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Statistical Analysis

Measurements were carried out between November 2019 and October 2020. Some details of
the methodology has to be presented on the first-corresponding author’s (Réka Eszter Sziva MD
PhD) PhD Complex Examination on 10 June 2020 during her PhD studies at the PhD School of
Semmelweis University, Karoly Racz Clinical Medicine Doctoral School, Budapest, Hungary.

Statistical analysis and figures were made with the help of GraphPad Prism 7.0 (GraphPad
Software, San Diego, CA, USA) software. After checking Kolmogorov-Smirnov, D’Agostino and
Pearson omnibus and Shapiro-Wilk normality tests, in case of data with normal distribution, we
used parametric unpaired T-test with F-test, data with non-normal distribution were analyzed
with non-parametric Mann-Whitney U-test. p < 0.05 was considered statistically significant for all
statistical analyses. Values with normal distribution are expressed as Mean + SEM, data with non-
normal distribution are expressed as Median [IQR].
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Figure S1 and Table S1: Total seminiferous tubule number per group: Figure S1: in graph, Table
S1: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Mann-Whitney-U-test,

data are in Median [IQR], n.s.



® Average seminiferous tubule and seminiferous tubule lumen area (um?)
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Figure S2 and Table S2: Average seminiferous tubule area per group: Figure S2: in graph, Table
S2: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Mann-Whitney-U-test,
data are in Median [IQR], n.s.
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Figure S3 and Table S3: Average seminiferous tubule lumen area per group: Figure S3: in graph,
Table S3: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Unpaired-t-test,

data are in Mean+SEM, n.s.



® Average seminiferous tubule and seminiferous tubule lumen perimeter (um)
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Figure S4 and Table S4: Average seminiferous tubule perimeter per group: Figure S4: in graph,

Table S4: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Mann-Whitney-U-

test, data are in Median [IQR], n.
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Figure S5 and Table S5: Average seminiferous tubule lumen perimeter per group: Figure S5: in

graph, Table S5: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Unpaired-t-

test, data are in Mean+SEM, n.s.




® Average calculated spermatogenic epithelium area and area ratio (um?and %)
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Figure S6 and Table S6: Average calculated spermatogenic epithelium area per group: Figure S6:
in graph, Table S6: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Mann-
Whitney-U-test, data are in Median [IQR], n.s.
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Figure S7 and Table S7: Average calculated spermatogenic epithelium area ratio per group:
Figure S7: in graph, Table S7: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group.
Mann-Whitney-U-test, data are in Median [IQR], n.s.



® Average seminiferous tubule and seminiferous tubule lumen diameter (um)
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Figure S8 and Table S8: Average seminiferous tubule diameter per group: Figure S8: in graph,
Table S8: original data. Abbreviations: VDD = vitamin D deficient. n =8/group. Mann-Whitney-U-

test, data are in Median [IQR], n.s.
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Figure S9 and Table S9: Average seminiferous tubule lumen diameter per group: Figure S9: in
graph, Table S9: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Unpaired-t-

test, data are in Mean+SEM, n.s.



® Average spermatogenic epithelium thickness (um)
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Figure S10 and Table S10: Average spermatogenic epithelium thickness per group: Figure S10: in
graph, Table S10: original data. Abbreviations: VDD = vitamin D deficient. n = 8/group. Mann-
Whitney-U-test, data are in Median [IQR], n.s.

According to the figures and tables, there were an extremely outlier in the VDD group in
case of seminiferous tubule area, perimeter, diameter and calculated spermatogenic epithelium
area, area ratio and thickness (data marked with red arrow in figures and red color in tables).
Thus, we would like to show the histological image of that testicular tissue (Picture S1-52).

As we can see on the pictures, in the ‘outlier’ tissue, smaller tubule area, perimeter,
diameter can be seen, spermatogenic epithelium (SE) is thinner, as well as the SE area and area

ratio. The exact measured numbers express the visually-noticeable difference.

Control
Picture S1-S2: Representative histological picture of testicular tissue of one of the control group (left) and of

the outlier of VDD group (right). Pictures were made with CaseViewer software. Scale bar 500 pum.



¢ Vitamin D Receptor (VDR)-positively-stained area percentage (%)
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Figure S11 and Table S11: Vitamin D Receptor (VDR)-positively-stained area percentage per

group: Figure S11: in graph, Table S11: original data. Abbreviations: VDD = vitamin D deficient. n

= 8/group. Mann-Whitney-U-test, data are in Median [IQR], n.s.

According to our negative results, we hypothesize that short-term (8-week-long) vitamin D

deficiency does not affect the structure of the spermatogenic tissue. Further basic, -translational

and clinical investigations are required to examine the possible effects of Vitamin D supply and

deficiency on testicular tissue, spermatogenesis and the possible role of Vitamin D in male fertility-

infertility.

The original manuscript describes a detailed and easy-to-follow methodological description

of a suggested, well-reproducible quantitative assessment of testicular tissue.




