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% BPOZ RTEIREEZSMEELR T RET HATMRERKABIRE, #37 BPoz BRI MEAEL, TTLUNTE
EETH BPOZ RN EM 2 Re A B 5 2 AR X AGEE M. SHAEYREEZETAE DR BPOZ ZEREF
7, @RI, METERL T B SRS XpPNT-BPOZ. LI FE L7 RS EE LR A S A ES HI,
F G418 1 Ganecicloveir T IE M7 1%, IGHKPIFRE, PCR 1 DNA EIR2E b IR RVR 4B (1) ES R ke
B REEAM ES AMAEA D RER, REEEEDE. ®EH DRSS CSTBL6) /DRI RE Aguoti BEH)
MR 30 K, HE 15 HU4 BPOZ BERIGIERARG T/D W, PN 50% . TEMERE & TAomm R R REas b
Wl WM ERBWER BPOZ KRS/ RABER, AEHEEN, #— PR o TFEE#IT S

SR BPOZ EFE, AAERMIER, EFE5R
BERSHE (T8

BPOZ X # ABTB1 Cankyrin repeat and BTB
(POZ) domain containing gene 1), 2000 £ i Dai
UV NE I SHE cDNA ST ek, BREEMT
LRl 3¢21. 3, HIFFITEAREMEEAE SR 5T,
BPOZEEH C WA P BTB &, N wA
ankyrin B B 4 # . BTB ( broad-complex,
tramtrack and bric a brac) &5 R — N H{L RS
MEEFE, &5 oH2 BEET5. Kelch S5 AR 45H#)
IRACR S INTE — e S i 7 AR B SR R E
BRT,. £95% ~10% & C2H2 BYEI5 45 Wkl i 5
FEFHN WA BTB 4. 52 & BTB &1
MEARTEEEHMEREPTEEZEH, M Bab
RIS, TTRNREY, PLZF. BCL6 %5
A b EIRE A e e ) A 95 Ankyrin B8
shfE - NERAFMAEERNS R, REHbm
REIER Noteh B H DL L FEHIAEEE 61 £ 8
HAFE A2 4 P16/INK4a BRI ankyrin T G544 15,
L E R ] AL P16/INK4a A ankyrin BB 4
Mgy zEaEt)

BPOZ 7E B 855 T )R IE AR, EESH R
KIN PTEN RIS 7 5 A E 4 B BPOZ 1L H
=Y. BPOZ REANE T = IR, B, 4aE
MPERI T 2 TR, PR RS RIE BPOZ R4 s
MPAKTE, MEAEF S HRERKAFHIEH
Gl/8S ¥R, IEINIR BPOZ Fi& 5 W) 41 i 694
KINiE. BPOZ 7EBEI2 4R FRiE MR E REME—

WEA LA, 878 BPOZ 2 — B A KB
BEAIRIEE, HAS S PIEN 5 9% FaR.

B R S MR A Al AL BPOZ ) 4 B AR K A B
FER, BPOZ S K E SR R A S TR,
BPOZ HlRE 2 T HEZIEMMEEE. EE
& (gene knockout) JETEENMEE fHACFHT 7T B T
BER M EER AT, AU AT E T BPOZ
EH LR E, Bt ES # TR R EEA
HrE, BILESREREHEIR, BREEIRE
T3k15 BPOZ BEGR A 0-E& TR, AT AT E
5L T BPOZ B=HZIFRAY N WARSY. & T3 — RS
BPOZ B ETEMURK B UL TEME R A D RERA
AR EE A= L.

1 RN 772

L1 e

L1.1 EET 12981/ B &R A ES 4 Bk
CJ7 B 4K X-pPNT 72 SE % = fR1F, 12951 #
CSTBL/6] & 7N R, 1 25 50 40 =2 5 AR 9.

