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We investigated the toxicity of bisphenol A (BPA) by determining the gene expression of nerve growth 
factor (Ngf) in the embryonic mouse cell line mHypoE-N44 derived from the hypothalamus exposed to 
BPA dose range between 0.02 and 200 µmol L-1 for 3 h. Ngf mRNA levels decreased in a dose-dependent 
manner, with significant reductions observed in the 2 to 50 µmol L-1 BPA treatment groups compared to 
controls. However, at 100 to 200 µmol L-1 the Ngf mRNA gradually increased and was significantly higher 
than control, while the expression of the apoptosis-related genes Caspase 3 and transformation-related 
protein 73 decreased significantly. These results suggest that in an embryonic hypothalamic cell line the 
higher doses of BPA induce a unique pattern of Ngf gene expression and that BPA has the potential to 
suppress apoptosis essential for early-stage brain development.
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Bisphenol A (BPA) is one of the most abundantly 
produced chemicals worldwide that can disrupt 
endocrine function by mimicking the action of 
oestrogen. It has been detected in maternal serum, 
umbilical cord, foetal serum, and full-term amniotic 
fluid passing through the placenta (1, 2) and can also 
penetrate the blood-brain barrier (3). Because foetuses 
are extremely sensitive to chemicals with hormone-
like activity, and even small changes induced by 
oestrogen-mimicking chemicals can lead to changes 
in brain function and behaviour (4), there is a growing 
concern that BPA exposure can disrupt foetal brain 
development/function or neuronal differentiation. 
Recent studies have demonstrated that BPA exposure 
can affect neurogenesis during gestation (5, 6) or in 
young adult mice (7).

Neurotrophins are crucial to the survival, 
development/differentiation, and function of neurons. 
The neurotrophin family includes nerve growth factor 
(NGF), brain-derived neurotrophic factor (BDNF), 
neurotrophin-3 (NT-3), and NT-4/5 (8). NGF and 
BDNF initiate signalling by binding to specific high-
affinity receptors, namely neurotrophic tyrosine kinase 
receptor type 1 (NTRK1) and type 2 (NTRK2), 
respectively (9). We previously showed that BPA 
decreased the Bdnf gene expression in embryonic 
hypothalamic cells and affected the BDNF-NTRK2 
neurotrophin system (10). Seki et al. (11) have found 
that BPA causes morphological changes in NGF-
induced differentiation and inhibits neurite extension 
in a PC12 cell line. It has also been reported to induce 
changes in both dendritic and synaptic development 
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in foetal hypothalamic cells (12). Because NGF 
regulates dendritic morphology and synaptic 
connectivity during development (13), these findings 
suggest that BPA would affect NGF-related 
development in embryonic hypothalamic cells and 
that the NGF-NTRK1 neurotrophin system could be 
a target of BPA. However, little is known about the 
relationship between BPA and NGF in developing 
hypothalamic cells.

Another mechanism potentially affected by BPA 
and regulated by neurotrophins is apoptosis 
(programmed cell death). In neural development, 
apoptosis plays an essential role in optimising synaptic 
connections, removing unnecessary neurons, and 
forming neuronal patterns (14). In embryonic neurons 
such apoptosis is regulated by neurotrophins (15, 16). 
Therefore, we also wanted to see how the effects of 
BPA on the NGF-NTRK1 neurotrophin system affect 
apoptosis in developing hypothalamic cells.

MATERIALS AND METHODS

We focused our study on the previously unknown 
effects of BPA on the gene expression of Ngf, Ntrk1, 
Caspase 3 (Casp3), and the transformation-related 
protein 73 (Trp73), which is also involved in apoptosis 
(17), in developing hypothalamic cells. We used the 
embryonic mouse hypothalamic cell line N-44 
(mHypoE-N44) as the foetal hypothalamic cell model 
and assessed the effects of BPA on gene expression 
using real-time reverse transcription polymerase chain 
reaction (real-time RT-PCR).

