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Vitamin B6 promotes the activation of primordial follicles through the PI3K/Akt signaling pathway.
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[bookmark: _GoBack]Fig. S1 Effects of different concentrations of vitamins on the activation of primordial follicles in cultured mouse ovaries. Three-dpp newborn mouse ovaries were cultured in medium alone or with VB1, VB2, VB3, VB5, VB6, VB7, VB9, VB12, VC, VE, or VK in different concentrations for 4 days. (A-K) The comparison of primordial and growing follicle number across various groups. PF, primordial follicle; GF, growing follicle. In each experiment, n = 3 and each from four ovaries; biological replicates. Bars indicate the mean ± SD. *p < 0.05, **p < 0.01, ***p < 0.001. Two-tailed unpaired t-test was used to assess statistical significance.
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Fig. S2 Statistical analysis results of follicle number per area of ovary. (A) The number of follicles per area of ovaries from in vitro cultured mice. (B) The number of follicles per area of the ovary in injected mice. (C) The number of follicles per area of the mouse ovary in cultures treated with LY294002 and/or VB6. (D) The number of follicles per area of ovaries in adolescent mice
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Fig. S3 Effects of the VB6 on body weight and organs in the adolescent mice. The adolescent mice were administered normal water or the water supplemented with 50 μM, 75 μM, and 100 μM VB6 for one week, and then the organs (ovary, spleen, liver, lung, kidney, and small intestine) were collected. (A) The adolescent mice ovarian morphologies in different treatments. (B) Body weight changes in the 75 μM VB6 groups. (C) Morphological comparison of spleen, liver, lung, kidney, and small intestine in the 75 μM VB6 groups. (D) Immunofluorescence staining of mouse DDX4 and rabbit FOXO3a antibodies. Scale bars = 50 μm. Bars indicate the mean ± SD. 
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Fig. S4 Uncropped scans of the western blotting results in Figure 2, 3, 4, and 5. (A-E) The blots in the black dashed line boxes were used in Figure 2B (A), 2D (B), 3A (C), 4C (D), and 5C (E).

Supplementary Tables
Table S1. List of primary antibodies used in immune detection in this study.
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Table S2. Primers for qRT-PCR used in this study.
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Table S2. Primers for qRT-PCR used in this study.

Genes Forwards (5,-3,) Backwards (5,-3,)

Bax TTTCATCCAGGATCGAGCAGG GCAAAGTAGAAGAGGGCAACCAC
Bcl2 CTACCGTCGTGACTTCGCA TACCCAGCCTCCGTTATCC

Gdp TCTTAGTAGCCTTAGCTCTCAGG TGTCAGTCCCATCTACAGGCA
Ki-67 ATCATTGACCGCTCCTTTAGGT GCTCGCCTTGATGGTTCCT

Pcna CGGCGTGAACCTGCAGAGCA GGTTGCGGTCGCAGCGGTAT

Rpl19 CTGAAGGTCAAAGGGAATGTGTTC TGGTCAGCCAGGAGCTTCTTG
Zp3 CCTCAGGACTAACCGTGTGGA CCATCAGGCGAAGAGAGAAAG
Caspase-3 CCGGTTACTATTCCTGGAGA TAACACGAGTGAGGATGTGC
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Supplementary Tables

Table S1. List of primary antibodies used in immune detection in this study.

Catalog Dilution
Antibody Source Host

Code IF WB
Akt 4691 Cell Signaling Technology =~ Rabbit 1:1000
BrdU ab1893 Abcam Sheep 1:200 -
BAX 50599-2-Ig Proteintech Rabbit _— 1:1000
BCL2 26593-1-AP  Proteintech Rabbit — 1:1000
Cleaved

9664 Cell Signa]ing Techno]ogy Rabbit 1:50 1:1000
Caspase-3
DDX4 ab27591 Abcam Mouse 1:200 1:1000
FOXO3a 12829 Cell Signa]ing Techno]ogy Rabbit 1:100 1:1000
p-FOX03a ab26649 Abcam Rabbit — 1:1000
GLUT4 ab33780 Abcam Rabbit — 1:1000
HK1 ab150423 Abcam Rabbit — 1:1000
Ki-67 9129s Cell Slgnahng Techno]ogy Rabbit 1:100 —
mTOR 2972 Cell Slgnahng Techno]ogy Rabbit — 1:1000
PCNA 2586 Cell Signa]ing Techno]ogy Mouse 1:100 1:1000
GAPDH 2118 Cell Signa]ing Techno]ogy Rabbit _ 1:1000

IF: Immunofluorescence; WB: Western blotting




