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( 32[H Sigma- aldrich /A #]) .DNase | ( 32 [H Sigma-
aldrich /2 ]) | Optiprep' " ( % [E Serumwerk Bernburg
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MR (AL ELF]) o BT R A BTAE B
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Tab.1 Identification primer sequences for CsfIr¢™

and Rosa26""" genes

Primer Primer sequence (57°37)

CsfIrt4 GCTGTTTCTGGCTTCTCCC

CsfIr2 GACCCCTCATGTTCTGAAGTGTC

Csf1r¢ 3 GCAAAGGGTCGCTACAGACGT

Rosa26""" 4 AAAGTCGCTCTGAGTTGTTAT

Rosa26""" 2 GCGAAGAGTTTGTCCTCAACC

Rosa26"" 3 GGAGCGGGAGAAATGGATATG

1.3 F#i&
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sa26™" /N 1 HMEE Cy1r /N A4 AE  TE TR
AT ~ 14 d JEHNUT BURBER A EP 48 T g
= FH Mouse Tail Direct PCR Kit iR 5] & 24 % 41 Bt
DNA: 2 BRFE AN E AR 500 1 x R SRR
Bl g7 4 L Proteinase K,200 wL 1 x Mouse Tail Lysis
Buffer) , {8575 {d H], EP A& s 35 in A 200 pL 1 x
U 7 J5 55 C/AKIRIEE 20 min, 95 CH#k S
min K Proteinase K, 13 2/ Bl A0 i B e 2 ik 4k 4

PRIl WHER G 7040 IR A1 244 = ) ) . 12 000 v/
min B0 5 min, FIEWFETT PCR [ BL#E PCR J
WRZ 12 pl:2 x mix 6 wL, DNA £i4% 2 ul, 54
( B+ FiE) 1.5 pL,H,0 2.5 wl; PCR 2 i 4514
95 °C 2 min; 95 °C 30 5,60 °C 30 s,72 C 50 5,35 4}
PEFR; 72 °C 2 min. PCR =¥ 25 2% By Wi e e vl
VK, BT BE I BRSSO AL 55
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1.2% /) =R L1 500 L FREE /N, 75% L BE4 3R
B2 EE /N B 2 T L ST A I L DR
P, ZR N BRI, s, S A
0.25 mmol EGTA.5 mmol D-glucose.0. 665 mmol At
Zo g T HE W ( BEVE B WG 0.147 wmol NaCl.
753.733 umol NaH,PO, + 7H,0. 438.226 pmol
NaH,PO, * 2H,0.5.3 mmol KCI.9.1 mmol HEPES.
4.2 mmol NaHCO,,pH =7.3) , D) 3 440 pL/min 4]
TREHEVE 3 ~5 min, W IE S A9 I , 2 J5
A 0.05% MBIV, 0. 002% 1Y) DNase 1 9 11
VLA 2 550 wL/min (EHEHETE 3 ~5 min, JFAV I
A6 2 FE 2 e AR, TR BY 59 R 20, A A
RPMIH 640 £33 3L (1% 100 mm 3% 33 0L 9, BE RHEE
48,70 wm 40 i 7 ) 3 98, o AR B A0 R . 4 °C .
483 r/min E.0> 5 min ZBERVTTE A FFSE AN, 1 526
r/min4 °C &> 5 min BUUTTEG M, FH 2. 25 mL [
RPMI-640 3557 504 DUTE 4 i d 8k ok . % lFEAC
BUOBC B s 19 optiprep Al RPMIH640 1 32 5L iR A&
WL PELLEI 2 1, AR 3 mL L&, IR
A1) B 15 mL BLLAE AN 2. 75 mL (IR G W
55 H R R 1) B4 i B TR A 19 20, RPMIH 640
WfRie 82 5 mL, e H L2/ REH N 3 mL
RPMI-640 15525, 14 2% 2L ff RPMIH640 1% 75 3 A
MR A WA B4R, 4 °C.2 264 r/min 5.0 25
min, FH [ H R O, W HR A ]2 40 A 20T Y 15 mL g5
L, i RPMIH640 K533 % 10 ~ 15 mL 35 ¥E40
Jfd,4 °C <1 526 r/min B0 5 min, JLIELNME)E F1 mL
AN 2 TR AN, 3 min J5 /A 2 mL PBE £
1F,4 °C .1 526 r/min &.0> 5 min, i PBE E &40
o