1.1.2 & & EATIEE. T4 DNA EEE. E0

*EFAARMNEESERIME (30370793), EEARTFEREE
£ (399250230, FHH “RILEEXRHITE” (00TPISIIL),
ERREHA “8637 TR (2001AA216081), FEMREREAL
FEE4 (99]C14020, 99XD14005) HEHIME.

" EREEE A

Tel: 021-64457997 E-mail: zhugangw@ shsmu. edu. cn

Vefs B HA: 2004 0107, ¥ HHH: 2004 0206



2004; 31 (7) v SEYhETE

Prog. Biochem. Biophys. * 617 -

B8 K. %14 DNA FE & B5. random primer labeling
kit. LA PCR kit #1 RT-PCR kit ¥ B NEB 4 7).
Promega 23 7). Takara 23 ) A TAEY TER
ARA A Ui SRR B RO T &8 B Qiagen
2y A, JE B JE Nytran Supercharge A WESTRAN
PVDF 5% Schleicher & Schuell 2 7 7=, DNA E]
FAS WL A Clontech 2 &) 72 &1, £ BPOZ £ it
(abl077) W [F Abeam 24 7], RILF 4B A
Sigma 2 A, P dCTP. ECL blocking {5 ECL
Plus & [ J& Bl 7F & M i 57 M E  Amersham
Biosciences 23 ).

L 1.3 AHEESRAR SN, EL9E DMEM 1A 5E 57
B Chigh glucose, ES-cell-qualified . FE04 T & B H.
BE B HE. PBS. B-3NE 4B (2-mercaptoethanol )
BRA4EIE (FS-cell-qualified)« G418+ Ganeyclovirs —
FETW (DMSO>. HHER. #EE. BEOSE. K
JR (Gelatiny TR Gibeo-BRL A F]. Sigma 2%
FFeqh, BMFME EF (LIF) 4 CHEMICON 24 ]
PR

1.1.4 3 AEEAETAEMTEFARAFTAL
B R A YRS A A AL BPOZS amU : TACG-
AATTCGCCGGATGCCCAAGCTCAAACACG ; BPOZS '
armD: AGAGGTACCGGGCGGGGAAGGAGGGGAAC-
AGAA; BPOZ3'amU: GTGGTCGACGGGGCAGGCT-
TTGGGGAGTG: BPOZ3 armD: AATGCGGCCGCCT-
GTGCTGAGGGTGCTGTTGAGTC; BPOZ5'JDU: CC-
AGGGCTGTCAGGGGCTCTAACT: BPOZS'JDD: TC-
GCCTTCTATCGCCTTCTTGACG; BPOZ3' JDU: GC-
TACCGGATGTGGAAT; BPOZ3' JDD: CTTGCTTT-
TCCTCAGTGC; BPOZWT: GGAATGCCTCTGAGA-
AGGGTAAGG: BPOZ5PU: GGCCTCTGCCTTTGGT-
GAACTC; BPOZ5SPD: AGGCCAAGCACAATGATG-
ATGAAG; BPOZRTS' GTGGAAGGGCAAGAGCGT-
CGTG: BPOZRT3' CCAGAAGGGCCCGGAAGTAG-
TCA.

1. 1.5 HZfLIY Gene Pulser Il System A HARAT A
Biorad 2\ &) = &%,

L2 FHik

L2.1 T8 R, M UCSC Genome Bioinformatics
Cwww. genome. ucse. edu ) ELIBET G/ R BPOZ &
HAFF). R BPOZ B EAFF T8 £,
F BPOZS' armU Fll BPOZ5 armD 7514 M\ ES 4t fi 5 (A
ZADNA T 5 FIEE, Ll BPOZ3' armU
BPOZ3'armD 5144 8 3" FIIREE, 5140 7R s 7%

HIREIEBS AL . B X-pPNT Bk 8HE, 564
S'RIVEE TR EcoR T+ Kpn [ A2, F45 3[RV
BRBEE Sal |- Nt | f1/8, MIERITHE
XpPNT-BPOZ, FFH R&IMHE D] 2552,

1.2.2 FESHE PRI ARTHEER F
% VEEE neo HEEEI 12981 R (HF13 KD
Wismabgt, EXHAERG S ZBRAAA AT, R AR
I F 0.25% FREF IH AL KSR 4R L, DMEM 1552
FVCR AL HER C 28IRE 10 mg/L, 37C
IBE 2 h R B .

