2025-05-28 17:20:33 https://link.cnki.net/urlid/34.1065.R.20250528.1317.001

ZEMKFF®  Acta Universitatis Medicinalis Anhui 2025 Jun;60(6) - 977 -
S SRl PR e € LUe
CHMEZMAR O

=3 o |0 23 5
TREM2 FE A B/ Bt Aa e L 8 RE R 55 e
WO UREE OB RS RER, T
("M EAKFH TR, S0 230032;° ZHEAKTEH —WEERSGAF, AL 230022;
G EA R S\ R 2 EAT R BT, A Fe 230032)

w ‘.\_m,

WE BH R CRISPR / Cas9 £ R M EBELNMfih & 2Z Uk 2 ( TREM2 ) JEIH BBk (TREM2 ™~ ) /NER, % TREM2 ™'~ /NRIF
ST HIEE R, F73% SR CRISPR / Cas9 £ ARVEFEVEREFR TREM2 JEPR SN F 2 ~ 3 Xk, A TREM2 ™'~ /N UBRL, iy
/NRIBHLE 53 CSTBL/6], SRR A HeE U i (PCR) ¥4 4 /N R R R Y . SER ¢ 5t 8 &t PCR(qPCR) Rl 14 BT EP
1% (Western blot) #: /N R B Z1 R TREM2 193235 7KF- , A mRNA 7RI /K- ES0AIE PCR % 2 45 S ity B s v DA B
2Pk MR sgRNA JFF17E CCTop W3k T i 7T REAFEAE R AR A7 6, $2 /N U T DNA 28 PCR 473 )5 647 Sanger JUJF , 461
TREM2 ™"~ /NG Jor- A 80N . £ 3fid CRISPR / Cas9 $i R BLIMHEE T TREM2 ™~ /INEL, FEXb /N BRgE AT T 38 5 R
T NSRRI R S R R, A 8 415 bp 57 (1708 U DR 80K B 2 R (WT) 5 () 39 449 bp 2571 11/ B (R Ll
TREM2 ™'~ ;4341 415 bp Fi1 449 bp MUK /N AL RN 28 48, qPCR 255 7R, 55 WT /NI L, TREM2 ™~ /N BU 0
WE B 2028 TREM2 1) mRNA 223Kk 7KF2)F R (P <0.01) , Mg Bt Il ZH 40 TREM2 ) mRNA Rk 2 B TR (P <
0.05) . Western blot 455 7%, 55 WT /NG EL, TREM2 ™~ /INBRURCIE G I g il 128 12 R &0 8] ot 24~ 4% 240 il ( PBMC ) +h
TREM2 ({25 KKK (P <0.01) . Sanger 725 SR W] TREM2 ™~ /NRBA P= A EMEAN . 4518 i i dF %
BT TREM2 ™'~ JINBR, ST T — AT S R L R B e T s, R A qPCR Western blot Ll )¢ Sanger Il )3 /37, BaiE 1 /)N BB 7Y
WAL IR E Tk K TREM2 FER ThRE M A 5T SR LB 1) B R Sl il

K4 BB MR Z SZ AR 2 CRISPR / Cas9 ; JE PRI Ai 6k T84 e 2 B 7 s B BB WA JC P Dk 5 B R 0 2 o

FESES R332

TEARER A XEHS 1000 - 1492(2025)06 - 0977 - 07

doi:10. 19405/j. cnki. issn1000 — 1492, 2025. 06. 001

HELH M foh & 57 {A 2 ( triggering receptor expressed
on myeloid cells 2, TREM2) J& T4 Bk E A H K
TR , e — T B ) 5 M A 8 S W 32 AR . TREM2 A — 4>
LA, XA AN B — A VB R A
P — R AR — 15 IR e 235 ey B — e
MU . TREM2 45 ZFRECHR, ke il fhok 2 02
A bRE , EENES G A TR B A 7 43
F L ALEANEE 84 DNA B 2R (AR . 7E 2k

2025 -04 - 25 21Uk

FRIH FHRK A RPAHES (582104185 ) 5 ZRUE & R B AT I
H (45 :2022AHO51153 ) ; T84 AR FH 7 24 (45
2008085QH400) ; HL R F LA M B H TR LB % (2B
BERIR ) FFROARE (G5 . KFIJ-2020-03 ) 5 ZRIBE R R 2
KRMIT AL (45 :2021xkj148 )

