Cell Stem Cell

Successful Serial Recloning in the Mouse

over Multiple Generations

Sayaka Wakayama,' Takashi Kohda,? Haruko Obokata,-2 Mikiko Tokoro,'# Chong Li,'-® Yukari Terashita, -6
Eiji Mizutani,’»” Van Thuan Nguyen,-8 Satoshi Kishigami,!-° Fumitoshi Ishino,? and Teruhiko Wakayama®-7>*

TRIKEN Center for Developmental Biology, Kobe 650-0047, Japan

2Department of Epigenetics, Medical Research Institute, Tokyo Medical and Dental University, Tokyo 113-0034, Japan
3Laboratory for Tissue Engineering and Regenerative Medicine, Brigham and Women’s Hospital/Harvard Medical School,

Boston 02115, USA
4Asada Ladies’ Clinic, Aichi 486-0931, Japan

SDepartment of Regenerative Medicine, Tongji University School of Medicine, Shanghai 200092, China

SLaboratory of Animal Reproduction, Graduate School of Agricultural Science, Tohoku University, Sendai 981-8555, Japan

“Faculty of Life and Environmental Sciences, University of Yamanashi, Yamanashi 400-8510, Japan

8Department of Biotechnology, School of Biotechnology, International University, Vietnam National University, Ho Chi Minh City 70000,

Viethnam

9Department of Genetic Engineering, Kinki University, Wakayama 649-6493, Japan

*Correspondence: teru@cdb.riken.jp
http://dx.doi.org/10.1016/j.stem.2013.01.005

SUMMARY

Previous studies of serial cloning in animals showed
a decrease in efficiency over repeated iterations
and a failure in all species after a few generations.
This limitation led to the suggestion that repeated
recloning might be inherently impossible because of
the accumulation of lethal genetic or epigenetic
abnormalities. However, we have now succeeded in
carrying out repeated recloning in the mouse through
a somatic cell nuclear transfer method that includes
a histone deacetylase inhibitor. The cloning efficiency
did not decrease over 25 generations, and, to date, we
have obtained more than 500 viable offspring from
a single original donor mouse. The reprogramming
efficiency also did not increase over repeated rounds
of nuclear transfer, and we did not see the accumula-
tion of reprogramming errors or clone-specific abnor-
malities. Therefore, our results show that repeated
iterative recloning is possible and suggest that, with
adequately efficient techniques, it may be possible
to reclone animals indefinitely.

Animals have been cloned from a number of species and organs
(Thuan et al., 2010; Wakayama et al., 1998; Wilmut et al., 1997)
and even from frozen cadavers (Wakayama et al., 2008). In
some mammalian species, it is also possible to produce re-
cloned animals with somatic cell nuclei derived from previously
cloned animals (Cho et al., 2007; Kubota et al., 2004; Kurome
et al., 2008; Wakayama et al., 2000; Yin et al., 2008). In principle,
this type of approach could be useful for the large-scale produc-
tion of superior-quality domesticated animals and for research
into genomic reprogramming (Graf, 2011). Previously, we
proposed that repeated rounds of genomic reprogramming via
serial cloning might lead to an increase in efficiency over
successive generations because of the selection of easily re-
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programmable cells. Disappointingly, however, it has been
found that the success rate in fact decreased with each itera-
tion. In one study, only one cloned mouse was produced in
the sixth generation from more than 1,000 nuclear transfer
attempts—but it was cannibalized by its foster mother (Wa-
kayama et al., 2000). We have never succeeded in under-
standing the reason for this failure of recloning over successive
generations. Similar results have been reported in cattle, where
serial nuclear transfer failed to produce a third generation (Ku-
bota et al., 2004). The recloning of cats (Yin et al., 2008) and
pigs (Cho et al.,, 2007; Kurome et al., 2008) has also been
studied, but those attempts reached only the second and third
generations, respectively.

