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# OE:. B BITSCAMP2EEFHER/DRER AR KBERNMEE, Hik 51 #HASCAMP2E H kR /NR
FAFTSPFEAEN, RAPCRIZBEEERE, RAXETFER. HETFEHAGTEXRKRA . 44 THERM T E
5, WEFR/DBINESEFTEEER, &R FEE/)DRSCAMP2™ ., 244 FSCAMP2"" | #i4 FSCAMP2 ™4
BU7E153 bp. 153 bpf1344 bp, 344 bpAL BT R, HAEFEX. REFEHUEFEREKKRR . SE4FERFRF
FEFR/NF S A H29.17%, 46.15%. 55.56%H1100.00%, i MIHEE T SCAMP2E: H Mt %/ BB E R
R, WS FHERZHRREIEBSCAMPAE S F/MBEBH ik,
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Genotype identification and breeding of Scamp2 gene knockout mice

LIANG Yu-min!, ZHANG Fei-long', DING Hang', MA Wei-lie!, CHEN Xiao-fang?, ZHANG Zhi-zhen'"

(1. Department of Biochemistry and Molecular Biology; 2. Experimental Skills Demonstration Center for Laboratory Medicine;
Guangdong Medical University, Dongguan 523808, China)

Abstract: Objective To study the mating pattern and genotype identification of SCAMP2 gene knockout mice,
Methods The introduced SCAMP2 gene knockout mice were bred in SPF environment, and their genotypes were identified
by PCR. The physical appearance and homozygote rate of the offspring were observed after produced by heterozygous,
orthogonal and reverse, and homozygous mating. Results The amplified bands were present at 153 bp for wild type
SCAMP2"* mice, 153/344 bp for heterozygous SCAMP2""~ mice, and 344 bp for homozygous SCAMP2™" mice. The
homozygote rates of the offspring were 29.17%, 46.15%, 55.56%, and 100.00% for heterozygous, orthogonal and reverse, and
homozygous mating, respectively. Conclusion The genotypes of SCAMP2 gene knockout mice are successfully identified.

The homozygous mating is sufficient for breeding homozygous SCAMP2 ™ mice.
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1.1 ZBsHH5 44

SCAMP2# [H & & /v B 51 B 2% E Jackson
Laboratory(Maine, USA), FEfF5 : 028970, 4 SPF
R CSTBL/6NI-Scamp2™ /i Z /N, SJEKE, Mk
d . MEBUARE 25 823.97 gfi23.60 g, MERUASR
B 5)921.32 gfl121.62 g, & 5 ASCAMP2
k45 F(SCAMP2"),

2xEBasy Taq PCR Super Mix . 6xLoading buffer,
100 bp DNA ladderid Bt 2 X EEYBEARFRA
#l; PCRE|YH EET AT RBOHERAGS
B BAERE A R R RAYRIEARAR . HA
R PR el g O A
1.2 Fik
1.2.1 /EUASFE  SCAMP2ELE &%/ B4 IBSPFER
YR FRAR MEBEAT R 3R o R I A 5 P L B 4 o AE
22~25 °C, AMXEEEHFES5%~65%, B HIKE#
K, BROGEY &, AR, RAK. B8, B
EHEEERREEAE, BREFER2K, A
Bk EB# R,
122 NEEF 5IHESCAMP2EE RS T
/INE(SCAMP2™)if i M MR FR2JA e . A5 B 55 e
NI LIVEEEXT, SEHEBRE2IRFR. &
B2 M FIsE T R FROGEEE, 3%
BEREZHEAFEERB TR, A REEB MR
PO/ BRI AT A AR BSR4 . (V) HEdES:
& FSCAMP2" 5 i ¥ J4 & F SCAMP2™ Bl Xt ; (2)
e 42 & F SCAMP2™ 5 Mt 4l & F SCAMP2 ™ fiL
Xf 5 G M 4 & F SCAMP2™5 M Ze & F
SCAMP2" TR XT 5 (4)ifE P4l & FSCAMP2™ 5 #f it
i & FSCAMP2Eixf, MASK, HALEHMNA,
WAL FFAVNRAIMNERFE, IFTRAEE,
123 EEBYLE (HREHLDNAKERER: FIH

N KO WT WT KO

344 bp

FTHHBR3A® BN HHLS FEpEF, MASO
mmol NaOH¥ ¥ 75 uLZ& ¥ 10 min/5 , /il A 1 mol
Tris-Hel(pH=8.0)% ¥ 25 pL, L3 000 r/min® > 5
min, B EFHF-20 CKFEER . 2)PCR YN :
iE F 51 ¥ (Commo): 5'--AGAGCCCTGCAAGGACT
GAG--3'; B4 BU5[4#(Wild type reverse): 5'--ACTT
CACCCAGGCAGGAAG--3'; % 7F #4 5| #) (Mutant
reverse): 5'--TTCTGAGCTGGGAAGGAATG--3',
Reaction AR PCRIZ I /& & 24 10 uL: 2xEasy Taq
PCR Super Mix 5 uL, #&#ZDNA 2 pL, 5 pmol/LAY
CommoF1Wild type reverse£%0.2 uL, ddH20 2.6 pL,
Reaction BAY PCRI i 44 & & 10 uL: 2xEasy Taq
PCR Super Mix 5 pL, 4 DNA 2 pL, 5 pmol/LHY
Commo# Mutant reverse£5 0.2 puL, ddH20 2.6 pL.
F) FEppendorf/2s 7] AG2233 1 B PCRAY #E 479 18, %
MR 94 °C 2 min; 94 C 20s. 65 C 15sHE
MNEIRFE0.S C . 68 C 10s, THIF10MK; 94 C 15
s. 60 °C 15s, 72°C 10s, {EH28K; 72 C 2 min&
BB, G)HEIKEE: BPCRY #1110 uL, 2%
B B ¥ % B Kk, FH 3£ [E Protein Sample Alpha
Imager HPAL 5 & JCBERE IR R G MBS B .

