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Streptomyces phage ¢C31 integrase induces efficient site-specific recombination capable of integrating exog-
enous genes at pseudo attP sites in human, mouse, rat, rabbit, sheep, Drosophila, and bovine genomes.
However, the $C31-mediated recombination between attB and the corresponding pseudo aztP sites has not been
investigated in Capra hircus. Here, we identified eight pseudo a#tP sites located in the intron or intergenic
regions of the C. hircus genome, and demonstrated different levels of foreign gene expression after ¢pC31
integrase-mediated integration. These pseudo aftP sites share similar sequences with each other and with
pseudo attP sites in other mammalian genomes, and these are associated with a neighboring consensus motif
found in other genomes. The application of the $C31 integrase system in C. hircus provides a new option for

genetic engineering of this economically important goat species.

Introduction

IN NATURE, the phage $C31 integrase recombines an attP
site in the phage genome with a chromosomal a#B site of
its Streptomyces host (Andreas et al., 2002). Mammalian
genomes were found to contain ““pseudo’” attP sites, which
have partial sequence identity to the phage attP site and can
also mediate efficient integrase activity (Thyagarajan et al.,
2001). Compared with other recombination systems such
as Cre and FLP, ¢C31 integrase has advantages of effi-
ciency, unidirectional integration, no cofactor requirements,
high levels of long-term transgene expression, and no insert
size limitations (Thorpe and Smith, 1998; Calos, 2006).
Therefore, the phage ¢C31 integrase has great potential
for genetic modification. While the $C31 integrase has been
proved to be functional in the human, mouse, rat, rabbit,
bovine, sheep, Drosophila, and zebrafish genomes (Olivares
et al., 2002; Groth et al., 2004; Chalberg et al., 2005, 2006;
Ma et al., 2006; Ehrhardt et al., 2007; Lu et al., 2010; Ni
et al., 2012), it is unclear whether this enzyme can induce
efficient site-specific recombination in Capra hircus fibro-
blast cells. Here, we show that functional ‘“‘pseudo’ atP
sites exist in the C. hircus genome.

The use of dC31 integrase-mediated genetic engineering has
many potential important applications, the mammary gland
bioreactor, for example. The lack of C. hircus embryonic stem

(ES) cells has limited the production of mammary gland bio-
reactor by gene targeting in C. hircus, but somatic cell nuclear
transfer (SCNT) technology has provided another useful mean.
Using ¢C31 integrase, pseudo-azP site-directed integration in
C. hircus fibroblast cell (the common donor cell for SCNT), can
be performed for foreign genes chosen at a high expression
level. The ¢C31 integrase system had been used for the engi-
neering of human and mouse ES cells (Belteki et al., 2003;
Thyagarajan et al., 2008), it could also prove to be useful for
genome modification and transgenic research in the C. hircus
and its ES cells once these cells became available.

Materials and Methods
Animals

All goats used in this study were obtained from the Ex-
perimental Animal Farm (Institute of Medical Genetics,
Shanghai Children’s Hospital, Shanghai Jiao Tong University).
All experiments in this study were conducted as procedures
approved by the Institutional Animal Ethics Committee,
Shanghai Children’s Hospital (Shanghai, China).

Int-p C31 activity assay plasmids

Plasmid pCMV-Int for expression of the integrase in
mammalian cells was supplied by Dr. M.P. Calos of Stanford
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University (Groth ef al., 2000). The attB sequence was from
pBCPB (provided by Dr. M. P. Calos) and cloned into the
Aflll site of pEGFP-N1 to create the plasmid pEGFP-N1-attB,
which contained the transgenic green fluorescent protein as
reporter and the neomycin resistant gene (Ma et al., 2006).
Plasmid pcDNA3.1-zeo was obtained from Invitrogen.