Cell culture

The mHypoE-N44 cell line was purchased from 
CELLutions Biosystems, Inc. (Toronto, ON, Canada). 
This cell line is immortalised from mouse embryonic 
hypothalamic primary cultures (days 15, 17, and 18) 
by retroviral transfer of SV40 T-Ag. We used this cell 
line as a suitable model for foetal hypothalamus. The 
cells were plated at a density of 2x104 cells in 35-mm 
tissue culture dishes pre-coated with collagen type I 
(Corning, Inc., Corning, NY, USA) and were cultured 
in minimum essential medium alpha (MEMα; 
Invitrogen-Gibco, Carlsbad, CA, USA) supplemented 
with 10 % foetal bovine serum (FBS; Biowest, Nuaille, 
France). The cells were incubated at a permissive 
temperature (37 °C) in a humid atmosphere with 5 % 
CO2.

Incubation of the mHypoE-N44 cells with BPA

BPA (Junsei Chemical Co., Tokyo, Japan) in the 
concentration range of 0.02 to 200 µmol L-1 was 
dissolved in 0.1 % (final concentration) dimethyl 
sulphoxide (DMSO; Wako, Osaka, Japan). The choice 
of the upper range limit was based on an in vitro study 
by Kim et al. (18) showing no notable cytotoxicity of 
BPA in concentrations ≤200 µmol L-1. We therefore 
assumed that treatment with ≤200 µmol L-1 BPA for 
3 h would have no effect on cell viability. In addition, 
the 0.1 % DMSO vehicle was not toxic to the 
mHypoE-N44 cells and had no effect on cell viability 
or cell division. The cells were first cultured in phenol-
red-free MEMα supplemented with 0.5 % charcoal-
stripped FBS at 37 °C for 24 h. Then the medium was 
supplemented with BPA, and incubation continued for 
another 3 h. The cells treated with 0.1 % DMSO served 
as controls. All experiments were performed in 
triplicate.

Separation of total RNA and real-time RT-PCR

Total cellular RNA was extracted from the 
mHypoE-N44 cells using an RNeasy kit (Qiagen, 
Hilden, Germany) according to the manufacturer’s 
instructions. DNase-treated RNA (1 μg) was reverse 
transcribed to cDNA using the Super Script III First-
Strand Synthesis System (Invitrogen Corp., Carlsbad, 
CA, USA). Gene expression was examined using 
quantitative RT-PCR. The cDNA was amplified 
through PCR with primer sets specific to mouse Ngf, 
Ntrk1, Casp3, Trp73, and oestrogen-related receptor 
γ (Errγ), which is a putative BPA receptor. Real-time 
PCR was performed using a LightCycler rapid thermal 
cycler system (Roche Diagnostics Ltd., Lewes, UK) 
with LightCycler FastStart DNA MasterPLUS SYBR 
Green I mix (Roche Diagnostics Ltd.). Primer 
sequences for Ngf, Ntrk1, Trp73, and glyceraldehyde-
3’-phosphate dehydrogenase (Gapdh) have been 
described previously (10, 19). Casp3 primer sequences 
were 5’-CTG CCG GAG TCT GAC TGG AA-3’ and 
5’-ATC AGT CCC ACT GTC TGT CTC AAT G-3’. 
Errγ primer sequences were 5’-TCA AAG CCC TCA 
CCA CAC TCT-3’ and 5’-GCC AGG GAC AGT GTG 
GAG AA-3’. Amplification of Gapdh mRNA was used 
as an internal positive control. The level of Gapdh 
mRNA was stable and similar between each sample, 
and the amounts of each mRNA were normalised to 
the Gapdh mRNA level in each sample.
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Statistical analysis

Statistical analyses were performed using one-way 
analysis of variance (ANOVA) and Bonferroni–Dunn 
post-hoc tests with the StatView software (version 5.0; 
SAS Institute Inc., Cary, NC, USA). The data for each 
BPA-treated group were compared with those for the 
controls. P values of less than 0.05 were considered 
statistically significant.