PEFTIA 8 2R, & AR
FE S, WL, RN, AL A W, AR AR E-
mail ; wangxinming@ ahmu. edu. cn;
WAEAS, 55, T, BB, 0 4 A 0, S8 A5 VR, E-mail :

tujiajie@ ahmu. edu. cn

HLIRZS T o, TREM2 (143 M A R 75 55 2 9 4L 20,
MAE FLARZS H TREM2 {5538 12 WM I8 A 241 240
P33t 10 i 35405 1 G B 15 Sk 4. s R
TREM2 £ 5 Z R Y 8, indn i /736 g AR
WA RN 9 BN 45, JCAE BT R 25 V6 SR I Jie
SE T SR R AR T MR

CRISPR/ Cas9 Fi AR HAT 548 WLER (5 S 58 4
BHEITCIF I DIRE , FEAE LD |17 5 LA SRS B ) I 3
RN R o AR B 2 A SR AN PR ST
ey NEZTL 7/ B a4 | B 8 B 2 I N
CRISPR Ji [F 41 4 55 (s WIF 50N 53 RSP RS o b 1)
FREG I R 20 i R RS AR 1ZF 58 A CRISPR/
Cas9 FAMH TREM2 ™~ /NG, I x0T JE AR E 4736 A
TR o 5 3l R SR B AIE , LAY R WF 5 TREM2 7E %
PEPR T A R AL S P A At

1 #MR5EFE

1.1 s£gzh¥ 9 H TREM2 '~ /NEL,7 HER 2
SUMERR R E R (20 £2) g, g A B R B4
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VIRHB A A7 BR 22 Al (525 : NM-KO-190402) , fIf A7
/NI 5L CSTBL/6], 1 SPF 234y i 1]
FREHH ., B SR A RAF LR EE R i PR 2 BRI
FEIT Bl W) 5L 56 48 B DR o b Uk (4R 5 PZ-2023-
035),
1.2 FEiKF| 2 x HotStrat Taq PCR Master Mix ,
Gelred #2448l 100 bp Ladder DNA Marker 14 H Jt.
SIS N ARA BR A 7] (5245 : MT205 (EL108 |
MDI112) ; 3 Jg ¥ Agarose W4 B 1% [ BioFroxx 2\ )
575 : 1110GR100 ) 5 /) Rk B2 440 23 B W 18 R
KRN AR B A PR A ) (535 :7211011) 55
x Evo M-MLV RT Master Mix 12 x SYBR Green Pro
Taq HS Premix W 5 # B SCRk 5 A2 ) TAREA PR 7
b5 1 AGL1706 \AGL1701) ; ft Fl 5 | 49y 44 ey i ] AR
Wy (B0 By A PR 745 1 5 B-actin HTAARNE B 38 [
Affinity A 5] (585 : #T0022) ; TREM2 HiiK Ity A 92 [F
Abcam 23 7] (575 : ab305103 ) 5 B AR 1t 48 1k 4y i 18
ORI AP 1eG (H + L) AR S A W B 15k
LGN 16 (H + L) 1 3 5 =8 A= Y14
AR R T (585 : SA00001-2 . SA00001-1) ,,
1.3 FEMHFEHSEE PCR UG A A%
A B A BR A H s R E Ul B AR [ Ep-
pendorf 23 7] ; 5O i PCRAUW A F AR AR dr e
A BRA T Z2 D REK LUK I B R RE
FHEA FRZA ] 3 Tanon 1600 2251 4> A gl 5 1E15 7r
MRS A FiERERAIRA T,
1.4 FHik
1.4.1 TREM2™™ R mAELEER  FH
CRISPR/ Cas9 FiARMEFEVE MR TREM2 JEPH 1) 4h
T2 ~3 DX, BRSNS 1 5 H bR DNA 341 B AR
Bt E5E RNA 5] 54> T (single guide RNA,sgRNA) 5
Cas9 mRNA JRA 5 B 43 3] C57TBL/6J /N 3Z A
G W S2 RGO A AL CSTBL/GT MEPE/IN BRI, 35
4 FO Q38 5 R BR /N B, O A R gt AR Y
TREM2 ™~ /NG, K6 FO ARk BRUSAS [l B 4% 1 it B A
B2 3 A8, 1930 FLARMNERT . sgRNA JE51)
i 7. gRNAl, CGCTATGCTCCCTGCACTCCTGG;
2¢RNA2, CTGGCAGTGACTGCGGATGGAGG, 4 #: 3k
UL 1,
1.4.2 TREM2™'~ Ry KR A K%
1.4.2.1 [UEHZ DNA &I B/ 2 i
I, BTN ARTFZY 0.3 ~0.5 em, # TJC DNA 15
Py 1.5 ml EP P A S0 pl BURZL IR A (L
J7:10 ml ZE48K 145 50 pl 5 mol/L NaOH 4 pl 0.5