1.2.3 ES #fasEge: BEFRILLLO. 1% Gelatin B4
JEEMUBER C EMNEFEAE (10 cm
HEM 1 x10° MEFEARD, JEEFRE A&
TES 4. ES 4L 2455 N DMEM &
10 ° mol/L B-3ELFE. 100 U/ml HEE, 50 mg/L
FEEE, 15% ES-F4Mig, 1000 U/ml LIF.
1.2.4 ESHBIH 77 fL DNA B8 T 6 HEK
HARY ES “HHIN 0. 1% BREE B EE-EDTA JHALIF T EL
IIEE R PRS (A E FEIE R4 1.2 x 107 /ml. EL
0.8 ml b3 ES WIS, MALI40 pg & Not [ 2%
PEAGH) XpPNT-BPOZ JE AL DNA, BEERHR#B 2T
E LA, 240 V. 500 pF KIS TR
fl, EFHBFFTERA 10 cm TR

1.2.5 THZEYE: ESMBEEETL24 h B
BEHEFEAY G418 (LU 400 mg/L)> A
Ganciclovoir (#HE A 2 pmol/L> BIREFR AT
WHENE T, BRERERE. £7 -8 RiEEH
FEFE, PUME ES 4H B A PIRR T LAY R B RO AT
ATHREL.

1.2.6 UL 40 M0 5o 2 B PRI A2 35 55 PRI
FLREIAETR 20 wl 0.1% BREFE-EDTA 96 fL
OO ALY S min, BEUT, {8404
B, HBEZE e ILIEFR PSR, FE B ILRE,
A B B 60% ~ 80% J5 BN 3 4 41 Bl iR 47
P S0 B 2k ARG TR 2 K 1009 5 B THRERE F A
DNA.

1.2.7 ES 70 FZA DNA BRI £ ES 40
HE 48 FLERPIR EHFRR, BFLINA 500 pl A
WO L BEE K, SSTHERHEILE AT
K ZBEEFAEEL DNA, T 100 pl TE F.

1.2.8 FHEEARREL PCR £%: 7 BPOZ [RIE
E A B AMI4 BT BPOZS'JDU 1 BPOZ3'JDD 3]
¥, 7E neo ¥ ¥ _£1% 31 BPOZ5' JDD 1 BPOZ3' JDU
5145, H BPOZ5'JDU 5 BPOZ5'JDD 5K, H
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Takara 25 8 GC Buffer T B PCR Wi ST 58
FlURESA, RNMEMHHR: 95C 5 min MG, 94C
1 min, 61°C 1 min, 72%C 3 min, #AT 35 MEFSG.,
72°C 5 min, FEEARENT B 31 kb FE:
F BPOZ3'JDU F1 BPOZ3'JDD 5wt 4 52 3/ 8% [FiR
A, RNVFEMFEE 72CHM 4 min 2 EZRFSE
RS4AT. FREHAT N EH 4.4 kb HER.
1.2.9 DNA Z225: B30 pl EF4H DNA, H Hindll
BRE A TEELTIR HEARIE H
BPOZ5PU 1 BPOZ5SPD ™ th 5'[RIYF E 40 & 4 483 bp
(") DNA Fr Bt fE B # ¥, % NEB 2 7] ] random
primer labeling kit #1847 #P, F3ZH% Clontech
&) Expresshyb ZAZ {8 AR AH AT, X R B
T - 80CIKF PG B 2.