RESULTS AND DISCUSSION

Figure 1 shows the effects of the 3 h of exposure 
to BPA in the range between 0.02 and 200 µmol L-1 
on the expression of Ngf in mHypoE-N44 cells. The 
Ngf mRNA level gradually decreased in a dose-
dependent manner. A significant drop (P<0.01) was 
observed in the cells treated with 2, 20, and 50 µmol L-1 
BPA compared to control. An in vitro study by 
Yokosuka et al. (12) has shown that BPA induces 
changes in both dendritic and synaptic development 
in foetal rat hypothalamic cells via alteration of 
microtubule-associated protein 2 (MAP2) and 
synapsin I expression, which serve as protein markers 
of neuronal growth and synaptogenesis, respectively 
(20). In addition to MAP2 and synapsin I, we believe 

that hypothalamic cell dendritic and synaptic 
development is also affected by changes in Ngf 
expression, given the important role of NGF in both 
dendritic morphology and synaptic connectivity (13). 
Further studies such as Western blotting should be 
conducted to evaluate the changes at the protein level.

Unexpectedly however, the Ngf mRNA level 
significantly increased with exposure to ≥100 µmol L-1 
BPA (P<0.01) compared to control. Lee et al. (21) 
reported that the effect of BPA on neuronal cells 
derived from the E18 rat cortex differed between low 
(below 50 µmol L-1) and high (higher than 100 µmol L-1) 
doses of BPA. In addition, the authors suggested that 
a concentration of 50 µmol L-1 BPA might be a cut-off 
dose for the induction of adverse effects in neuronal 
cells. In our study, the dramatic change in Ngf mRNA 
expression was observed between 50 and 100 µmol L-1. 
At the moment, we can not pinpoint the exact 
mechanism of or the reason for this switching effect 
on Ngf mRNA expression, but our results suggest that 
embryonic hypothalamic cells may have a similar 
flexion point (also around 50 µmol L-1 BPA) to that 
reported for cortical cells by Lee et al. (21).

Despite the surprising reversal in Ngf mRNA 
expression observed at 200 µmol L-1 BPA (P<0.01 
compared to control), the gene expression of the high-
affinity NGF receptor Ntrk1 did not change (Figure 
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Figure 1 Quantitative reverse transcription-polymerase chain reaction (RT-PCR) analysis of Ngf mRNA levels in mHypoE-N44 
cells treated with BPA for 3 h.
The data have been normalised to the Gapdh mRNA level in each sample and are expressed as a value relative to this 
internal control. Each column represents the mean ± SD (standard deviation) (n=3 for each group). *P<0.01 (significantly 
different from control)
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2). We have previously reported that treatment with 
200 µmol L-1 BPA decreases Bdnf gene expression 
without affecting the BDNF receptor gene Ntrk2 (10). 
Both our studies suggest that the adverse effects of 
higher BPA doses on the NGF/NTRK1 and BDNF/
NTRK2 systems occur through the alteration of gene 
expression of the ligands, not of their receptors.
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Figure 2 Quantitative RT-PCR analysis of Ngf and Ntrk1 
mRNA levels in mHypoE-N44 cells treated with 200 µmol L-1 
of BPA for 3 h.
The data have been normalised to the Gapdh mRNA level 
in each sample and are expressed as a value relative to this 
internal control. Each column represents the mean ± SD 
(n=3 for each group). *P<0.01 (significantly different from 
control)

Figure 3 Quantitative RT-PCR analysis of Casp3 and Trp73 
mRNA levels in mHypoE-N44 cells treated with 200 µmol L-1 
of BPA for 3 h.
The data have been normalised to the Gapdh mRNA level 
in each sample and are expressed as a value relative to this 
internal control. Each column represents the mean ± SD 
(n=3 for each group). *P<0.05, **P<0.01 (significantly 
different from control)

high levels of BPA adversely affect normal development 
of the foetal hypothalamus by allowing the survival 
of cells that are destined for apoptotic thinning 
necessary for normal formation of the CNS. 
Furthermore, because the effect of BPA on the Ngf 
gene expression significantly differed with doses, 
adverse effects resulting from the change in Ngf levels 
may also be dose-dependent. It is possible that the 
effects shift from altering dendritic and synaptic 
development to affecting naturally occurring essential 
cell death.

