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Studies on the development of the enhancement method of reserved-type follicle
formation and effects on the ovarian function
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For separation of granulosa precursor cells for reserved—ty?e follicles and
analysis of their properties, improvement of the fractionation procedure by the cell surface marker
Lgr5 was initially attempted; however, separation by localization was applied as an alternative
approach. The surface of mouse fetal ovaries was labelled, cells were fractionated based on
labelling, and gene expression was compared between the fractionated and remaining cells.
Localization of selected genes expressed higher in fractionated cells was examined in the ovaries,
and candidates for cell makers were found. To identify the enhancer for reserved-type follicle
formation, the effects of R-spondin 1 and co-treatment with other supplements and factors were
examined; however, no clearly effective results were obtained to the extent examined.



Mork et al., Biol Reprod.
2012;86:37 Lgr5 Rastetter et al., Dev Biol.
2014;394:242

@ /
Lgrs
Lgr5
Lgr5
MRNA
@
Lgr5 R-spondin 1 Y-27632 R-spondin 1/Lgr5
Wnt3a G
6
hanging drop culture 5%
R-
spondin 1 1-3 7
(3) Lgrb
/

*



RNA

1 2
mRNA in situ
hybridization chain reaction in situ hybridization
(5) ImageJ (Rasband WS, https://imagej.nih.gov/ij/,
1997-2018) MosaicJ Plugin(Thevenaz P, Unser M. Microsc Res Tech. 2007;70:135-

46) Cell counter Plugin Colour Deconvolution 2 Landini G, Martinelli G, Piccinini
F. Bioinformatics. 2021;37:1485-7 Ruifrok A, Johnston D. Anal Quant Cytol Histol.
2001;23:291-9 R (The R Foundation for Statistical Computing,
Vienna, Austria) graphical user interface EZR

(Kanda Y. Bone Marrow Transplant. 2013;48:452-458)

(1) Logr5
Lgr5
/
Lgr5 mRNA
Lgr5
@ R-
spondin 1
a
Hanging drop culture
b
5%
1
R-spondin 1 c
7
3) d
1
a: , bz R-spondin 1 ,

c: Wnt3a , d- R-spondin 1 Wnt3a

(4) RNA



MRNA

5