1.2.10 EJES: STBL/6) & BB E3 5 K
KALERARRE. BIREBMIES8 ~15 1 ES 4
B, FERNEREES PR CBNFEHE
T4 -8, FFPRERAERSHD R,

1.2.11 PCR #E hREFRA: 7/ BPOZ HH
A FIBR R X IR T 5148 BPOZWT, 5 BPOZS'JDU
Foxf, AITEEFARIEEASIT UL 2.9 kb HEL
I, BPOZ5'TDU 5 BPOZ5'JDD . BPOZWT 7ER—#& %
PUHAT PCR SRR, BFAETY/NRANEET M 2.9 kb
HEL SieT b RABET M 3.1 kb 457, AGE
TN BE R B 08 HIX PR 451, ] Takara 20 ) B
GC Buffer |50 PCR J AR, #8& 444 95C,
Smin 2 % B, 95C 1 min, 61C 1 min. 72C
3 min, #4735 MEFE. 72C 5 min.

1.2.12 RT-PCR: #REL =70 E A 19 B AR B
£F 4 40 i C MEF ) £ mRNA 3% % 3 Al cDNA , F]

L

wild-type allele

BPOZRTS 1 BPOZRT3' 5] #4T RT-PCR % ill BPOZ
RIFRIE.
1.2.13 ERREE:. B=mEERRAS. §
S, HEIE QA& 8 RIPA S0
#, BLOE FEHGH LLEEEEEORRE.
TAHRENBEA LR, 12% 8 SDS-Z A 1 B
B IK (SDS-PAGE) G ¥ TiE#E, A
5% B ECL blocking agent-TBST 4<C HHAE®E. MmN
TBST FifE 038 BPOZ —#1 (1:600) LIF =R K
B2 h, SEME/EINTBST MM I (1:8 0000 =
1 h, FENERTE ECL plus RS HHITILE
RICE.
2 4 R
2.1 JUREREE AT FRAREE

T AR EE ()3T $EBUR H B ) S 7 4 R R

AL E, THFCR EE N E 1. H Not T #1%
R AT ES AT, TSRS WA 2.

Not |

Amp

BPOZ-XpPNT
13 500 byp

Kpr 1

22 kb

E K« 5 N H
J PCRNG | =]

Fig.2 BPOZ gene targeting strategy
Thick lines dencte homologous arms, black horizontal arrows denote the primer pairs used for amplification of

homologous arms. The homologous arms are 2. 3 kb and 3. 4 kb respectively, part of intron 1 and exon 2 to exon 12
were deleted. :oexon:; tv: ATG; Vi TGA; E: EeoR 1 K Kpn T 5: 8all; N: N ] H: Bindll.

34 kb

mutant allele q
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2.2 [FYRTEZA ES TR S

FE— TR RS U s 80 N, PCR BT
GREH 4 SARNIBERETREEA £
IR B B 42 4, Hd 36 5 X EMEE

(a) M I 2 3 (b)
kb

50

30

EAE. PCR £ 4R NE 3a. 3b, FHEEARN
ES AP FE DNA HIZEE 2 W E 3¢, H BPOZ &
FElEMAET ES BT, EAEE ES RS
FEIRE G418 THIER D] (RERFFIEED.

Fig.3 Identification of targeted ES cell cones by PCR and Scuthern blot
(a) Recombined event at 3'terminal end should be expected with 4.4 kb fragment in PCR reaction. M: NEB 1 kb DNA ladder; /: ES cells clone
#36;2: ES cells clone #14; 3: Negative control. (b) Recombined event at 5'-end should be expected with 3. 1 kb fragment in PCR reaction. M: NEB
1 kb DNA ladder; 7: ES cells clone #36; 2: ES cells clone #14; 3: Negative contrel. (c¢) Southern blot analysis with 5'probe ( genomic DNA was
digested with Hind Il ) shows that the fragment derived from the wild type allele is 6. 6 kb and that from targeted allele is 8. 9 kb. M: NEB 1 kb DNA

ladder; 7: Wild type ES cells clone: 2: Heterozygous ES cells clone; 3: Homozygous ES cells clone.

