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i e}s of sex development (DSDs)

i Iurg_@f normal gonad development or subnormal
o an ,gﬁen production / action . ( Hughes, 2008)

-'A‘GE-A4) (Rajpert-De Meyts, 2006; Gaskell et al., 2004;
rson et alk., 2007; Mitchell et al., 2008)
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e testls tissue of several species - into a
e m,@use host = full spermatogenesis of the
C tissue (Honaramooz et al., 2004; Rodriguez-Sosa and Dobrinski,

wn testis xenografts = limited survival
ns et aI 2006 Schlatt et al., 2009)
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Table | Antibodies and conditions used for
immunohistochemistry in xenograft study using human
fetal testis tissue in nude mice.

Antigen Source Species Dilution Retrieval

AMH Santa Cruz®  Goat | :500
AR Santa Cruz=  Rabbit | :200
MAGE-A4  Gift” Mouse |:20
OCT 4 Santa Cruz® Goat |:50
SOX9 Chemicon® Rabbit |:80
SMA, Sigma’ Mouse | :5000
3B-HSD Gift* Rabbit 11000
VASA Abcam?® Rabbit :500

N
Y
N
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T
Y
N
Y

All antibodies were raised against human peptide sequences. AMH, anti-Mullerian
hormone; AR, androgen receptor; SMA, smooth muscle acting 33-HSD,
3PB-hydroxysteroid dehydrogenase.

*Santa Cruz Biotechnology, CA, USA.

®Abcam, Cambridge, UK.

“Dr Guilio Spagneli, University Hospital, Basel, Switzerland.

9Praf. lan Mason, The Queen's Medical Research Institute, Edinburgh, UK.
“Chemicon/Upstate/Linco.

{Sigma, Foole, LK.
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Table Il Antibodies and conditions for triple
immunofluorescence in xenograft study using human
fetal testis tissue in nude mice.

Antigen Dilution Secondary Visualization
antibody

QCT4 1:150 *CAG-p Tyr-Cy3 (10 min)
MAGE-A4 |:100 "CAM-p “Tyr-Cy5 (10 min)
Kie7 1:200 "CAM-p *Tyr Fluor (10 min)

*CAG-p, Chicken anti-goat peroxidase (Sigma, Poole, UK).
h':f'!'l.F"'T-p. Chicken anti-mouse peroxidase (Sigma, Poole, UK).
“Tyr Cy3, Tyramide Cy3 (Perkin Elmer, MA, USA).

EIT:,-'r' Cy5, Tyramide Cy5 (Perkin Elmer).

*Tyr Fluor, Tyramide Fluorescien (Perkin Eimer).
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First trlmester graft
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Second trimester graft _ Leydig cell 33-HSD
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Differentiation of g:erm ce_ll into pre-spermatogonia
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Quantification of OCT4 and VASA
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Proliferation rate of OCT4 and MAGE-A4
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an _fetal testis xenografts could survive.
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1,@iemonstratlon of ex situ semlnlferous c
n ln the human testis . 4
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arﬁﬁ HSD were expressed after xenografting -2

:-_',0|dogeneS|s began and became androgen
sive ( SMA : androgen- dependent)




stosterone and seminal vesicle weight :
| ester grafts are capable to produce T and




( Povisen et al., 1974; Skakkebaek et al., 1974







ffffi_:‘_ be espeCIaIIy useful for mvestlgatlng'the
rigin .;.:Q_f DSDs and TDS in humans.

rd formation and testis development
an In vivo model.




. ( Hallmark et al., 2007; Lambrot et al. 2009
"'ve effect in this study. (Swan et al., 2005) |




:fi"tes into pre-spermatogonia and proliferate in
n ner S|m|Iar to that in normal age-matched




. TLu.s ﬁystem can be used to dissect the cellular
" _.mechanisms of normal human fetal testis
ﬁ nEdevelcpment and the male reproductive disorders.
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