One possible explanation for this limit on the number of
recloning attempts is an accumulation of genetic or epigenetic
abnormalities over successive generations. It is well known
that cloned animals frequently show several abnormal pheno-
types (Inoue et al., 2002; Ogonuki et al., 2002; Wakayama and
Yanagimachi, 1999) caused by genomic reprogramming errors
at the time of somatic cell nuclear transfer (Inoue et al., 2010;
Yang et al., 2007). Thus, if a donor nucleus from a cloned animal
is already epigenetically abnormal, the additional abnormalities
introduced during a subsequent round of reprogramming might
lead to embryo failure. Another possibility is that cloned animals
contain only a few normal or reprogrammable somatic cells and
that recloning was successful only when those cells were
selected by chance, but the number of such cells drops over
successive generations. A more straightforward explanation
would simply be that the inherent success rate of cloning was
too low for it to be reliable over repeated generations. In the prior
studies, this was the case, and we were unable to investigate
these possibilities (Wakayama et al., 1998), and the reason,
therefore, remained unclear. Recently, we were able to improve
the success rate of mouse cloning up to 5-fold by limiting the
accumulation of epigenetic abnormalities by using a histone
deacetylase inhibitor, trichostatin A (TSA) (Kishigami et al.,
2007; Kishigami et al., 2006; Thuan et al., 2010). In the present
study, we attempted serial mouse cloning again with the

Cell Stem Cell 712, 293-297, March 7, 2013 ©2013 Elsevier Inc. 293


mailto:teru@cdb.riken.jp
http://dx.doi.org/10.1016/j.stem.2013.01.005
http://crossmark.dyndns.org/dialog/?doi=10.1016/j.stem.2013.01.005&domain=pdf

~o— Donor A (w/o TSA)
~—&— Donor B (w/o TSA)
~#—Donor C (with TSA)

_— e e e
S N &

Success rate of recloning mice (%)

S N A SN X

Cell Stem Cell

Recloning in the Mouse

Figure 1. Production of Recloned Mice from
the Somatic Cell Nuclei of Previously Cloned
* Mice
(A) A group of nine 20" generation (G20) recloned
pups (brown coats) were born in a single
experiment.
(B) The success rate of mouse recloning in each
generation with and without (w/o) the use of
trichostatin A (TSA) during nuclear transfer. The
data for donor A and donor B are from a previous
study (Wakayama et al., 2000). *, significant
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addition of TSA and examined the reprogramming capacity and
phenotypes of the recloned mice.

We used four BD129F1 female mice (BDF1 x 129/Sv) as nuclear
donors, and the first generation of cloned mice (hereafter termed
G1) was produced from the cumulus cell nuclei of those donors.
These mice were produced in our laboratory with three-way
crosses between C56/BL6, DBA/2, and 129/Sv strains. Thus, the
progeny of each mouse can be identified by genotyping. The recip-
ient oocytes were collected from adult BDF1 females or, in subse-
quent generations, from the recloned donor mice themselves for
examination of the effect of a heterogeneous oocyte cytoplasm.
The donor mouse that showed the highest success rate in
producing G1 clones was selected as the original donor and
used to initiate the serial mouse cloning experiment. The second
generation of cloned mice (G2) was produced from the cumulus
cells of a G1 clone when it was 3 months old. This study
commenced in December 2005, and we aimed to use our original
nuclear transfer procedure without any modifications throughout
the entire duration. However, given the time frame of this experi-
ment, some changes were unavoidable, such as in the quality of
the media used and the skill of the experimentalists involved,
and these changes could potentially affect the success rate or
phenotype of the recloned mice. To control for such variation,
we produced cloned control (CC) mice from other donors with
the same genetic origin (BD129F1) for use as technical or time-
matched comparisons. We also generated fertilized normal control
(NC) mice of the same genetic background (BD129F1) by intracy-
toplasmic sperm injection into oocytes to mimic the in vitro manip-
ulation and culture stresses applied to cloned embryos.

The success rates of serial recloning varied between genera-
tions; for example, the average success rates of recloning
attempts in G3, G7, and G11 were very low (4%-5%), whereas
the success rates for the next generations of each of these
(G4, G8, and G12) were 1.5- to 2-fold higher. G16 showed the

294 Cell Stem Cell 12, 293-297, March 7, 2013 ©2013 Elsevier Inc.

4 ND 16 20 14 11 9 8 10mice
&F&

differences between generations (p < 0.05). **,

significant difference between this generation

and G1 (p < 0.05).

See also Table S1.

(C) Mean body and placental weights of recloned

mice through successive generations are shown.

There were no significant correlations between

these weights and generation numbers (r = 0.0029

and 0.0013, respectively). Error bars designate

the SD.

See also Figure S2.