2.3 BErEH

DS EEGEABREERT 50% B
18 H. Mt s e/ N RE CSTBL/6) 4 & /) R
T, LIRS RS AHRIERRR 30 B, 24 %,
Heh1s HAMEMREDR, TealRBkeEE
2.4 HETIREMAERGIR D RERDEE

BPOZ 7R EF/ P RMAAZMHATEMN. H2-~3
Rl - BB FIREEE (K143 DNA F PCR HHTH
FRLsE, GREHFLEIRPELET, HH
BPOZ HELIBRER FRAE T RERIG,
PCR £ 452 WE 4.

Fig. 4
Only 2.9 kb fragment could be amplified in wild type mice, 3.1 kb

PCR for genotyping of BPOZ gene knockout mice

fragment in homozygous mice, 2.9 and 3.1 kb fragments in heterozygous
mice. M: NEB 1 kb DNA ladder; 7/: Wild type mice; 2: Heterozygous

mice: 3: Homozygous mice: 4: Negative control.

2.5 BPOZ EF5I% /-t & &# RT-PCR 71
FEFESHREFAEMIERSST 13,5 RAf4b

Be, ARG, W TR EERA

Ja. FEE RT-PCR 4147 BPOZ B E )R IAF L.

B F, BPOZ EE 5|04 & R ARG R e 44l
HEG BPOZ mRNA, {E RNA 7K°EiF8H BPOZ RFH B
B ai-& b R O T8 BPOZ EE A FRE.

Fig. 5 Semiquantitative RT-PCR analysis of

BPOZ expression in gene knockout MEF cells
A 464 bp fragment could be amplified in wild type MEF cells
and heterozygous MEF cells but not in homozygous MEF cells.
(a) Expression of BPOZ in MEF cells. M: NEB 1 kb DNA
ladder; /: Wild type MEF; 2: Heterozygous MEF; 3:
Homozygous MEF; 4: Negative control. (b) Expression of
B-actin in MEF cells as control. M: NEB 1 kb DNA ladder;
1: Wild type MEF: 2: Heterozygous MEF; 3: Homozygous

MEF: 4: Negative control.

2.6 EBEHRHE
4 BPOZ 25 R DAl =Fh & [ 2 I
B DAL BPOZ B ML, EFAERMAE T
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NFREER IS 47 ku 2B B BPOZ EH W, S5H%&
IR Abeam 25 R4 ALY/ BB A0 B MR 45
R WaiE 7 RSN AR Z BPOZ B
H. BPOZ EFH BB PMREMNELDRE L RN
&l 6.

ku
86 —

47 — i

Fig. 6 Western blot analysis of BPOZ
protein from BPOZ gene knockout mice
BPOZ protein could be detected in wild type mice and
heterozygous mices but not in homozygous mice. 7. Wild

type mice; 2: Heterozygous mice; 3: Homozygous mice.

2.7 BPOZ EFHGI% /KAWL RA M2

BPOZ EFZIFE M S & k. e T gidTh
MERE R AR EE, WO RE FREEF IR
S RUNRARL RSN AT S LR NE ERE,
B A& 73 = AW A A A1 8 R A R A AR BIR
W, MERERREEANABBL, #8 BPOZ
EERBIRMMEE 7/ R RIE TR 1R 15 56 Fa.
25 R 5 IETE AT .

