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Isolation of theca cells from whole ovary tissues may not be a

suitable method
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The work by Liu et al. (1) helps us understand the crucial role
of the BMP4 —Smad signaling pathway in the pathogenesis of
hyperandrogenism. Here, we briefly discuss and offer some
suggestions for improving the method for isolating theca cells
(TCs) from the mouse ovary used in this paper. As Liu and
colleagues report, after puncturing follicles with a sterile hypo-
dermic needle to release granulosa cells (GCs), the authors
isolated TCs from the whole remaining ovary tissue through
careful cutting, followed by digestion with collagenase and
filtration. We note that this approach may not yield pure TC
preparations as explained in the following. Folliculogenesis
comprises several stages differing by GC morphology and ovary
layers formed. The thecal layers are not formed until the follicle
isactivated and reaches the secondary stage of development (2).
Because most puncturable follicles are antral follicles at this
stage, the ovarian cortex still has many secondary and preantral
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follicles that contain many GCs. Therefore, if at the secondary
follicle stage TCs are isolated from the whole remaining ovary
tissue, these GCs may potentially affect the purity of the TCs
and confound results. From our perspective, large follicles
should be dissected away from the ovarian stroma first, fol-
lowed by release of GCs through puncturing and mechanical
removal of the remaining follicular GCs with a platinum loop.
The TCs then may be isolated by digestion of GC-free follicular
linings (3). We propose that this suggested procedure may help
to obtain purer TC preparations and yield more robust results.
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