C. hircus primary fibroblast cells

Here, the C. hircus fibroblast cell, the common donor cell
for nuclear transfer (Wilmut ez al., 2002), was chosen for
our experiments. Primary fibroblast cells were obtained
from a 3-month-old goat at Songjiang Experimental Animal
Facility, affiliated with the Institute of Medical Genetics of
Shanghai Jiao Tong University, China. After washing thrice
with phosphate-buffered saline containing 50 U/mL of
penicillin and 5 mg/mL streptomycin (Gibco BRL), ear tis-
sue was clipped into 2mm? pieces. Fat tissue was removed
and tissue samples were explanted to 25cm? culture flask
with 0.5 mL glucose Dulbecco’s modified Eagle’s medium
(DMEM)/F12 (Gibco BRL) containing 10% fetal calf serum
(Hyclone), 50 U/mL of penicillin, and 50 mg/mL strepto-
mycin. After culturing at 37.5°C for 24 h in inverted dishes
to prevent cell adherence, 4.0mL fresh DMEM/F12 was
added to reoriented dishes for adherent explant culture.
About 10 days later the cells reached 80% confluence and
were collected by trypsinization.

Cell culture and transfection

The collected fibroblast cells were cultured in DMEM/
F12 containing 10% fetal bovine serum to 90% confluence.
The cells were co-transfected with lipofectamine 2000 (In-
vitrogen) using 0.1 pg pEGFP-N1-attB and 1 pg pCMV-Int
plasmids. The mixtures of expression vector DNA and li-
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pofectamine 2000 were added to the medium over the cells
and incubated for 8 h. After culturing in fresh growth me-
dium for 48 h, transfected cells were selected by growth for
12-15 days in medium containing 500 pg/mL of G418
(Gibco BRL) until resistant colonies were formed. The
colonies were separately picked after digesting with trypsin
and removed to six-well plates, each colony was cultured in
one individual well in growth medium containing 200 pg/
mL of G418 for 2-3 days before analysis.

To examine the integration efficiency of ¢pC31 integrase,
we co-transfected different ratios of the pEGFP-NI-attB
vector and the integrase plasmid (pCMV-Int) into the fi-
broblast cells in six-well plates. Fibroblast cells in each well
were transfected with 0.1 ng pEGFP-N1-attB plasmid and
different mounts of integrase plasmid. The amounts of in-
tegrase plasmid are listed in Figure 2. To assure that the
amount of total transfected DNA was equal in each well, the
blank plasmid pcDNA3.1-zeo (Invitrogen) was included.
Transfection and selection were performed as described
above. The colonies formed by different mounts of integrase
were numbered under the microscopy.

Flow cytometric analysis of the GFP expression

Cells of each GFP™ colony were trypsinized, washed, and
resuspended at the desired concentration in a volume of 0.5 mL.
About 1x10° cells from each sample were analyzed by
flow cytometry (FACSCalibur and FACSVantage SE; Becton
Dickinson).

PCR assay to identify attB site disruption

Genomic DNA was isolated from the co-transfected cells by
phenol/chloroform extraction and ethanol precipitation. Since
¢C31 integrase-mediated site-specific integration between artB

A GFP-R  GFP-F
‘ Genome —‘ att R —{ F1 origin —l Kana 4‘ CMV }.7 EGFP }7 attL — Genome
mnerD Hind TII Primer A.

B 1 23 4567 8910 BNPM
attB L) L "u-"._ﬁslbp

3 =
GAPDH m-— - . ssonp
C 1 3 4 B M

==
B Q.

FIG. 1.

¢C31 integrase-mediated recombination between transgenic aftB and pseudo attP sites in the Capra hircus

genome. (A) The transgene construct map is diagrammed as it would appear after integration into the C. hircus genome by
¢C31 integrase. (B) After PCR with primers A and D, a 631-bp amplicon specific for intact azzB will be produced in non-
integrase mediated colonies. Lanes 1-10 are amplicons of DNA from transgenic colonies; B, no-template control; N,
negative control (goat genomic DNA was taken as negative control for amplification of atzB, plasmid pEGFP-N1-attB
served as negative control for amplification of GAPDH); P, positive control; M, 100 bp marker. (C) Reverse PCR with
primers GFP-F and GFP-R after HindllIl digestion and intra-fragment ligation will amplify flanking genomic sequences
from circularized templates. Lanes 1, 2, and 3 show amplification products longer than 1000 bp from independent insertion
events in cell colonies 1, 3, and 4 in the upper figure; B, blank control; M, 1 kb marker.
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TABLE 1. PSEUDO ATTP SITES IN THE CAPRA HIRCUS GENOME
Identity to Genomic

