effectively trace CSFIR in CD45 * cells in different parts of mice.
Key words Csfl r-Cre™™: R26R"™"™: Cre/LoxP system; CD45; flow cytometry