1.3.3 /5B RE Al Bk Ao IR 52 2m AL 2 7k 09 3R B
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Y, 76 3 min J5 ] 2 mL PBE 2 1F41%4,4 °C .1 526
r/min B0 5 min, I AGG & PBE B2 400

1.3.4 )RR BFHMEMBEROER K/
FUH CO, ZE5RIE T, ] T5% L W45 3 e 1 35 L 85 /)N
R T L AT M B S st L 2 A
O 55, SN RGO BRI, AR E A 1.5 mg/mL (1)
PBS 1, IR%JJ5 4 °C 1 526 r/min B5.0 5 min, YLIEAM
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HRA), VK EEEEIE A 20 mine #5510 SR B A [
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MY PRI SRS AL T BV 3838 1 9t hiik > T 2
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min J5,PBE ¥E¥% 2 YK, PBE HE MM, 76 _EALA I

i 10 min M A 10 wL 5 7AAD. =40 HEA 0 YFP
Frict TRM F1ERLA% 240 L A 35 %

1.3.6 %t &4  GraphPad Prism & 434748
HEET, LA M( Pas, Pog) For, AT R TF S50 Y
IINFEAS 1 T FE AR 2550 85 CR A Mann-Whitney U
K4, P <0.05 h2EFA gt #E Lo

2 HR
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HTE/NR T ~ 14 d B85 R I REE , A AR & 3 B [
20 DNA il PCR ¥ H44¢ e 25017 , Bt iR Wk e L VK
HEAFILF 4L . EL%0 YFP B4 7 PCR 4545k 600
bp( YFP -) , %3k YFP [y PCR 4547 & 320 bp( YFP
+), CsfIr” PCR 4544 470 bp( Cre +) , B 2z 7Y
PCR 5754 340 bpo HI CsfIr™ 59347 PCR, ¥4 1
A 7T 340 bp I, /NRIEF ALA wi, 244 340
bp 1470 bp BB, /N EREE R RNy Csf1r™ .
FH Rosa26R™51%¥)3#4T PCR, >4 HAA £ T 600 bp f4
ST, NI B wt, 547 600 bp Fil 320 bp Y
W55 B, /N BRI B B K Rosa26R™ . Csf1r® Jz
Rosa26™"" FE[R RIS rE 25 S UL 1A Rl 1B AR B
NEBHEEIZ LK 45 5 SR 5 223610 /N LI R Y
N CsfIr" Rosa26™" f 3k #6 /N K B RS2 86 40 L
iR 1.5.8 f/NERILE LN Rosa26™" , 455 hy 4+
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12353 26 /)N B 6 B2 < 25 O LT A /N [
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Fig.1 CsfIr‘ gene (A) and Rosa26""" gene
(B) PCR agarose gel results of the progeny mice of CsfIrc"™
mice mated with Rosa26”"" mice

M: Marker; 1 —12: Serial number of the experimental mouse.
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Fig.2 Gating strategies of flow cytometry for kupffer cells, spleen-resident macrophages, kidney-resident macrophages,
alveolar macrophages, bone marrow monocytes and blood monocytes
A: Kupffer cells; B: Spleen—resident macrophages; C: Kidney-resident macrophages; D: Alveolar macrophages; E: Bone marrow monocytes;

Blood monocytes.
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Fig.3 YFP-abeled efficiency for kupffer cells,
spleen-resident macrophages, kidney-resident
macrophages, alveolar macrophages, bone
marrow monocytes and blood monocytes

A: Kupffer cells; B: Spleen—esident macropha—
D: Alveolar
macrophages; E: Bone marrow monocytes; F: Blood
monocytes; a: CsfIr /Rosa26""" [WT; b: Csflr¢/
Rosa26""; * P <0.05, ** P <0.01 vs Csf1r“ /Ro-
5a26"" [WT group.