Wild type allel

KnockouO allele

El 1 #|F CRISPR/Cas9 RGALM TREM2 EFH RAE
Fig.1 Strategy for knockout of TREM2
gene using CRISPR/Cas9 system

mol/L pH 8.0 EDTA %) , i {& FUB T RS, 4%
A RER EP 4 A 95 °C o $iviE IR b th i &
30 min, 75> 241 R, FER HIE A 50 wl RUBZY
fif % B(HC J7: 10 ml Z€4f /K HF 2 400 wl 1 mol/L pH
8.0 Tris-HCI %5 7% ) , T it i€ B 35 1 H 78 43 1R 506
3000 r/min B> 5 min, W B 3% i fE & DNA f
e, #47 PCR 944 )i o

1.4.2.2 PCR Y ¥ n;  514¥ i A4 (%
BO Bt A RA RGBTSR 1, PCR 471
SO AR &R 12.5 pl 2 x HotStrat Taq PCR Master
Mix,0.8 pl 2[4 (P1 P2 P3),2 pl DNA 47, dd
H,0 #h% 25 pl, PCR Y IR/ FUNT : 94 C HiASPE
3 min ,94 CA5: 30 5,58 CiE &k 30 s,72 °C {EAi1 1
min,35 PMEHRE,72 °C 5 min ZX 1 .

®1 TREM2 INREREESIMFT

Tab.1 Primer sequences for TREM2 mice gene identification

Primers Sequences (5'-3") Primer types
P1 CTCACGGGCAAGCTCATAGG Common

P2 TGGTTGGTGCACAGGTATGT Mutant

P3 TGCTCCCATTCCGCTTCTTC Wild type

1.4.2.3 3ifsbisticmik 60 ml 1 x TAE 28 ik
HIA 1.2 g JERRMEFE ST G, B T b hon s
W3 W, HRARREE SV, P MR A, A 6 pl
MRZER Y RL , SR AR RE SR AT R v WRUAE) 240 A PR UK
A o 30 min JREEEE 5, P ZFL UK , AT S
NGB BERE , A FLUKAE N, B R s
PCR 43 7 ¥ 10 pl, W v LA A S wl 100 bp
DNA maker, 5B HLE 95 V B JKESE S 1 he Bk
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UG BB E T SRR R G AR WS iC 5%
0, A/ N BE D Y

1.4.3 DR RERAL B BHRMNEH
YRCHS , 4 B SRR R AR LV, 4 LT ABLBES b o %
/ANEUALAERS 22 15 ml B0, InASE & PBS JR2],
TS ml 048 A S /) BRI O 200 i O3 5 W
IR ¢ PBS : WREEANM B =1 ¢ 1 ¢ 1,450
FEJG B MAE 0T BE MBSO, Bl IR R UT, 2 200 1/
min B0 30 min B B0 E R (B EZ) WACH
B, i PBS HOEE L, 3 B VE WS AN A i
1Z 40 il ( Peripheral blood mononuclear cell, PBMC)
U TN WA E P o TN e = g L VAN 0 R
b, PSRRI B R, R AR BT T — /N 1, R
TIRAL BRI &, B2 5200 85 B Bk, I8 B Ik 1) 99
], AR /I B G M Ji A K2 it .21, T PBS
WA, T 1.5 ml EP & rh, —80 CAigff,
TR SR

1.4.4 % af % % 2 & PCR (quantitative real-time
PCR, qPCR) #& M| s 21 2% + TREM2 ¢ mRNA &
kK FRBUE A (wild type, WT) }¢ TREM2 ™'~
AINERCIE ik B DL B it 4121 24 50 mg BT 1.5 ml
EP & WFEE i R ] TRIzol 242 A ZLE RNA, #%
TR B AR TN RINA P9 J3 AN B, 7 30 2 53¢ 351
FORF RNA 95658 ¢DNA, fiff 9O E i PCR {4