(D) Lifespans of recloned mice in successive

G‘G\G’»(&GD(?% c?b generations are shown. The lifespan of G1, G2,
and G9 clones could not be measured because

the mice were used for other experiments. Each

dot represents an individual recloned mouse.
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highest success rate, but in the next generation, the success
rate decreased by one-third (Figures 1A and 1B). This variation
was observed not only between generations but also within
experiments. In G10, G18, and G25, the maximum success
rate was over 20%, but the minimum rate was only 3%—-4%.
(Table S1 available online). Therefore, although we saw sig-
nificantly higher cloning success rates in recent generations
(G16, G24, and G25) than in G1, the high variation even within
generations makes it difficult to draw any clear conclusions
about changes in success rate. Nevertheless, we have been
able to conduct repeated recloning over 25 generations, and,
to date, 581 recloned mice have been generated from one
original donor mouse (Table S1 and Figure 2B).

During the course of this experiment, we tested whether a
complete matching of the donor nucleus and recipient oocyte
would improve efficiency by injecting donor nuclei into the
donor’s own oocytes instead of BDF1 oocytes, but this approach
did not increase the success rate of cloning (Table S1). Thus, it
seems that, at least for mouse cloning, genetic heterogeneity
between the donor nucleus and the recipient oocyte cytoplasm
does not influence the quality of genomic reprogramm-
ing and full-term development. All of the cloned mice were female,
and genotyping confirmed that all of the generations of clones
were derived from the original single donor mouse (Figure S1).

Cloned mice frequently show placentomegaly (Tanaka et al.,
2001; Wakayama and Yanagimachi, 1999; Lin et al., 2011), and
some have increased body weight (Tamashiro et al., 2002) or
die early as a result of respiratory failure (Ogonuki et al., 2002).
Therefore, we measured the body and placental weights of all
the cloned mice at the time of caesarian section. The mean
body weight in each generation was within the normal range of
naturally derived mice (Figure 1C). The mean placental weight
in each generation was 0.22-0.32 g, which is 2- to 3-fold heavier
than the placentas of normal control mice, consistent with
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Figure 2. Telomere Length, TSA Depen-
dence, and Gene Expression Patterns in
Control and Recloned Mice

(A) Telomere lengths among generations of re-
cloned mice sampled at 3 months of age (upper
panel) or sampled at the same time. The G15
recloned mouse was the oldest (2 years and
8 months) and the G23 mouse was the youngest
(3 months) (lower panel). C1, C2, and CC1 were
naturally conceived, age-matched controls and
cloned control (CC) mice at 3 months of age,
respectively.

(B) The effect of TSA treatment for the production
of cloned and recloned mice is shown. G1 and
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conceived mice, and G21 recloned mice were
generated from G20 recloned mice. All experi-
ments were performed with or without TSA. (a)
versus (b), (c) versus (d); p < 0.01.

(C and D) Gene expression profiles in the neonatal
liver and brain of normal control (NC), CC, and
cloned (G20) mice. (C) shows the level of gene
expression; Mug2 and Tdo2 were selected for the
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selected for the brain sample (lower). (D) shows
principal component analysis in the liver (upper)
and in the brain (lower) in which the horizontal
and vertical axes represent principal components
(1) and (2), respectively. The dots represent indi-
vidual NC, CC, and G20 cloned mice.

previous findings for cloned mice. However, neither body nor
placental weight increased over successive generations, indi-
cating that abnormalities do not accumulate (Figure 1C). In
fact, when placentas from the G20 clones were examined histo-
logically, expansion of the spongiotrophoblast layer—an abnor-
mality specific to cloned mice (Tanaka et al., 2001)—was
reduced in comparison with that seen in the CC mice (Fig-
ure S2).The lifespan of the cloned animals was also within the
normal range. Unlike in initial reports, in this study, the majority
of the pups (517/545, 94.9%) commenced respiration spontane-
ously and grew to adulthood. The average lifespan of mice in
the G1 to G16 was about 2 years (ongoing), similar to that of
naturally conceived mice (Figure 1D).

Fertility can also be used as an indicator of normal develop-
ment in mice. To examine the fertility of our cloned mice, we
selected four G20 clones randomly at the time of weaning and
mated them with normal BDF1 male mice produced via natural
mating. All the clones gave birth naturally to normal litter sizes,
and pups lacked any abnormalities; the mean age at first birth
was about 2 months, similar to that of naturally generated mice
(Table S2).