Site Sequence attP (%) location Context
attP CCCCAACTGGGGTAACCTTTGAGTTCTCTCAGTTGGGGG 100 - -
CpsF4 CTGCAAAGCCAGTGTACCTTCTGCTACCCAAGGCTGTTT 38.46 Chr.4 Intergenic
CpsF5a GATCCCCTGGAGAAGCAATAGACTGCCCATGCCAGTATT 38.46 Chr.5 Intergenic
CpsF5b AACATATTTAGATATTCTTAGGACTGTGGAATATCATGA 38.46 Chr.5 Intron
CpsF10 GATAAGTGGTTGGAGAACCTTTGGGGTCTTCCTGGCACC 28.21 Chr.10 Intron
CpsF16 AGACGGTAGCTACAGCCAGTGAATGCATTTTATAAGTGG 38.46 Chr.16 Intergenic
CpsF19 CACCACCACGCACTGGCCTTAAGTTTCCTGGAGAGGGGT 48.72 Chr.19 Intron
CpsF28 GCCCAGGGGAGCTAGAAGATTCTTCATGGCCCCTATCTT 33.33 Chr.28 Intron
CpsFX TTTCAGACCAGTGGAAGCCCTACGCCCCACCCTGGCCCT 25.64 Chr.X Intergenic

The TTG core in phage attP site is shown in bold.

and pseudo artP sites results in breakage of the a#tB site, PCR
amplification with primers A (CCCCTGAACCTGAAACAT)
and D (CAACACTCAACCCTATCTCG), which were located
in the plasmid backbone upstream and downstream of the a#B
sequence, respectively, will fail to produce an amplicon. PCR
was performed as follows: 1 cycle of 94°C for 5 min; 31 cycles of
94°C for 30 s, 58°C for 45 s, and 72°C for 45 s; followed by 72°C
for 10 min. Amplification of the GAPDH gene with primers
GAPDH-F (GTCGGAGTGAACGGATTCG) and GAPDH-R
(AGTCTTCTGGGTGGCAGTGAT) was performed as internal
control using the same PCR conditions except with 56°C an-
nealing. PCR products were visualized by gel electrophoresis on
2% agrose gel.

Reverse PCR assay

Pseudo attP sites were mapped in the C. hircus genome
using reverse PCR. Briefly, 10 ug of genomic DNA from
transfected colonies were digested with 60 U HindIIl (NEB)
for 16 h. Intra-fragment circularization was performed by
self-ligation with 2000 U T4 DNA ligase (NEB) in 200 uL.
at 16°C overnight, followed by phenol-chloroform extrac-
tion, ethanol precipitation, and redissolving in 20 pL Tris-
EDTA buffer. The reverse PCR amplifications across the
integration junctions were conducted using long PCR (Ta-
KaRa LA PCR Kit). The forward primer was GFP-F
(CCCTGAACCTGAAACATAAA), and the reverse primer
was GFP-R (TCACCTTGATGCCGTTCTT). The location
of the primers is shown in Figure 1. The expected distance
from the Hindlll site in an integrated GFP gene to the ad-
junction site is 974 bp, so bands longer than 1kb obtained

from the reverse PCR may contain the genomic DNA ad-
jacent to the pseudo attP integration site (Qu et al., 2012).
These bands were purified using the Gel Purification Kit
(Biomiga) and directly sequenced using the primer GFP-F.
The sequences (about 100-200 bp) around breakpoint were
compared with wild attP sequence (39bp) by DNAMAN
(by Lynnon Biosoft). The comparison of these sequences in
the region of the crossover point with that of a#tP allowed
evaluation of the level of identity, and the level of identity
of the mammalian pseudo a#tP sites versus wild-type attP
was 23-56%, and this was used as the reference (Thyagar-
ajan et al., 2001; Olivares et al., 2002; Groth et al., 2004,
Ma et al., 2006).