3 it w

BPOZ EEF 12 M BT, 4B FHA
R By Y BPOZ-1. BPOZ-2. BPOZ-3 33 Fh 74l
A, ankyrin E & 45 ¥ 5 7 BPOZ-1. BPOZ-3,
BPOZ-2 X 3 MRMEF4ANEL. 1AM 2 4,
BPOZ-2. BPOZ-3 RIEA TR H 5 PTEN f1i5 &
FiE. Ankyrin BEESGHBE— N BEBRMAL
{EFIBI A1, Noteh 25 AR R T H ankyrin EE
HEHBE Deltex & REHRESIURBRIY
g1, BPOZ =FPAYHEE A48 0 & 2 ankyrin B
BB NALNEE AR, Alees AEARHA
KRR E AR e XK. AT E BPOZ
cDNA BRI, 3"t A AR IR, B
ANFBYEFREM S C A BTB &5, 244
ZEUFEHPWR., AFREIHEELIGR S
FMRERIITFEMAE ST T4, BHEFPHIE
FAEIEE, LML BPOZ FEF AR
BITE A KiE. AFFREN ES g EE FITEREG —

AEARFESHEEEANMHME T Z, PCR A
DNA BLEHESE, ZFEEA WA mE — &K
ik B BPOZ B KM — 4 B 1 a3 A R )
PGK-neo [TFIE#, MIHEIN [ HE A FIEE
Bl 1z R B E R RS ma R '
e N BRERKGRETALEET/ N, PEE
RT-PCR FIZE B REEUESE, dE&F/ ORI T
BPOZ EEHIFE, #—SEEREREKEMNER
FACEIF 4 & 7R BPOZ ZE B EI%. B
2., AW AT EL T BPOZ B E B % 1/ AR
T, o BPOZ HETHREN LAV R EE T Eal,

BPOZ 5 B4 BTB 1 ankyrin & #4541
B % ankyrin T B 5 BTB M ENEAQ REIR
%, {85 BPOZ KUFR X H 4 HENER R
HIFAZN, HREEARMNDEETERNZE
b, MRREHRAFHEY I EIF K NPRL EH,
NPR1 5 &t rdBiusa BN ERE F446
W35 PR ( pathogenesis-related > BEFFIE, RHM
TFTHAKEBESEAEREHEAE { systemic
acquired resistance, SARD I E FH—RER
E. M5 Broz 4 ¥ 5 A Ak A8 LAY NPR1.
PLZF. Notch %55 & 104 95 Th 68 22 VE A &l 4
M, BPOZ 7] g5 Bt B ankyrin E8 A BTB 45 #)15
SHMERRE AT - L5E B, BT
MHIDTE. AMPARAXEEENER, ATRE
HATH O RE R A B A AT RIE .

BA M5 2R, BPOZ ] B — NIl
EFE™, (ExT BPOZ TEMIE &4 508 U1 1E F F
e e JE 4 B A K ) 4 FAL S, 2L AL BPOZ TE
PTEN G5 R MM BEMERASHTH—2 0
. BAVFHEEZIGEAREY T BPOZ EE L
ANRARRY, B BPOZ FERIEA /) LA M B
AT E] LA BPOZ SR R LR A,

£5& BPOZ FTTE M ZL B4R 3q21 78 — L ML J5
KBRS ER REAKAE S A, BPOZ £ B A
T EFRE, BPOZ HEITEA AR, ankyrin ER
1 BTB S5# FI L 8E UL % NPR1 R REH K
YERM TS5 Bk, BPOZ MBS B A2
BRI ERE REETIHEK. BPOZ B FE 55
AT R IUR = L) D B iR s, AT et 2
RABIRIE TR — R A2, PIEN 2
—PMEBENNEEE, HERRRNEEFIRE
FHESREREREESRES . T—2HRITE
SGEEAAESHR, EANAHRELR



2004; 31 (7) EMiLESEYPENE Prog. Biochem. Biophys. * 621 -

BPOZ 35 3R/ 40 S0 6 Jo 5 R 2L 40 % 12123 - 12128
?iﬁﬁ—ﬁﬂ“ﬁ 4 Matsuno K, Ito M, Hori K, et al. Involvement of a proline-rich
- Tt motif and RING-H2 finger of Deltex in the regulation of Notch
signaling. Development, 2002, 129 (4): 1049 ~ 1039
5&5 % j{ ﬁk 5  Rocco J W, Sidransky D. ple (MIS-1/CDKN2/INK4a) in cancer