SYBR Green ,cDNA F15|¥i47 PCR §" 34 Ui, LA
B-actin fE NS, R 2T IR AE H A5 R AR
Fikit., PCR g1 F 5 WK, TREM2 : 1 ¥fF 5'-ctg-
gaaccgtcaccatcacte-3 ", T I 5'-cgaaactcgatgactectegg-
3';B-actin; [ 5'-TGAGCTGCGTTTTACACCCT-3",
T 5'-TTTGGGGGATGTTTGCTCCA-3"

1.4.5 Western blot # ] /v & 48 4% vA % PBMC
TREM2 #5% & & ik KF  FRELWT A TREM2 ="~ /)N
BRCo JUE I i A K il 2 2R 24 50 mg BT 1.5 ml
EP &, A RIPA 20, B A AL EE HL 2]
IKIEMALNE R, MEE AL A S x loading
buffer J5,100 “C/K 6 4% 10 min /5 225250
10% SDS-PAGE Hiyk 43 85 8 H J5 ¥ % = PVDF i,
PREEEF AT ] 15 min, TBST 3 LML 3 UC, A B-
actin(1 : 5 000) 1 TREM2 —$¢ (1 : 1 000) , it F 4
CURFEHIF R A, U H A TBST $5 1 3 I, PBS 1§
Te 1 U A B 140/ ) TgG ANLE B4R TG
(1:10000),F K F =% E 1.5 h, TBST 35 3
U, PBS IHUE 1 UK, A0 2 e R o A B, R
EERERE o Tmage J BAEI AT H 955415 K BE fELo
1.4.6 p¥efs 2iiE  IRHE gRNAL (CGCTAT-
GCTCCCTGCACTCCTGG ) HiI gRNA2 ( CTGGCAGT-
GACTGCGGATGGAGG) 1 CCTop I3 b Hiil i 10
A~ AT REATAE B LA A (P2, BEHIL e 453 4 F0 0

2 TRPNEIREERAL =
Fig.2 Predicted off-target sites
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(R AL A AT 51T, S U IR B DNA 22
PCR 45 BEAT Sanger I J3* o 10 > F0I0 (14 fit 42 157
MOLIE 2, 515 A 2,

F=2 BREALSIWET
Tab.2 Off-target site primer sequences

Genes Sequences of primers (5'-3")
Msra F: AAGTCACCTCAGTCCATGCA
R: GATGCAGCACAGGAAACACA
Gm22219 F: CAGTGTGCAGTTGTGTCGAA
R: CAGGGTAAGAGCGCTATCCA
Crf F: ATTCCCCATGCCTTGACTGA
R: CATTTGGTCTCCCTTCCCCT
1600002 K03 Rik F: GGTTCTAGTCCCTGGAGCTG
R: GAACTGCCAATTACCCCTGC
Dis312 F: ATGTGGCTTCCCTTGAGTCA
R: CCCCAATTTCAAGGCAGCTT
Gm28214 F: AAAGCTGGTAGAGGGGCAAT
R: AGGAGGTGCAGCATCTATGG

1.5 ZEit=438 R GraphPad Prism 10 {4t
TP 3 B L R g it AR i A, Bt LSS 5K = A
HEZE (x 25) Foom, ALIE] L BCR ST FEA ¢ K555, P
<0.05 HESALITFEXL

2 HR

2.1 TREM2” " INEHHWERLETE ¥ sgRNA 5
Cas9 [WIR A W B 0 3 A CSTBL/6J /)N B 32 G B
H AT FO AR/ R B AR /N ER 2 A e e R IO
DNA, 55| ¥ Wild type, Common , Mutant i# 47 PCR
SN, $5e I 38 3 BN W R I LUK A B AR . &

SESEH N, (LI 415 bp A5 Y/ RURE R Rl
WT B {73 Hh 449 bp 2547 19 /) BEE I B Ol

TREM2 ™'~ ;4341 415 bp 1 449 bp X4 19 /N R
FERA R G A, WA 3
2.2 TREM2 '~ NG 4B4th TREM2 ) mRNA &
EKFE  E L qPCR &G TREM2 7EAN [R] 41 21 iy
mRNA £ KK R BR, 5 WT /N L,
TREM2 ="~ /N B LI IR 2040 Fh TREM2 () mRNA
TRk KT R (P <0.01), iy i, Jifi 44 21
TREM2 (/) mRNA ikt 28 T (P <0.05),
SRR S E SR 3 WK 4.
2.3 TREM2 /'~ INBEA LK PBMC 1 TREM2
HEBRIEKFE @i Western blot £ TREM2 T
AFEHLAF LS PBMC Hr e IR K. 45281
7,5 WT /NEU G, TREM2 '~ /N4 211 % PB-
MC 1 TREM2 8 [R5 KRR (P <0.01) ,