Bioinformatic analysis

The genomic locations of these genomic DNA sequences
nearby the integration sites were determined by BLAST
with the C. hircus genome databases (http://goat.kiz.ac
.cn/GGDY/). To characterize the pseudo attP sites in C. hir-
cus and other species, we used MEME/MAST bioinfor-
matics tools to analyze features of $C31 integrase-mediated
transgene integration sites, with the aim of identifying a
statistically siginificant sequence motif. As a control, eight
random sequences from goat genome were individually
computer-generated and a similar analysis was performed.

To make sure whether the pseudo aftP sequences share
similar motif in C. hircus and other species, we collected 97
pseudo attP sequences from the literature. According to the
published data (Groth et al., 2004; Chalberg et al., 2005,
2006; Keravala et al., 2006; Ma et al., 2006; Ehrhardt et al.,
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2007; Qu et al., 2012), the sequences we retrieved around
the pseudo artP sites were about 200 bp. As a control, 97
random sequences corresponding to these species were
similarly analyzed by motif finder software. These se-
quences were processed using MEME (http://meme.sdsc
.edu/meme/intro.html, National Biomedical Computation
Resource).

Results
C. hircus genome contains pseudo attP sites

The fibroblast cells were transfected with pCMV-Int and
pEGFP-N1-attB and selected by G418 for 2 weeks. The
G418-resistant colonies were picked up and the genomic
DNA of these colonies was extracted. Recombination be-
tween an attB site and a pseudo artP site mediated by ¢C31
integrase results in disruption of the attB sequence. To rule
out transgene insertions not due to ¢C31 integrase, ampli-
fications specific for intact aftB in the genomic DNA of
G418-resistant colonies were performed as shown in Figure

A

CpsF4

Blank Control
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1. The production of a 631-bp amplicon would indicate
intact aftB sequences, and therefore the integration was not
mediated by $C31 integrase. Ten colonies with transgene
integration but no 631 bp amplicon were identified.
Reverse PCR of circularized genomic DNA fragments was
used to amplify and sequence regions flanking the transgene
insertion sites. The fragment sequences were aligned by
BLAST with vector and C. hircus genomic maps, and re-
combination junctions were identified for the 10 colonies
(Table 2). The sequences of about 100-200bp around the
breakpoint were compared to that from wild a#tP sequence
(39bp) by the DNAMAN soft (by Lynnon Biosoft). Eight
sites were identified in the C. hircus genome, and identity to
the wild a#tP sequence was 26-49%, similar to the level of
identity in mammalian pseudo a#tP sites that had been iso-
lated (Thyagarajan et al., 2001; Olivares et al., 2002; Groth
et al., 2004; Ma et al., 2006). We named these pseudo attP
sites according to their chromosomal location, for example,
CpsF4 for C. hircus pseudo attP sites obtained from fibroblast
cells and located in chromosome 4. The result showed that 4
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FIG. 4. DNA sequence features near pseudo attP sites in the C. hircus genome. The pseudo attP sites were compared to
wild-type attP, and adjacent sequences were tested for a common motif using MEME motif finder. (A) A shared 36 bp motif
was identified in goat sequences near the pseudo artP site. This motif contains the attP core flanked by inverted repeats
(arrows). (B) The locations of motifs sorted by the lowest p-value among all sites in the adjacent sequences are indicated
relative to their associated pseudo attP sites. The thin line shows the flanking sequence around the pseudo aftP site, the
center of the sequence is the break point. The box shows the location of the motif in the sequence.

of the 11 events shared the same crossover point and two
pseudo artP sites (CpsFSb and CpsF28) were found in one
colony. Thus, eight pseudo artP sites utilized by ¢C31 in-
tegrase were identified finally (Table 1).

