INTRODUCTION

Anthocyamn-Enrlched Fractlon from Callistemon citrinus Modulates Leydig

Cell Function: Insights into Cytotoxicity and Metabolic Impact
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Figure 1. Cytotoxicity profile and reducing power analysis in Leydig cells subjected to anthocyanins-enriched fraction (EX) (0.01, 0.10 and 1.00 pg/mL)
and Cyanidin-3-O.glucoside (CYA) (0.50, 5.00, 50.00 uM). In order: Metabolic activity; Cell proliferation; LDH release for cell permeability damage and
Frap Assay on collected media after the treatment (n = 6 for each condition).
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METHODOLOGY

In vitro Cells Model: TM3 Leydig cell (n=6)
Conditions Group: EX (0.01, 0.10, 1.00 pg/mL); CYA (0.50, 5.00, 50.00 puM)

Focus on Steroidogenesis: All the samples were treated with human Chorionic Gonadotropin (3 nM) to stimulate physiological

testosterone production
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Figure 3. Impact of anthocyanin-enriched fraction (0.01, 0.10, 1.00pg/mL) and of cyanidin-3-O-glucoside (0.50, 5.00, 50.00uM) on steroidogenesis as evaluated by

& T Androstenedione production by ELISA equipment. Impact of anthocyanins-enriched fraction (0.01, 0.10, 1.00pg/mL) on the expression of STAR, CYP17al and NROB2
4 T e genes. Statistically significant differences (p < 0.05) in the results are expressed as mean + SEM and are expressed as a- different related to the control (without anthocyanins
@ é =T é enriched fractions or cyanidin-3-O-glucoside). (n = 6 for each condition).
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Figure 2. Analysis of oxidative state of Leydig cells exposed to EX fractions and CYA using CM-H2DCFDA assay (n = 6 for each condition) and analysis of mitochondrial
potential health using JC-1. Representative images showing the production of intracellular ROS for the treatment with EX and representative images for the mitochondrial
potential health treated with CYA. Slot-Blot analysis for Lipid peroxidation (4-Hydroxynonenal) treated with EX and CYA. Western-Blot evaluation of Complex III and V of

mitochondrial transport chain after the treatment with EX (n = 6 for each condition).
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CTRL  EX001.gmL EX0A0.gmL EX1.00ugiml Figure 4. Exometabolome profiling of Leydig cells untreated (A) vs under treatment with 1.00 pg/mL with anthocyanins enriched fraction (EX) (D). The heat-map show the
evaluation of 21 metabolites for the two conditions. Statistical differences are observed for Valine, Isoleucine, Succnate and Creatine between A vs D.

CONCLUSIONS
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