Telomeres are vital for maintaining chromosomal integrity and
genomic stability in normal cells in vivo, and they shorten with
each cell division. In normal reproduction, the telomeres are re-
paired by telomerase in the germline, but cloned animals
develop from somatic cells directly and, therefore, miss this
step. Telomere lengths have been examined in cloned animals

of several species (Konishi et al., 2011; Lanza et al., 2000; Miya-
shita et al., 2011; Shiels et al., 1999; Wakayama et al., 2000), and
most reports have concluded that the telomeres of cloned
animals are repaired during genomic reprogramming. In this
study, we examined telomere lengths in the recloned mice at
3 months of age and compared them with those of age-matched
control mice. We also collected samples from earlier generations
of recloned mice still living at the same time, which were older
at the time of collection. As shown in Figure 2A, these experi-
ments revealed that there was no evident shortening of telo-
meres in the recloned mice of any generation or at any age.

Previous studies have also identified abnormal gene expres-
sion profiles in cloned mice, with a high degree of heterogeneity
occurring between individuals (Kohda et al., 2005; Kohda et al.,
2012). To examine the effect of serial cloning on these profiles,
we analyzed the gene expression profiles of the G20 cloned
mice compared to CC mice and NC mice. The brain and liver
were collected from four newborn pups. The gene expression
profiles of the G20 clones differed from those of NC mice, but
these differences were similar to those observed in CC mice
(Figures 2C and 2D). Thus, it seems that genes that were not
successfully reprogrammed in the first round of nuclear transfer
were still not reprogrammed, even after successive rounds
(Figure 2C).

Finally, to address the possibility that serial cloning might
enhance the inherent reprogramming susceptibility of the donor
nuclei, we examined the effect of TSA treatment on the success
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rate of cloning after serial cloning. When nuclear transfer was
performed with the use of G20 cumulus cells without TSA, the
success rate of producing G21 clones was only 3%, similar to
that of G1, and was significantly lower than the success rate
achieved with nuclear transfer with TSA treatment (8%) (Fig-
ure 2B). Thus, the somatic cell nuclei of recloned mice still
required TSA for effective reprogramming, as in control experi-
ments, and recloning did not appear to increase the reprog-
rammability of somatic cell nuclei, even when it was repeated
25 times.

There has been a longstanding question in the field about
whether serial cloning over many generations is possible at all
and, if so, whether it would lead to either an increase in reprog-
ramming efficiency or the accumulation of abnormalities that
prevent successful serial recloning. Our current study answers
this question by showing that serial nuclear transfer cloning
can be performed over at least 25 generations without evident
introduction of genetic or epigenetic changes that have a nega-
tive impact on viability. Moreover, the genomic reprogramming
efficiency also did not increase through successive generations,
suggesting that serial recloning does not select for somatic cells
that are more amenable to reprogramming or introduce genomic
changes that increase the efficiency of the process. In other
words, the barrier to reprogramming of somatic cells was main-
tained at the same level through this serial cloning experiment.

In this study, we also found that successive recloning over
multiple generations produced phenotypically normal fertile
mice with normal lifespans. Thus, there seems to be no inherent
reason why recloning in mice should fail, and it seems most likely
that the previous failures in serial recloning (Wakayama et al.,
2000) can be attributed to the low success rate of the cloning
techniques being used at that time, leading to an accidental
end to the serial recloning expierment. Even with our improved
procedure, the cloning success rate varied from 2% to 25%
through the 25 generations that we examined. Thus, with further
improvement to nuclear-transfer cloning techniques, unlimited
animal recloning in many different animal species might in fact
be possible.

ACCESSION NUMBERS

The gene expression data sets reported in this paper have been deposited in
the Gene Expression Omnibus (GEO) database at accession number
GSE43476.

SUPPLEMENTAL INFORMATION

Supplemental Information contains Supplemental Experimental Procedures,
two figures, and two tables and can be found with this article online at
http://dx.doi.org/10.1016/j.stem.2013.01.005.

