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# 1. Maternal reproductive parameters in NaF study
NaF in drinking water (ppm)

0 (Control) 30 100

No. of dams examined 12 12 11
No. of implantation sites 124 £ 1.8 122 £ 2.2 116 £ 4.0
No. of live offspring 116 £ 3.2 120 £ 23 104 £+ 4.4
Male ratio (%) 534 + 194 50.7 + 12.2 62.8 + 21.8

Abbreviation: NaF, sodium fluoride.
@Mean + S.D.
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1. Body weight and food and water consumption of dams and male offspring

in NaF study

& 2. Body and brain weight changes in male offspring at necropsies on PND 21 and PND 77 in NaF study

NaF in drinking water (ppm)

0 (Control) 30 100
PND 21
No. of offspring examined 10 10 10
Body weight (g) 51.7 £ 4.0 50.4 £ 4.0 49.8+4.3
Brain weight (g) 1.51 £ 0.06 1.47 + 0.05 1.53+0.05
PND 77
No. of offspring examined 12 12 12
Body weight (g) 4345 £37.1 4425 + 17.0 450.9+32.2
Brain weight (g) 2.09 £0.05 2.16 £ 0.07* 2.12+0.06

Abbreviations: NaF, sodium fluoride; PND, postnatal day.

@Mean + S.D.

*P < 0.05, compared with the untreated controls by Dunnett’s test or Aspin—Welch’s t-test with Bonferroni correction.
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# 3. Changes in oxidative stress parameters of the hippocampal tissue in male offspring on PND 21 in NaF study

NaF in drinking water (ppm)

0 (Control)

100

No. of offspring examined
MDA concentration(nmol/mg protein)
GSH concentration (umol/L)

0.68+0.102
17.9+0.9

0.76 + 0.07
18.7+0.7

6
0.8+0.10
18.0+1.2

Abbreviations: GSH, glutathione; MDA, malondialdehyde; NaF, sodium fluoride; PND, postnatal day.

@Mean = S.D.

4. Number of immunoreactive or TUNEL" cells in the SGZ/GCL or hilar region of the hippocampal dentate gyrus of male

offspring on PND 21 in NaF study

NaF in drinking water

0 ppm (Control) 30 ppm 100 ppm

No. of animals examined 10 10 10
PND 21
Granule cell lineage subpopulations (No./mm SGZ length)

GFAP 2.27£0.512 2.77+0.75 4.32+1.68**

SOX2 25.44 +5.58 27.73+5.70 33.88+£9.76*

TBR2 3.92+2.08 455+1.11 3.45+1.47

DCX 115.83 +20.68 102.75+28.42 101.09+24.08

TUBB3 40.19£9.77 37.54+7.26 39.70£8.40

NeuN 480.76 + 60.06 508.63 + 48.69 512.11+51.54
Interneuron subpopulation (No./mm? hilar region)

PVALB 19.45+7.70 23.39+10.23 23.48+8.31
Cell proliferation and apoptosis (No./mm SGZ length)

PCNA 5.12 + 3.07 454+2.01 4.90+2.13

TUNEL 0.69+0.13 0.74+0.32 0.80x0.19
Synaptic plasticity-related IEGs (No./mm SGZ length)

COX2 25.27 £ 8.26 32.50+7.43 29.24+12.23

FOS 3.50+£0.98 342+1.24 3.79+£1.23

ARC 143+0.75 239+1.41 3.68+1.05**

p-ERK1/2 1.29+1.00 1.40+1.33 2.26+1.38
Astrocytes and microglia (No./mm? hilar region)

Ibal 68.95 + 14.97 62.6 £20.82 71.1+25.27

CD68 12.01+7.57 9.78 £3.55 9.62+3.86

CD163 557+3.11 6.85+3.35 5.73+3.66

GFAP 384.18 + 66.97 344.06 £47.21 396.71+92.1

Abbreviations: ARC, activity-regulated cytoskeleton-associated protein; CD68, cluster of differentiation 68; CD163, cluster of
differentiation 163; COX2, cyclooxygenase-2; DCX, doublecortin; FOS, Fos proto-oncogene, AP-1 transcription factor subunit; GFAP, glial
fibrillary acidic protein; Ibal, ionized calcium-binding adaptor molecule 1; IEGs, immediate-early genes; NaF, NaF, sodium fluoride; NeuN,
neuronal nuclei; PCNA, proliferating cell nuclear antigen; p-ERK1/2, phosphorylated extracellular signal-regulated kinase 1/2; PND,
postnatal day; PVALB, parvalbumin; SGZ, subgranular zone; SOX2, SRY-box transcription factor 2; TBR2, T-box brain protein 2; TUBB3,
tubulin, beta 3 class 111 (also known as Tuj-1); TUNEL, terminal deoxynucleotidyl transferase-mediated dUTP-biotin nick end-labeling.

@ Mean £ SD.

*P < 0.05, **P < 0.01, compared with the untreated controls by Dunnett’s test or Aspin—Welch’s t-test with Bonferroni correction.