On the other hand, Casp3 and Trp73 mRNA 
expression did not drop significantly in the cells treated 
with lower doses of BPA (data not shown), but only 
in those treated with 200 µmol L-1 BPA (P<0.01 and 
P<0.05, respectively, compared to the controls) 
(Figure 3). In the early developmental stage, apoptosis 
is an essential physiological process for the formation 
of a normal central nervous system (CNS), and Casp3 
plays an important role in apoptosis during brain 
development (14). TRP73 is also reported to induce 
apoptosis (22, 23). Therefore, our results suggest that 
BPA has the potential to suppress normal apoptosis in 
embryonic hypothalamic cells and are in line with the 
findings of Negishi et al. (24), who reported that BPA 
significantly inhibited Casp3 activity in foetal rat 
neurons treated with staurosporine, an inducer of 
apoptosis. Given that our highest dose of BPA 
decreased the expression of Casp3 and Trp73 and 
increased the expression of Ngf, which supports the 
survival and maintenance of neurons in the brain 
during embryonic development (25), we assume that 

Matsushima et al. (26) have reported that BPA 
binds strongly to ERRγ, a receptor highly expressed 
in the placenta (27), which suggests that BPA has a 
high potential for accumulating in the placental tissue. 
In our study, Errγ mRNA expression gradually started 
to decrease from 100 µmol L-1 BPA only to reach 
significant reduction at 200 µmol L-1 (Figure 4). 
Although it is unclear how much a dose of BPA can 
affect the embryonic hypothalamus through the 
placenta, higher doses may downregulate Errγ gene 
expression in foetal hypothalamic cells.

In summary, our findings suggest that in an 
embryonic hypothalamic cell line BPA has the 
potential to suppress apoptosis by lowering Casp3 and 
Trp73 mRNA levels and that higher doses of BPA may 
modulate NGF-mediated neuronal development by 
altering Ngf gene expression, but the effect is strongly 
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dose-dependent. Further investigation is needed to 
determine the significance of these results at the level 
of organism.

Acknowledgements

This work was supported in part by the Grant-in-
Aid for Young Scientists (B) (#21791037) from the 
Ministry of Education, Culture, Sports, Science, and 
Technology of Japan.

Conflicts of interest

The authors declare no conflict of interest.

REFERENCES

1. Lee YJ, Ryu HY, Kim HK, Min CS, Lee JH, Kim E, Nam 
BH, Park JH, Jung JY, Jang DD, Park EY, Lee KH, Ma JY, 
Won HS, Im MW, Leem JH, Hong YC, Yoon HS. Maternal 
and fetal exposure to bisphenol A in Korea. Reprod Toxicol 
2008;25:413-9. doi: 10.1016/j.reprotox.2008.05.058

2. Schönfelder G, Wittfoht W, Hopp H, Talsness CE, Paul M, 
Chahoud I. Parent bisphenol A accumulation in the human 
maternal-fetal-placental unit. Environ Health Perspect 
2002;110:A703-7. PMID: 12417499

3. Sun Y, Nakashima MN, Takahashi M, Kuroda N, Nakashima 
K. Determination of bisphenol A in rat brain by microdialysis 
and column switching high-performance l iquid 
chromatography with fluorescence detection. Biomed 
Chromatogr 2002;16:319-26. PMID: 12210505

4. Palanza P, Gioiosa L, vom Saal FS, Parmigiani S. Effects of 
developmental exposure to bisphenol A on brain and behavior 
in mice. Environ Res 2008;108:150-7. PMID: 18949834

5. Jang YJ, Park HR, Kim TH, Yang WJ, Lee JJ, Choi SY, Oh 
SB, Lee E, Park JH, Kim HP, Kim HS, Lee J. High dose 
bisphenol A impairs hippocampal neurogenesis in female 
mice across generations. Toxicology 2012;296:73-82. doi: 
10.1016/j.tox.2012.03.007

6. Komada M, Asai Y, Morii M, Matsuki M, Sato M, Nagao T. 
Maternal bisphenol A oral dosing relates to the acceleration 
of neurogenesis in the developing neocortex of mouse 
fetuses. Toxicology 2012;295:31-8. doi: 10.1016/j.
tox.2012.02.013