ACKNOWLEDGMENTS

We thank J. Cummins for critical and useful comments on the manuscript. We
also thank T. Oyanagi, Y. Sakaide, S. Hirauchi, K. Yamagata, and T. Ono for
preparing this manuscript. We are grateful to the laboratory for animal
resources and genetic engineering for housing the mice. Financial support
for this research was provided by the Grant-in-Aid for Scientific Research on
Priority Areas (20062015) and Scientific Research (A) (23248048) to T. W. All
animal experiments were approved by the Animal Experiment Committee of
the RIKEN Center for Developmental Biology (approval no. AH14-13-19).

296 Cell Stem Cell 12, 293-297, March 7, 2013 ©2013 Elsevier Inc.

Cell Stem Cell

Recloning in the Mouse

Received: August 2, 2012
Revised: November 20, 2012
Accepted: January 4, 2013
Published: March 7, 2013

REFERENCES

Cho, S.K., Kim, J.H., Park, J.Y., Choi, Y.J., Bang, J.l., Hwang, K.C., Cho, E.J.,
Sohn, S.H., Uhm, S.J., Koo, D.B., et al. (2007). Serial cloning of pigs by somatic
cell nuclear transfer: restoration of phenotypic normality during serial cloning.
Dev. Dyn. 236, 3369-3382.

Graf, T. (2011). Historical origins of transdifferentiation and reprogramming.
Cell Stem Cell 9, 504-516.

Inoue, K., Kohda, T., Lee, J., Ogonuki, N., Mochida, K., Noguchi, Y., Tanemura,
K., Kaneko-Ishino, T., Ishino, F., and Ogura, A. (2002). Faithful expression of
imprinted genes in cloned mice. Science 295, 297.

Inoue, K., Kohda, T., Sugimoto, M., Sado, T., Ogonuki, N., Matoba, S., Shiura,
H., Ikeda, R., Mochida, K., Fuijii, T., et al. (2010). Impeding Xist expression from
the active X chromosome improves mouse somatic cell nuclear transfer.
Science 330, 496-499.

Kishigami, S., Mizutani, E., Ohta, H., Hikichi, T., Thuan, N.V., Wakayama, S.,
Bui, H.T., and Wakayama, T. (2006). Significant improvement of mouse cloning
technique by treatment with trichostatin A after somatic nuclear transfer.
Biochem. Biophys. Res. Commun. 340, 183-189.

Kishigami, S., Bui, H.T., Wakayama, S., Tokunaga, K., Van Thuan, N., Hikichi,
T., Mizutani, E., Ohta, H., Suetsugu, R., Sata, T., and Wakayama, T. (2007).
Successful mouse cloning of an outbred strain by trichostatin A treatment
after somatic nuclear transfer. J. Reprod. Dev. 53, 165-170.

Kohda, T., Inoue, K., Ogonuki, N., Miki, H., Naruse, M., Kaneko-Ishino, T.,
Ogura, A., and Ishino, F. (2005). Variation in gene expression and aberrantly
regulated chromosome regions in cloned mice. Biol. Reprod. 73, 1302-1311.

Kohda, T., Kishigami, S., Kaneko-Ishino, T., Wakayama, T., and Ishino, F.
(2012). Gene expression profile normalization in cloned mice by trichostatin
A treatment. Cell Reprogram 714, 45-55.

Konishi, K., Yonai, M., Kaneyama, K., Ito, S., Matsuda, H., Yoshioka, H., Nagai,
T., and Imai, K. (2011). Relationships of survival time, productivity and cause of
death with telomere lengths of cows produced by somatic cell nuclear transfer.
J. Reprod. Dev. 57, 572-578.

Kubota, C., Tian, X.C., and Yang, X. (2004). Serial bull cloning by somatic cell
nuclear transfer. Nat. Biotechnol. 22, 693-694.

Kurome, M., Hisatomi, H., Matsumoto, S., Tomii, R., Ueno, S., Hiruma, K.,
Saito, H., Nakamura, K., Okumura, K., Matsumoto, M., et al. (2008).
Production efficiency and telomere length of the cloned pigs following serial
somatic cell nuclear transfer. J. Reprod. Dev. 54, 254-258.

Lanza, R.P., Cibelli, J.B., Blackwell, C., Cristofalo, V.J., Francis, M.K,,
Baerlocher, G.M., Mak, J., Schertzer, M., Chavez, E.A., Sawyer, N., et al.
(2000). Extension of cell life-span and telomere length in animals cloned
from senescent somatic cells. Science 288, 665-669.