Genomic integration efficiency of $C31 integrase
in fibroblast cells

To examine the integration efficiency of ¢pC31 integrase,
we co-transfected fibroblast cells with different ratios of the
pEGFP-NI1-attB transgene vector and the integrase expres-
sion plasmid (pCMV-Int) (Fig. 2). Empty plasmid was used
to equalize the total amount of DNA in every transfection.
By counting the number of G418-resistant colonies, we
found as expected that the more integrase expression plas-
mid added, the greater the number of transgenic colonies
formed. The number of resistant colonies obtained with a
transfection ratio of 1:20 was 3.1-fold greater than observed
with no integrase expression vector (1:0), which demon-
strated $C31 integrase significantly increases integration
frequency.

GFP expression in different integration sites

It has been reported that the integrations induced by ¢pC31
integrase support high-level and long-term expression of for-
eign genes (Ortiz-Urda et al., 2002, 2003; Quenneville et al.,
2004; Held et al., 2005; Keravala et al., 2006; Ou et al., 2009).
We observed long-term expression up to 30 days for GFP
integrated at the pseudo a#tP sites of C. hircus fibroblast cells,
Figure 3A. To measure variation among expression levels of
transgenes at different pseudo arP sites, we analyzed the GFP
expression from integrations at eight pseudo attP sites by
FACS, Figure 3B. The median GFP unit for integrase-mediated
colonies (CpsF4, CpsF5a, CpsFS5b/CpsF28, CpsF10, CpsF16,
CpsF19, CpsFX) was 948 +478, whereas for non-integrase
mediated colonies was 217+91. The GFP expression in in-
tegrase-mediated colonies is higher than non-integrase media
colonies (p <0.05). The GFP constructs integrated at CpsF4,
CpsF5a, CpsF5b/CpsF28, and CpsF10 were expressed at a
relatively high level (over 1000 median GFP fluorescence
units). For the other colonies, the lowest expression level was
more than 200 median GFP fluorescence units, higher than

CCCCAACTGGGGTAACCTTTGAGTTCTCTCAGTTGGGGG Phage attP

FIG. 5. The pseudo artP site consensus
sequence motif identified in C. hircus
fibroblast cells aligned with pseudo attP
consensus sequences that have been previ-
ously identified (Groth et al., 2004; Calos,
2006; Qu et al., 2012). Highlighted letters in
the center indicate the core sequence; high-
lighted boxes show the highly conserved
base pairs.

TAATGCCATGGGGAACTTTTTGATTCTCCATGGCCC

CCITGGTTAACCTTTAGGTTATCCATGG

CAGGGGGAACCTTTCAGTTCCLCCTG

TAGGGCCAGGGTGAACCTTAAGETACTCCTGEE

|
Human-293. HepG2. D407

Human-ES cells

AATAAGCCCTTGGAAARCCTTAGGGT T;CACCAGGGTCCTT Human-umbilical epithelial cells

Human- HeLa cells

GAATAGGGCCCGGEGGTAACCCTTGEGETTCTCCCGGEGEGGTCAT Bovine fibroblast cells

Capra hircus fibroblast cells
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non-integrase control. The high expression level of foreign
genes is significant for animal bioengineering such as the
mammary gland bioreactor.

& C31 integrase sites are associated with a DNA
consensus sequence

We hypothesized that the pseudo a#tP sites in C. hircus
genome may occur near a separate sequence motif. Using
MEME motif finder (Held et al., 2005) to analyze genomic
sequences surrounding each pseudo a#tP site, a significant
(E=7.6% 10_3) consensus motif (Fig. 4A) was found near six
of eight goat sites (Fig. 4B), similar to the level of 65/81 found
in human genome (Chalberg et al., 2006) and 29/33 found in
bovine genome (Qu et al., 2012). No significant motif was
found in the random sequence dataset. The analysis using the
other known pseudo sites with the random sequences showed
that none of the random sequences were grouped with the
motif. Except for CpsF4 ( ~ 50 bp downsteam of the crossover),
the motif was found near the pseudo attP sequence and the core
TT sequences found in canonical attP are also present at the
center of this motif. The motif is 36 bp long and contains in-
verted repeats flanking the core TT, a feature associated with
integration by ¢pC31 integrase.