bp

500
400
300

200
100

B3 MRERREEER
Fig.3 Mouse genotype identification results
Only 415 bp bands were amplified in lanes 1 —3. They were identi-
fied as WT mice; Lanes 4 — 6 amplified 415 bp and 449 bp double
bands. They were identified as heterozygous mice; Only 449 bp bands
were amplified in lanes 7 —=9. They were identified as TREM2 =/~ mice.

Lane 10 was a blank control.

20r WT
TREM2™
S5t
wv
g
a
5
<
1.0
z
£
o
R=
=
é 05F sk % * %
0 -
Heart Brain Thymus Lung

4 WT /R TREM2 ~/~ INBAEHLR
TREM2 g mRNA 3Kix7KF
Fig.4 mRNA expression levels of TREM2 in different
tissues of WT mice and TREM2 =/~ mice
*P<0.05, " P<0.01 vs the WT group.

5 2 e AR — 2 i ) Bk
TREM2 ™~ /N, ILIET S

2.4 PREBLIIE  ARAE gRNATL 51 000 A
{37 5, 40°F : Msra,5'-TCATCTGCTCCCTGCACTCCCGG-
3'; 6m22219, 5'-CACAGTGTTCCCTGCACTCCTGG-3';
Ciif, 5'-CTCTTTCTTCCCTGCACTCCAGG-3', # #&
gRNA2 F751] Tt i) S #EA52s53 40T - 1600002K03 Rk ,5 '
CCACCATCCGCAGTCACTGAACC-3'; Dis312, 5'-CTG-
GAAGTGACTGTGGATGGGGG-3"; 6m28214,5'-CTGC-
CAGTGACTGCAGATGGTGG-3', Sanger il ¢ 4 Ht ¢
W] TREM2 ™~ /NI AR RO, L] 6.

— 2 5 B
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ku

35

43

1.5r

— WT

5 TREM2"
g
S 1.0}
e >
B
iz
—
3“5 05k % s . sk sk
0 .
=
o}
[=4

Heart Brain  Thymus  Lung PBMC

5 WT/NRA TREM2 ™/~ INRREA L TREM2 % &Rk kT
Fig.5 Protein expression levels of TREM2 in different tissues of WT mice and TREM2 =/~ mice

** P <0.01 vs the WT group.

E 6 Sanger jllfF 45 R

Fig.6 Sanger sequencing results

Heart Brain Thymus
WT TREM2"  WT TREM2"  WT TREM2"
TREM2
B-actin
Lung PBMC
WT TREM2" WT TREM2™ ku
TREM2 35
B-actin 43
Msra
Gm22219
ctf
1600002K03Rik
Dis312
Gm28214
3 tig

TREM2 J&— MR H R 2 A0 S e #E 5, T2 22 A
ZANM AR SRR DR S A A P Y
PRI b R R IR AN AN i
PESLINE AR, 2555 YR /N 8 it 240 0 1) S0 A W L 2
J TR S BE . 324 0 1, MR 2 1
iAW) TREM2 75 ] 7R 9 ¥ SR | 22 4 P Al A0 AE A

E1 4 AR T LA R A

HAT: T TREM2 JEP B  m0 £ 215 8] T
JIZWEIE, TREM2 TR0 AT LA 3 58 58, 00 ) 6 1k
YA R 7 A AR R A, A R IR TR
TEHIAEWEAE R o 5 BT R 3 B P, TREM2. (14
P S R M K B R, i, AR
N S M T 1R I S o 2 e L TR R A
Hr TREM2 G5k i i) 6 S 52 137 340 40 1 I 0k 40 g
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M2 AR Ak, Rl n T s AR TR T EAT
i N7 N Q= 1) A G SR e R X
PERGE i B, TREM2 R TR T COG1410 (—
i TREM2 30751 15 228 R/ 20 R 2
[REZ IR, COG1410 1y 22 PR 47 4 FH 4 TREM2 6 35
i, TREM2 06 ] RE 23085 52 45 B I w5 9 4
B o TEX LT OL T, TREM2 4y i 41
IR SR, AT N ZH U, T T
PEF I RGN K S I v, A AEA AT BT