7. Kim ME, Park HR, Gong EJ, Choi SY, Kim HS, Lee J. 
Exposure to bisphenol A appears to impair hippocampal 
neurogenesis and spatial learning and memory. Food Chem 
Toxicol 2011;49:3383-9. doi: 10.1016/j.fct.2011.09.017

8. Lewin GR, Barde YA. Physiology of the neurotrophins. Annu 
Rev Neurosci 1996;19:289-317. PMID: 8833445

9. Barbacid M. The Trk family of neurotrophin receptors. J 
Neurobiol 1994;25:1386-403. PMID: 7852993

10. Warita K, Mitsuhashi T, Ohta KI, Suzuki S, Hoshi N, Miki 
Y, Takeuchi Y. In vitro evaluation of gene expression changes 
for gonadotropin-releasing hormone 1, brain-derived 
neurotrophic factor, and neurotrophic tyrosine kinase, 
receptor, type 2, in response to bisphenol A treatment. 
Congenit Anom (Kyoto) 2013;53:42-5. PMID: 23185968

11. Seki S, Aoki M, Hosokawa T, Saito T, Masuma R, Komori 
M, Kurasaki M. Bisphenol-A suppresses neurite extension 
due to inhibition of phosphorylation of mitogen-activated 
protein kinase in PC12 cells. Chem Biol Interact 2011;194:23-
30. doi: 10.1016/j.cbi.2011.08.001

12. Yokosuka M, Ohtani-Kaneko R, Yamashita K, Muraoka D, 
Kuroda Y, Watanabe C. Estrogen and environmental 
estrogenic chemicals exert developmental effects on rat 
hypothalamic neurons and glias. Toxicol In Vitro 2008;22:1-
9. PMID: 17761398

13. Berry A, Bindocci E, Alleva E. NGF, brain and behavioral 
plasticity.  Neural Plast 2012;2012:784040. doi: 
10.1155/2012/784040

Warita K, et al. BPA EFFECTS ON NGF IN MOUSE CELL LINE
Arh Hig Rada Toksikol 2014;65:293-299

Figure 4 Quantitative reverse transcription-polymerase chain reaction (RT-PCR) analysis of Errγ mRNA levels in 
mHypoE-N44 cells treated with BPA for 3 h.
The data have been normalised to the Gapdh mRNA level in each sample and are expressed as a value relative to this 
internal control. Each column represents the mean ± SD (n=3 for each group). *P<0.05 (significantly different from the 
control)



298

14. Nijhawan D, Honarpour N, Wang X. Apoptosis in neural 
development and disease. Annu Rev Neurosci 2000;23:73-
87. doi: 10.1146/annurev.neuro.23.1.73

15. Davey F, Davies AM. TrkB signalling inhibits p75-mediated 
apoptosis induced by nerve growth factor in embryonic 
proprioceptive neurons. Curr Biol 1998;8:915-8. doi: 
10.1016/S0960-9822(07)00371-5

16. Miller FD, Kaplan DR. Neurotrophin signalling pathways 
regulating neuronal apoptosis. Cell Mol Life Sci 
2001;58:1045-53. PMID: 11529497

17. Stiewe T, Pützer BM. p73 in apoptosis. Apoptosis 2001;6:447-
52. doi: 10.1023/A:1012433522902

18. Kim K, Son TG, Park HR, Kim SJ, Kim HS, Kim HS, Kim 
TS, Jung KK, Han SY, Lee J. Potencies of bisphenol A on 
the neuronal differentiation and hippocampal neurogenesis. 
J Toxicol Environ Health A 2009;72:1343-51. doi: 
10.1080/15287390903212501

19. Miki T, Kusaka T, Yokoyama T, Ohta KI, Suzuki S, Warita 
K, Jamal M, Wang ZY, Ueki M, Liu JQ, Yakura T, Tamai M, 
Sumitani K, Hosomi N, Takeuchi Y. Short-term ethanol 
exposure causes imbalanced neurotrophic factor allocation 
in the basal forebrain cholinergic system: a novel insight into 
understanding the initial processes of alcohol addiction. J 
Neural Transm 2014;121:201-10. doi: 10.1007/s00702-013-
1085-y