Pseudo a#tP sites in mammalian genomes have only
partial sequence identity with wild-type a#tP (Groth et al.,
2004; Calos, 2006). Compared with pseudo a#tP consensus
variants found in individual human cell lines (Groth et al.,
2004; Calos, 2006) and in bovine fibroblast cells (Qu et al.,
2012), the consensus of C. hircus is highly homologous to
these previously identified sites (Fig. 5).

Pseudo attP sites have been discovered in many species in-
cluding humans, mice, rats, rabbits, sheep, Drosophila, and
cattle (Groth et al., 2004; Chalberg et al., 2005, 2006; Keravala
et al., 2006; Ma et al., 2006; Ehrhardt et al., 2007; Ni et al.,
2012; Qu et al., 2012). We retrieved database sequences that
are adjacent to 97 pseudo attP sites in these various species,
targeting 200 bp sequence flanking the pseudo attP. The motif
discovery of pseudo site dataset was significantly better than
that of random sequences (E=1.5x10">"). MEME motif
finder identified a similar 24 bp motif shared by 61 out of 97
sequences, all from mammalian genomes and not in Droso-
phila (Fig. 6). The 24 bp motif also shares the strict format
summarized in human, bovine, and C. hircus (Fig. 5).

Discussion

Transgenic technology is a powerful tool in life sciences
and is commonly used to produce transgenic animals for
generating disease models, proteins with high value for
pharmaceutical use, and identifying the gene functions.
However, the lack of technologies for culturing of ES cells
of C. hircus in vitro has made the SCNT a powerful alter-
native tool for transgenic C. hircus production (Ohkoshi
et al., 2003). The number of species identified to support
insertion by the ¢C31 integrase system has been growing
consistently over the past decade. Importantly, the identified
site-specific integration of the pseudo attP sites mediated by
this system will provide an efficient approach to produce
transgenic cells or cloned C. hircus with high level and
long-term foreign gene expression. The present study
showed that ¢C31 integrase could induce efficient site-
specific integration in C. hircus fibroblast cells by recog-
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FIG. 6. Sequence characteristics adjacent to pseudo artP

sites in different species. (A) The nucleotide distribution is
shown for the multi-species consensus of the motif predicted
by MEME. (B) The position of the predicted motif is indi-
cated for DNA sequences surrounding 61 pseudo attP sites
discovered in many species including human, mouse, rat,
rabbit, cattle, and goat.
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TABLE 2. THE COMPOSITE OF CROSSOVER POINT FOR EACH PSEUDO ATTP SITE

site attB arm Chromosomal DNA arm

CpsF4 tctcgaageecgeggtgegggtgeca: s iGGCTGTTTCTTAAAGGAAGGACTTT
CpsF5a tetcgaagecgeggtgcgggtegccagggegtgcccTTG : 1 : GCCCATGCCAGTATTCTTGGGCTTCCCTTGTG
CpsF5b tctcgaageecgeggtgegggtegccagg i it ATCATGAAGCTTTCAATGGCATAA
CpsF10 tetcgaagecgeggtgcgggtegccaggecgtgccee: : : :GGGGTCTTCCTGGCACCCCTCAATGGTCTCTTGC
CpsF16 tctcgaagecgeggtgegggtgccagggegtge: it i TTTTATAAGTGGTAACAAATCGCGCAACT
CpsF19 tctcgaageecgeggtgcgggtgccagggegtg: it 11t : CCTGGAGAGGGGTGGGTGGGAACTGGCAAA
CpsF28 tctcgaagecgeggtgegggtegccagggeg i i it GGCCCCTATCTTTGAGTCGCCTTGCTGCT
CpsF X tctcgaagecgeggtegcgggtgccaggge: : 1 i1 i1 :CGCCCCACCCTGGCCCTCTTTGTCTCGCTAGCAT