Lin, J., Shi, L., Zhang, M., Yang, H., Qin, Y., Zhang, J., Gong, D., Zhang, X., Li,
D., and Li, J. (2011). Defects in trophoblast cell lineage account for the
impaired in vivo development of cloned embryos generated by somatic
nuclear transfer. Cell Stem Cell 8, 371-375.

Miyashita, N., Kubo, Y., Yonai, M., Kaneyama, K., Saito, N., Sawai, K.,
Minamihashi, A., Suzuki, T., Kojima, T., and Nagai, T. (2011). Cloned cows
with short telomeres deliver healthy offspring with normal-length telomeres.
J. Reprod. Dev. 57, 636-642.

Ogonuki, N., Inoue, K., Yamamoto, Y., Noguchi, Y., Tanemura, K., Suzuki, O.,
Nakayama, H., Doi, K., Ohtomo, Y., Satoh, M., et al. (2002). Early death of mice
cloned from somatic cells. Nat. Genet. 30, 253-254.

Shiels, P.G., Kind, A.J., Campbell, K.H., Waddington, D., Wilmut, I., Colman,
A., and Schnieke, A.E. (1999). Analysis of telomere lengths in cloned sheep.
Nature 399, 316-317.

Tamashiro, K.L., Wakayama, T., Akutsu, H., Yamazaki, Y., Lachey, J.L.,
Wortman, M.D., Seeley, R.J., D’Alessio, D.A., Woods, S.C., Yanagimachi,


http://dx.doi.org/10.1016/j.stem.2013.01.005

Cell Stem Cell

Recloning in the Mouse

R., and Sakai, R.R. (2002). Cloned mice have an obese phenotype not
transmitted to their offspring. Nat. Med. 8, 262-267.

Tanaka, S., Oda, M., Toyoshima, Y., Wakayama, T., Tanaka, M., Yoshida, N.,
Hattori, N., Ohgane, J., Yanagimachi, R., and Shiota, K. (2001).
Placentomegaly in cloned mouse concepti caused by expansion of the
spongiotrophoblast layer. Biol. Reprod. 65, 1813-1821.

Thuan, N.V., Kishigami, S., and Wakayama, T. (2010). How to improve the
success rate of mouse cloning technology. J. Reprod. Dev. 56, 20-30.

Wakayama, T., and Yanagimachi, R. (1999). Cloning of male mice from adult
tail-tip cells. Nat. Genet. 22, 127-128.

Wakayama, T., Perry, A.C., Zuccotti, M., Johnson, K.R., and Yanagimachi, R.
(1998). Full-term development of mice from enucleated oocytes injected with
cumulus cell nuclei. Nature 394, 369-374.

Wakayama, T., Shinkai, Y., Tamashiro, K.L., Niida, H., Blanchard, D.C.,
Blanchard, R.J., Ogura, A., Tanemura, K., Tachibana, M., Perry, A.C., et al.
(2000). Cloning of mice to six generations. Nature 407, 318-319.

Wakayama, S., Ohta, H., Hikichi, T., Mizutani, E., lwaki, T., Kanagawa, O., and
Wakayama, T. (2008). Production of healthy cloned mice from bodies frozen
at -20 degrees C for 16 years. Proc. Natl. Acad. Sci. USA 105, 17318-17322.
Wilmut, 1., Schnieke, A.E., McWhir, J., Kind, A.J., and Campbell, K.H. (1997).
Viable offspring derived from fetal and adult mammalian cells. Nature 385,
810-813.

Yang, X., Smith, S.L., Tian, X.C., Lewin, H.A., Renard, J.P., and Wakayama, T.
(2007). Nuclear reprogramming of cloned embryos and its implications for
therapeutic cloning. Nat. Genet. 39, 295-302.

Yin, X.J., Lee, H.S., Yu, X.F., Kim, L.H., Shin, H.D., Cho, S.J., Choi, E.G., and
Kong, I.K. (2008). Production of second-generation cloned cats by somatic
cell nuclear transfer. Theriogenology 69, 1001-1006.

Cell Stem Cell 712, 293-297, March 7, 2013 ©2013 Elsevier Inc. 297



	Successful Serial Recloning in the Mouse over Multiple Generations
	Accession Numbers
	Supplemental Information
	Acknowledgments
	References