2 &R

21 JIRARBETLR

INEURE R NDNAZPCRY 1 | B MESER &,
Tk, WMBLBHEARY AW, SR LB, FCommo
M Wild type reverse3| ¥ 735 B/, B A4 B K
SCAMP2"* 7£153 bp4b i BL & HF ; Commo#IMutant
reversed | Y BN, 4G FSCAMP2"7£153 bpHl
344 bphb B &7, MISCAMP2E: R BBk A4 & T
RASFHSCAMP2 (U 7E344 bpit B IR R 64, 5
TG R A — 2

WTI HET KO HET M

500 bp

200 bp
1100 bp

500 bp
400 bp
300 bp
=
153 bp ~Ubp
100 bp
N: MY ie; KO: 44F; WT: HA%E,; HET: £&4F; M: 100 bp DNA ladder
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350k e
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SCAMP2E K @ik & FEAMR2BRAEEM. 1R
AR, BRAIGR,; RETHAGTFIEXHF28R
HER., HRAER,; RETHAGTREE20H
ZRER. 25SRAER; 4 FHEXBSB3RA4E R,
AFPAS R B 5 5 R RN RIG A E 240 51 R
29.17%. 46.15%. 55.56%%1100.00%, HEAEHFHEE
ERBIEERE,

3 itig

SCAMPs(secretory carrier membrane proteins)f&
R BE R R R E R R IS i — R B E
H, Z254RAYRBIARRENSHLRE, g
MR, Zmart/MERmAILMIER. RER
P5Ki6®, SCAMPSIE FahAN W RTFES, B
EHFL IR LR FERSCAMP 1~4, LIKFER
FiETHATLRSCAMP 5, SCAMP2# Hi SCAMP2
B E ISR —F39 KDaFE H®), ESCAMPSE ARk
FEMBAZ— . ASCAMP2E [H & i T 4 Ak
15q23-q25, KN[A ¥ FSCAMP2# 4+ F i & JLFE A
M, SHMBEEELZRES—F, SCAMP2IUE
HHRERFEEY, SCAMP26E 5 ADP-Zs L /E AN
F 6(ADP-ribosylation factor 6, ARF6)X #% g B D1
(phospholipase D1, PLDN)JLEfI, ¥ ARF6IHEHE
DCV(dense core vesicle)f] @& {i & T ¥ IEPLD, #
e B Mk Bl A LR B R, R AR,
JE BESCAMP2H1 43 I3 B ML SCAMP2 I Rl & #E . T

5T 4 W 3 v R B e (X AU SCAMP2 ] R 2 I 7
BISNHER A7 4 . R | BOSCAMP2TE I 37 B L 41
fEAE RIS, R &fLITH, DAgER /e
IR #FT . EeH R RSCAMP2BH 11 T fnt o #2 )
R ERUS), AR H SCAMP2 NIK U 55 5o Y B ok 2
A3, W T B RSN,

A SLI R F A B R IR B I ZIDNA, il
A260/A280%23 1.8, VLBHETIR1SRHIDNAW] I B J5 4
PCRY MHRE., HELEMRNIER R HEAHFLE
EMECHERWLBEER, ®AHWIl type reversefl
Mutant reverse4y B SO 4K 2 s fTPCRY- 1, LI
PR, R T HENY HATOLELD,

AL 5| HE I SCAMP2EE (R A % /1 B /& Jackson
TR = M FCRISPRE AR B REF/MR. LR
R FSCAMP2™ 44 FH. AL . SCAMP2"- & F
5SCAMP2™ @& FIEAL K3 . SCAMP2™™ 4 &
THEHRAFMERE PR, 242 0A0 0K, 23
SCAMP2EE BH & [ X /N R B HE s 1 B B B #%
m, FHRANRBEE RS H29.17%. 46.15%.
55.56%#1100.00 %, EAFAHZERBECE, @
X ARFEER AR, 224 RMmas B0
2, RIVFHEFBR/NRERRERIMNE ELHABX
Bl, MEYOKRIF., HEEERTs, TREEEAR
RENGE, ATEBANRBREGETF, ATLRA
HMETHXHNET k. HRIALEROKAIISH
SCAMPR2EH MR 4 & F/R, XABREWR
SCAMP2E B iE N B P WIEHEE TXRHE
Ri. 54h, ALBUWELHN, BRVEHERETE
R EE, MRHREHRERBDER . HFELZHK
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YA TERERELNT LBWE, MG N &5
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