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Introduction:

Methods:
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Results 1. Gene expression

Hierarchical clustering segregated oo || ':ﬂTfI‘

preantral and antral follicles and
revealed changes iIn the expression of
genes Iinvolved In cell proliferation and
differentiation Including hormone
secretion, but also in the communication
between the oocyte, cumulus and
granulosa cells like the GJA1l gene
coding for CX43

GJA1l expression increased
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- slightly during follicle growth. I

CX4docalisation In the cortex
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CUBIC tissue clearing
allowed to study
the follicles population
and proteins
localisation In situ
up to a depth of 1 mm

In the ovarian Cx43 was detected
cortex strips between
granulosa/cumulus cells

and at the periphery of
the zona pellucida (ZP)

NB: no CX4Bnmunostainingof thecacells
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Results 3 : Oocyte -Cumulus Complexe (OCC) . kit
: ; . T:Thecacells
CX43 localisation and TZP detection G Granuloseells
C:. Cumulusells
: A: Antrum
Cx43 was detected in OCCs O: Oocyte
closed to ZP: Zon#ellucida
the Transzonal Projections (TZP). TZPTranszonaProjection

Transzonaprojectionsof oocytecumuluscomplexewvere
highlightedafter Actin F staining witRPhalloidinAlexa 555
without tissue clearing CX43

Conclusion: The destiny of a follicle relies on a delicate balance in the expression and activity of factors involved in proliferation, differentiation,

apoptosis and cell-cell communication. Here, the Cubic clearing method , in combination with Methyl Green labelling and/or immunodetection, is established
as a tool to observe and characterize follicles within the ovarian cortex of ewes and likely all large mammals including humans. It will also be applied to assess
In vitro follicle development following ovarian cortex culture or isolated follicle culture , for research purposes or in the context of fertility preservation.
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