# 5. Maternal reproductive parameters in AP study

AP in drinking water (ppm)

0 (Control) 300 1000
No. of dams examined 10 9 11
No. of left implantation sites 5.5+2.32 5.0+1.0 6.2+1.6
No. of right implantation sites 7.0£1.3 8.1+1.2 6.5+1.4
No. of all implantation sites 12.5+2.0 13.1+14 12.7+2.4
No. of live offspring 12.0+£2.6 12.0+2.8 11.0+3.3
Male ratio (%) 58.4+18.1 40.0+20.1 48.1+13.2

Abbreviation: AP, ammonium persulfate.
@Mean = S.D.

29



Body weight

400.0 Body weight
500.0
300.0 400.0
300.0
200.0
O Control
200.0
A= AP 300 ppm O Control
100.0
—=f@=AP 1000 ppm 100.0 =t—=AP 300 ppm
=== AP 1000 ppm
0.0 0.0
GD5 6 9 13 16 20 23 26 30 34 37 41 43 324N dLueI2IIBL
-4
a
i Food consumption
0.0 Food consumption e p
60.0 30.0
50.0 25.0
40.0 20.0
30.0 15.0
O Control ©O  Control
20.0 AP 300 ppm 10.0 ——AP 300 ppm
10.0 —@—AP 1000 ppm 5.0 «=f@=AP 1000 ppm
0.0 0.0
7 10 14 17 21 24 28 31 35 38 42 26 33 40 48 54 62 68 75
100.0 Water consumption 50.0 Water consumption
90.0 45.0
80.0 40.0
70.0 35.0
60.0 30.0
s0.0 |¥% 25.0
400 ¥ o Control
556 O Control 200
0 lo 15.0 «=ty—AP 300 ppm
20.0 w=ty==AP 300 ppm Pe
8 10.0 == AP 1000 ppm
10.0 «={@=AP 1000 ppm 5.0
0.0 0.0
7 10 14 17 21 24 28 31 35 38 42 26 33 40 48 5S4 62 68 TS

E942. Body weight and food and water consumption of dams and male offspring
in AP study

3 6. Body and brain weights of dams on day 21 post-delivery in AP study
AP in drinking water (ppm)

0 (Control) 300 1000
No. of dams examined 10 9 11
Body weight (g) 282.6+£20.8% 283.4+£12.3 292.7+16.8
Brain weight (g) 1.9+0.1 1.9+0.1 1.9+0.1
Abbreviation: AP, ammonium persulfate.

@Mean = S.D.

% 7. Body and brain weight changes in male offspring at necropsies on PND 21 and PND 77 in AP study

AP in drinking water (ppm)

0 (Control) 300 1000
PND 21
No. of offspring examined 19 19 19
Body weight (g) 52.5+292 51.1+£3.0 50.1+3.6
No. of offspring examined 8 8 8
Brain weight (g) 1.50+0.08 1.50+0.05 1.50+0.05
PND 77
No. of offspring examined 19 19 19
Body weight (g) 451.8+30.6 450.4+21.2 459.7+£29.3
No. of offspring examined 8 8 8
Brain weight (g) 2.1+0.13 2.1+£0.03 2.2+0.21
Abbreviations: AP, ammonium persulfate; PND, postnatal day.
@Mean = S.D.
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& 8. Changes in oxidative stress parameters in female offspring on PND 21 in AP study
AP in drinking water (ppm)

0 (Control) 300 1000
No. of offspring examined 6 6 6
MDA (nmol/mg protein) 2.96+0.382 2.84+0.21 2.88+0.49
GSH (umol/L) 14.9+1.44 15.9+0.80 14.6+1.08

Abbreviations: AP, ammonium persulfate; GSH, glutathione; MDA, malondialdehyde; PND, postnatal day.
@Mean = S.D.

# 9. Histopathological changes in the thyroid in female offspring on PND 21 in AP study
AP in drinking water (ppm)

0 (Control) 300 1000
No. of offspring examined 12 12 12
Decrease in follicular colloids (++/+++) 0 (0/0) 12** (6/6) T 12** (0/12) ™
Follicular cell hypertrophy (++/+++) 0 (0/0) 12** (12/0) 12** (6/6) I

Abbreviations: AP, ammonium persulfate; PND, postnatal day.
**P < 0.01, compared with the vehicle controls by Fisher’s exact test.
P < 0.01, compared with the vehicle controls by Mann-Whitney’s U-test.

# 10. Serum thyroid hormone changes in female offspring on PND 21 in AP study
AP in drinking water (ppm)

0 (Control) 300 1000
No. of offspring examined 8 8 8
T3 (ng/ml) 1.52+0.182 1.50+0.19 1.37+£0.14*
T4 (ng/ml) 49.2+8.28 45.2+7.38 32.645.75**
Abbreviations: AP, ammonium persulfate; PND, postnatal day.

aMean £ S.D.
*P < 0.05, **P < 0.01, compared with the vehicle controls by Dunnett’s test or Aspin—Welch’s t-test with Bonferroni correction.
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Immunohistochemistry data in male offspring on PND 21 in AP study
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