progression. Exp Cell Res, 2001, 264 (1): 42 ~35
Unoki M, Nakamura Y. Growth-supressive effects of BPOZ and
EGR2, two genes involved in the PTEN signaling pathway.
Oncogene; 2001, 20 (33): 4457 ~4463
7 Zhang Y, Fan W, Kinkema M, et al. Interaction of NPRI with

basic leucine zipper protein transcription factors that bind sequences

1 Dai K3, Wei W, Liew C €. Molecular cloning and characterization 6
of a novel human gene containing ankyrin repeat and double BTB/
POZ domain. Biochem Biophys Res Commun, 2000, 273 (3):
991 ~996

2 Couderc J] L, Godt D, Zollman 3. et alf. The bric a brac locus
consists of two paralogous genes encoding BTB/POZ domain proteins required for salieylic acid induction of the PR-1 gene. Proe Natl
and acts as a homeotic and morphogenetic regulator of imaginal Acad Sci USA, 1000, 96 (11): 6523 ~ 6528
development in Drosephila. Development, 2002, 129 (10): 2419
~ 2433 and autoimmunity in Pten +/- mice. Science, 1999, 285

3 Ahmad K F, Engel C K. Prive G G. Crystal structure of the BTB (54367 2122 ~2125
domain from PLZF. Proc Natl Acad Sei USA, 1998, 95 (21):

8  Di Cristofano A, Kotsi P, Peng Y F. et al. Impaired Fas response

Generation of BPOZ Gene Knock-out Mouse Model *

XIANG You-Gui™*, SUN Xia®, WANG Long™>* . YAN Lan-Zhen **, YANG Hua™, LIU Wei®,

XU Yong"*', XU Guo-Jiang” » WANG Yi'', FEI Jian™, FU Ji-Liang” , WANG Zhu-Gang' >
(1 Laboratory of Medical & Molecular Genetics, Department of Medical Genetics, Shanghai Second Medical University, Shanghai 200025, China;
B Shanghat Research Center for Model Organisms, Shanghai 201203, China;
3 State Key Laboratory for Medical Genomics, Rui-Jin Hospital Affiliated to Shanghai Second Medical University, Shanghai 200025, China;
4 Health Science Center of Shanghat Institute of Biological Science of The Chinese Academy of
Sciences and Shanghai Second Medical University, Shanghai 200025, China)

Abstract BPOZ is one protein containing ankyrin repeat and BTB (POZ) domain which gene is located at 3q21. 3
in human genome. It was found that the expression of BPOZ gene is down-regulated in human ovary tumors,
suggesting it is potentially a cell growth or tumor suppressor gene. BPOZ gene knockout mouse model was
established for further in wivo study of its normal function and the role of BPOZ in tumorigenesis. The mouse
genomic DNA sequence of BPOZ gene was verified through bioinformatic analysis. According to the BPOZ genomic
DNA sequence, the strategy of gene targeting and censtructing of knockout vector { XpPNT-BPOZ > were established
to delete the region of mouse genome, which spans from exon 2 to 12 of BPOZ gene. The gene knockout vector
XpPNT-BPOZ was constructed and confirmed by restriction enzyme digestion and sequencing. Electroporation of ES
cells with XpPNT-BPOZ and screening of both G418 and Ganciclovoir resistant clones were performed according to
common protocol. The homologous recombined ES cell clones were identified by PCR and confirmed by Southem
blot analysis. After transplantation of homologous recombined ES cells into blastocysts through microinjection and
mating of chimeras with C57BL/6J mice, 30 offspring with Aguoti fur in color were acquired. 15 of them (50% >
show genotype heterozygous for BPOZ. The BPOZ heterozygotes were intercrossed to generate mutants homozygous.
Finally, the cohort of mutants homozygous for BPOZ was established. The mutants are fertile. and further

phenotype analysis is under way.

Key words BPOZ gene, cell growth suppressor gene, gene knockout
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