Perfect attL

tetcgaagecgeggtgegggtgccaggecgtgccc T TGAGTTCTCTCAGTTGGGGGCGTAGGGTCGCCGACAT

Colons represent bases missing in the point.
The TTG core in perfect artL is shown with underline.

nizing the pseudo attP sites in C. hircus genome. Thus, the
¢C31 integrase system could be used as a valuable tool for
genetic engineering of the C. hircus genome and the opti-
mization of this system (Raymand and Soriano, 2007;
Keravala et al., 2009; Tasic et al., 2011; Xie et al., 2012)
would facilitate the research on transgenic goats and in utero
xenograft goat models (Zeng et al., 2005).

Eight pseudo artP sites were identified and two pseudo
attP sites (CpsF5b and CpsF28) were found in one colony.
According to the low purity of the colony (79.6%) measured
by FACS and the copy number (0.89) of GFP in the colony
measured by qRT-PCR (data not shown), we deduced that
the two pseudo artP sites—CpsF5b and CpsF28—were
identified from mixed colonies from two progenitor cells
containing the two pseudo attP sites respectively.

The expression levels of integrated GFP at these sites
were examined. The FACS results showed that the GFP
expression in integrase-mediated colonies was higher than
non-integrase-mediated colonies (948+478 vs. 217+91,
p <0.05); half of them yielded a high expression level (over
1000 median GFP fluorescence units). On the other hand,
the lowest amount of expression was more than 200 median
GFP fluorescence, higher than the non-integrase control.

It has been reported that the integration induced by ¢$C31
integrase can produce high-level and long-term expression of
the foreign genes (Ortiz-Urda et al., 2002, 2003; Quenneville
et al., 2004; Held et al., 2005; Keravala et al., 2006). Ex-
pression level may be related to the location of the events and
the chromosomal context. By aligning the sequences of these
sites with the C. hircus genome using BLAST, we found that
these sites were intergenic or intronic. No integration in
coding exons was identified. Our findings are consistent with
those from other mammalian systems (Groth et al., 2004;
Chalberg et al., 2005, 2006; Keravala et al., 2006; Ma et al.,
2006; Ehrhardt ez al., 2007; Qu et al., 2012).

Bioinformatics analysis indicated that pseudo a#tP sites in C.
hircus shared a 36-bp motif similar to pseudo attP sites in
genomes of other mammals including humans, mice, and cat-
tle. Furthermore, analysis of the sequences flanking the sites we
identified showed that pseudo attP sites of all mammals tested
but not Drosophila share a DNA consensus sequence; this may
be related to the genomic context and evolution of species.
Alignment of pseudo aftP site MEME motifs defined in dif-
ferent cell lines (Groth et al., 2000; Chalberg et al., 2006;
Thyagarajan et al., 2008; Nishiumi et al., 2009; Sivalingam
et al., 2010), bovine fibroblasts (Qu et al., 2012) and C. hircus
fibroblasts confirmed that a conserved sequence with partial

palindromic character known to be recognized by ¢$C31 in-
tegrase plays an important role in recombination.

Conclusion

Our study showed that ¢pC31 integrase can induce effi-
cient site-specific integration in C. hircus fibroblast cells by
recognizing the pseudo attP sites in its genome. Eight
pseudo attP sites were identified in C. hircus genome and all
these sites were intergenic or intronic and no integrations in
coding exons. The expression levels of integrated GFP at
these sites were examined. An integrate hotspot named
CpsF4 on chromosome 4 was identified due to its higher
frequency of integration and higher level of expression.
Bioinformatics analysis indicated that pseudo attP sites in
C. hircus shared a 36-bp motif and the pseudo a#tP sites of
all mammals tested share a DNA consensus sequence.
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