20. Mundy WR, Robinette B, Radio NM, Freudenrich TM. 
Protein biomarkers associated with growth and synaptogenesis 
in a cell culture model of neuronal development. Toxicology 
2008;249:220-9. doi: 10.1016/j.tox.2008.05.012

21. Lee YM, Seong MJ, Lee JW, Lee YK, Kim TM, Nam SY, 
Kim DJ, Yun YW, Kim TS, Han SY, Hong JT. Estrogen 

receptor independent neurotoxic mechanism of bisphenol A, 
an environmental estrogen. J Vet Sci 2007;8:27-38. PMID: 
17322771

22. Jost CA, Marin MC, Kaelin WG Jr. p73 is a human p53-
related protein that can induce apoptosis. Nature 
1997;389:191-4. doi: 10.1038/38298

23. Lo WD, Akhmametyeva EM, Zhu L, Friesen PD, Chang LS. 
Induction of apoptosis by the p53-related p73 and partial 
inhibition by the baculovirus-encoded p35 in neuronal cells. 
Brain Res Mol Brain Res 2003;113:1-12. PMID: 12750001

24. Negishi T, Ishii Y, Kyuwa S, Kuroda Y, Yoshikawa Y. 
Inhibition of staurosporine-induced neuronal cell death by 
bisphenol A and nonylphenol in primary cultured rat 
hippocampal and cortical neurons. Neurosci Lett 
2003;353:99-102. PMID: 14664910

25. Indo Y. Nerve growth factor and the physiology of pain: 
lessons from congenital insensitivity to pain with anhidrosis. 
Clin Genet 2012;82:341-50. doi: 10.1111/j.1399-0004.2012. 
01943.x

26. Matsushima A, Kakuta Y, Teramoto T, Koshiba T, Liu X, 
Okada H, Tokunaga T, Kawabata S, Kimura M, Shimohigashi 
Y. Structural evidence for endocrine disruptor bisphenol A 
binding to human nuclear receptor ERR γ. J Biochem 
2007;142:517-24. doi: 10.1093/jb/mvm158

27. Takeda Y, Liu X, Sumiyoshi M, Matsushima A, Shimohigashi 
M, Shimohigashi Y. Placenta expressing the greatest quantity 
of bisphenol A receptor ERR γ among the human reproductive 
tissues: Predominant expression of type-1 ERR γ isoform. J 
Biochem 2009;146:113-22. doi: 10.1093/jb/mvp049

Warita K, et al. BPA EFFECTS ON NGF IN MOUSE CELL LINE
Arh Hig Rada Toksikol 2014;65:293-299



299

Sažetak

Jedinstveni obrazac djelovanja bisfenola A na ekspresiju gena čimbenika rasta živca embrionske 
mišje stanične linije N-44 dobivene iz hipotalamusa

U istraživanju toksičnosti bisfenola A (BPA) utvrđena je ekspresija gena čimbenika rasta živca (eng. nerve 
growth factor - NGF) embrionske mišje stanične linije mHypoE-N44 dobivene iz hipotalamusa nakon 
trosatnog izlaganja BPA-u u rasponu doza od 0,02 do 200 µmol L-1. Razine Ngf mRNA snizile su se ovisno 
o dozi, a značajne razlike od kontrolne skupine zamijećene su za raspon od 2 do 50 µmol L-1. Međutim, 
počevši od doze od 100 do 200 µmol L-1, razine Ngf mRNA značajno su se povećale u odnosu na kontrolu, 
a ekspresija gena kaspaze 3 i transformacijskog proteina 73 značajno snizila. Ti rezultati upućuju na to da 
visoke doze BPA u embrionskoj hipotalamičkoj staničnoj liniji stvaraju jedinstveni obrazac ekspresije gena 
Ngf te da BPA može suprimirati apoptozu koja je nužna za rani razvoj mozga.

KLJUČNE RIJEČI: čimbenik rasta živca; fetalni hipotalamus; kaspaza 3; razvojna toksičnost; 
transformacijski protein 73
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