CRISPR/ Cas9 43 A & — il 5 DX 2 5 07 325, A1 ]
Cas9 IR 5 sgRNA —E 1l ik 1% 2 40 g v, sgRNA
5153 Cas9 1 2 il 1) 55 K 41 v 9 4 00 1, JF AR fif
Cas9 7E1Z 07 & V)] DNA XUk, 40 & 52 b)) = A
[ DNA BT 22, o LAG 1 AZGEAE , DT 552 306K DR ) e
R Al A B R , SE B BRI RS BB e, X TR
GE )7k EOR A R A L RS M R LA S
NGV TP, ST AR A 2 TR 22 4 I e
HRMIE AT Z —, BRI SR O 20 A Akl F
MR E RS ) i 28 TR R A Pl 2ok
TR A R BRI ARAS L3R ek .
HRYE TREM2 Gene ID (83433) /)R E:H 4 FF 418
B & TREM2 JEHAL 5 5 AR T M4 sgRNA
BT & TREM2 R 254 e #:4h + 2 ~
3 Dy BR DX a8, A AT CRISPR/Cas9 45 R i B
TREM2 3L LIRS TREM2 ™~ /MR,

25 LRI WG XE TREM2 =~ /N U #4 2
AT T TR AR  [R]I ES7 7 — R A] g 1 LR A
KB, I qPCR  Western blot 2 Sanger il 7
1A BE T /NS AL RO ASE M, TR AR XS
INBRAS [R5 T 5 S AR sl A T il
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Construction, breeding, and gene identification
of TREM?2 knockout mice

Huang Rong'?, Zhao Xinxin'?, Xue Hui’, Zhu Mengjuan’, Tu Jiajie’, Wang Xinming'"
('School of Pharmacy, Anhui Medical University, Hefei 230032;
*Dept of Pharmacy, The First Affiliated Hospital of Anhui Medical University, Hefei 230022 ;
*Institute of Clinical Pharmacology, Anhui Medical University, Hefei 230032)

Abstract Objective To construct triggering receptor expressed on myeloid cells 2 ( TREM2 ) gene knockout
(TREM2 ™'~ ) mice using CRISPR/Cas9 technology, to breed TREM2 '~ mice and to analyze the genotype of
TREM2 =~ mice. Methods CRISPR/Cas9 technology was used to selectively knock out exon 2 — 3 regions of
TREM?2 gene to construct a TREM2 ="~ mouse model, and the genetic background of all mice was C57BL/6J. Poly-
merase chain reaction (PCR) was used to identify the genotype of mice. Quantitative real-time PCR (qPCR) and
Western blot were used to detect the expression level of TREM2 in major tissues of mice, and the authenticity and
scientific nature of PCR identification results were verified from mRNA level and protein level. According to the
sgRNA sequence, the possible off-target sites were predicted on the CCTop website, and the tail DNA of mice was
extracted and amplified by PCR and then Sanger sequencing was performed to detect whether there was off-target
effect in TREM2 ™'~ mice. Results TREM2 '~ mice were successfully constructed by CRISPR/Cas9 technology,
and the mice were genotyped. The results of agarose gel electrophoresis showed that the mouse genotype with only
415 bp band amplified was wild type (WT), the mouse genotype of the 449 bp band amplified only was
TREM2 =~ , and the mouse genotypes amplified with 415 bp and 449 bp double bands were heterozygous. qPCR
results showed that compared with WT mice, the mRNA expression of TREM2 in heart and brain tissues of
TREM2 =~ mice was down-regulated (P <0.01), and the mRNA expression of TREM2 in thymus and lung tissues
also showed a downward trend (P <0.05). Western blot results showed that compared with WT mice, the protein
expression level of TREM2 in heart, brain, thymus, lung tissues and peripheral blood mononuclear cell (PBMC) of
TREM2 =~ mice was reduced (P <0.01). Sanger sequencing results showed no off-target effects in TREM2 ="~
mice. Conclusion TREM2 ™~ mice are successfully constructed and bred, a reliable genotype identification meth-
od is established, the genetic stability of the mouse model is verified, which will provide an important genetic ani-
mal model for the study of TREM2 gene function.

Key words triggering receptor expressed on myeloid cells 2; CRISPR / Cas9; gene knockout; polymerase chain
reaction; agarose gel electrophoresis; genotype identification
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