ges; C: Kidney—esident macrophages;
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/N LG5 YFP 43 5 93.90% ( 92.80% ,
95.20%) F198.20% ( 92.20% ,98. 60% ) ( XF MR n
=3, 5t n=3, Z=-2.087. —2.087, % P =
0.037) o EREEIRFZI L FIH Csf1r /- F 1 YFP Xt
JHF U < R < " AU < o O 5 g 200 P 0 I B A
YHIARICRCR

3 Wig

TRM J2& H. 92 20 M %) S Joa P RE A, 7] 2 I 4H Uy
SRRSO R ST fE. TRM A &4 T
ATIRE , AT W BR A o 2L sh M gl 2 R A R T
()20 L, T LA 0BT 20 458 405 F R A8 1 4 0 A B A
FEVESNG ' o Davies et al 7 (BT SR T 3 if 40
JL55 3 F T R i A AR 114 28 2 e 4 Y 1Y
R TE . WA MR A2 B AT B —
38 PR P 1 Kupffer 2016 BT 5 95 40 0 < 55
I 200 DL R i 7 W 2 B . TRM g I 7> 17— 46
ARSI A PRI RE. TRM 343k [ 4 FpIf 55 1%
TR 5, R X R R L 2R A i i A K TSR AR
AT T TR IS P A . R S PR /N L
R 3y 3 — A BF 58 TRM (3825 B B 58 A 1 1Y
TH.

Cre /loxP 520 F 4t 1) % AL 58 00 5 3 2o 8 i
Cre/DNA AR E A R 30 FoA S0 o i RG]
DI 2 ) 240 B2 Rl 2 g v A R TR e S
o L B I S A0 A B S DI RE AP o
CsfTr /INEUAT T 5042 B A M A pRac ™ o ARHIT
FEE K CofIr™ /NS Rosa26™" /NS, L4
HT CsfIr™ Rosa26™" 4§45 3 K /N R A . S 06 25
TR IZAEAVLE bR 10 SA% 20 i S Z2 Fh TRM( 40 i
JIE Kupffer 410 BRI 005 200 A < 55 I 505 200 e i
L I 200 L R V8 R B A 0 ) e I R AL
HARGEM YFP 3K ARiCRCR M1k 90% DL o X —
ZERSESC T Csf1r™ Rosa26™" /INGRAE FHBFFE TRM %
B RS YERF R IRE A5 R T H A Rk
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label tissue-resident macrophages in various tissues
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Abstract

fluorescent protein ( YFP) labeling monocytes and tissue—resident macrophages in different tissues. Methods

To construct Csf1r Rosa26™" mice, and to detect the efficiency of Csfl1r“-mediated yellow
The
Rosa26™" mutant mice had a loxPflanked STOP sequence, followed by a yellow fluorescent protein gene ( YFP)

Objective

inserted into the Rosa26 locus. When crossed with mice expressing the CsfIr“ recombinase, the STOP sequence
was deleted, and yellow fluorescent protein ( YFP) expression was observed in the tissues of double-mutant off-
spring ( CsfIr" Rosa26™") . CsfIr”" mice were mated with Rosa26"" mice, and genotype of CsfIr™* Rosa26™"
mice were identified by PCR. Blood and bone marrow monocytes, liver macrophages, kidney macrophages, alveo—
lar macrophages and spleen macrophages of adult CsfIr* Rosa26™" mice were isolated, labeled with flow cytometry

Cre

antibodies, and the recombination efficiency of CsfIr™-mediated YFP labeling tissue macrophages was analyzed by

flow cytometry. Results In Csf1r™ Rosa26™" reporter mice, the median percentage of YFP + was 93.25% in re—
nal macrophages, 92. 45% in liver macrophages, and 91. 10% in spleen macrophages. The percentage of YFP +

was 94.70% in alveolar macrophages, 98.20% in blood monocytes, and 93.90% in bone marrow monocytes.

Conclusion CsfIr”" can be used to trace tissue—resident macrophages as well as bone marrow and blood mono—
cytes. At the same time, CsfIr”" can target these cells to prepare conditional gene knockout mice.

Key words CsfIr“" recombinase; reporter gene mice; flow cytometry; tissueresident macrophage ; monocytes;
cell labeling efficiency
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