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Combined Transcriptomics 
and Chemical-Genetics Reveal 
Molecular Mode of Action of 
Valproic acid, an Anticancer 
Molecule using Budding Yeast 
Model
Upendarrao Golla, Deepthi Joseph & Raghuvir Singh Tomar

Valproic acid (VA) is a pharmacologically important histone deacetylase inhibitor that recently garnered 
attention as an anticancer agent. Since the molecular mechanisms behind the multiple effects of 
VA are unclear, this study was aimed to unravel the comprehensive cellular processes affected by VA 
and its molecular targets in vivo using budding yeast as a model organism. Interestingly, genome-
wide transcriptome analysis of cells treated with VA showed differential regulation of 30% of the 
genome. Functional enrichment analysis of VA transcriptome evidenced alteration of various cellular 
processes including cell cycle, cell wall biogenesis, DNA repair, ion homeostasis, metabolism, stress 
response, transport and ribosomal biogenesis, etc. Moreover, our genetic screening analysis revealed 
VA molecular targets belonging to oxidative and osmotic stress, DNA repair, cell wall integrity, and 
iron homeostasis. Further, our results demonstrated the activation of mitogen-activated protein 
kinases (MAPKs) Hog1 (p38) and Slt2 (p44/42) upon VA treatment. Our results also exhibited that VA 
acts through alteration of mitochondrial, ER architecture and functions. Especially, VA effects were 
neutralized in cells lacking lipid particles. Altogether, our results deciphered the novel molecular 
insights and mechanistic links to strengthen our knowledge on diverse cellular effects of VA along with 
its probable therapeutic targets and detoxification approaches.

Eukaryotic cells have their genome in the tightly condensed form of chromatin with the help of basic core his-
tone proteins H3, H4, H2A, and H2B, which were prone to undergo different post-translational modifications 
(PTMs) such as acetylation, methylation, etc1. DNA methylation by DNMTs (DNA Methyltransferases), addition 
or removal of histone PTMs, and remodeling of chromatin were referred as epigenetic modifications that bring 
the dynamics in chromatin structure without altering their DNA sequence2. Particularly, these modifications 
provide the ability, mechanisms to respond and assimilate the environmental cues by altering the gene expression 
and thus functional output3. During the past decades, studies have focused on the development of epidrugs such 
as inhibitors of DNMTs, Histone acetyltransferases (HATs), histone deacetylases (HDACs), Histone methyltrans-
ferases (HMTs) for Histone demethylases (HDMs) for the treatment of chronic diseases including cancer. Among 
epidrugs, HDAC inhibitors (HDACi) are the most advanced, and many of them are in clinical trials for evalua-
tion4. Broadly, HDACi are classified based on their structure into cyclic peptides, hydroxamic acids, benzamides, 
and short-chain fatty acids5.

Valproic acid (VA; 2-propylpentanoic acid) is a branched short-chain fatty acid derived from valeric acid 
(naturally produced by valerian, Valeriana officinalis). VA is FDA approved drug, a mood stabilizer that primar-
ily used in the treatment of bipolar disorder and later found effective against epilepsy and several types of sei-
zures, migraine headaches, schizophrenia, clinical depression, anxiety and other neurologic/neurodegenerative 
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disorders. The commercial use of VA in epilepsy and psycho-neurologic disorders credited to its inhibitory effects 
on Na+, Ca2+, and voltage-gated K+ channels, and VA attenuates the neurotransmitter Gamma Amino Butyrate 
(GABA) by increasing synthesis, inhibiting its degradation and turnover6. Moreover, antimicrobial properties of 
VA and susceptible interaction with other antibiotics were reported earlier7. In addition to its non-oncological 
clinical uses, recent studies have explored VA as potential anticancer epidrug in alone or combination therapy due 
to its inhibitory effects on HDACs8. Among four classes of HDACs, VA selectively inhibits the catalytic activity of 
Class I and II HDACs similar to that of other small-chain fatty acids, which are relatively weak HDACi9. Till date, 
there are 723 drugs known to interact with VA and modulate its effects (http://www.drugs.com/).

Despite the diverse therapeutic implications, VA treatment adversely affects embryonic development and also 
results in teratogenicity, depression, pancreatitis, autism, hyperammonemia, hepatic and hematopoietic damage6. 
Although the HDACs9 and glycogen synthase kinase-3 (GSK3)10 are the known targets of VA, the molecular 
mechanisms and genetic targets responsible for multiple effects of VA and its toxicity are unclear. So, the present 
study aimed to identify the underlying mechanisms of VA induced effects in vivo through chemical genetics 
and global transcriptomics approach using budding yeast Saccharomyces cerevisiae, which offers a robust model 
organism to unravel the conserved molecular targets and mode of action of bioactive molecules, toxicants and 
pollutants11. Interestingly, our transcriptome and genetic screening results revealed diverse cellular processes 
targeted by VA in addition to new molecular targets that belonging to cell wall biogenesis, metal homeostasis, 
oxidative stress and DNA repair are essential for mediating its effects and tolerance. Our results also showed that 
VA activates conserved MAP kinase signaling pathways in yeast. Altogether, our results facilitate us to understand 
the response of eukaryotic cells to VA in vivo and identify plausible diverse molecular mechanisms, targets and 
its mode of action.

Results
Valproic acid exhibits dose-dependent cytotoxicity in budding yeast. To identify the optimal dose 
of VA and pursue further, we performed a growth assay with different commonly used laboratory Wild-type 
(WT) yeast cells. Interestingly, VA exhibited dose-dependent growth inhibition, but the effective dose varied with 
different wild-type yeast cells (Fig. 1a). Similarly, our real-time analysis of VA effect in liquid media also showed 
dose-dependent growth inhibition of 1588-4C (Fig. 1b) and BY4741 (Fig. 1c) yeast cells relatively at lower doses 
than the solid media. Hence, the dose of VA used in further experiments is entirely dependent on the respective 
wild-type cells and growth media. To reason the effect of VA on the cell viability, we stained VA treated wild-type 
(1588-4C) cells with methylene blue (MB), a vital dye that discriminates the metabolically active (unstained) and 
inactive cells (dark blue stained). As usual, untreated cells (metabolically active) were failed to stain with MB, 
whereas heat killed cells (metabolically inactive) were stained to dark blue (Fig. S1a). Surprisingly, cells treated 
with VA for 3 h failed to show MB stained cells, are metabolically active at the highest dose tested (Fig. S1a) and 
suggests that the growth inhibition by VA might be credited to cell arrest and not cell death. Accordingly, both 
the untreated and VA treated (for 6 h) wild-type cells grow at the similar rate after withdrawal of VA from growth 
media (Fig. S1b). Although VA treated cells didn’t stain with MB, our clonogenic assay results showed that the 
colony forming ability of cells decreased in a dose-dependent manner (Fig. 1d,e). Altogether, our results showed 
that VA treatment leads to dose-dependent growth inhibition of budding yeast.

Functional enrichment analysis of valproic acid global transcriptome. Transcriptome profiling 
offers a platform to understand the global alterations in the mRNA expression upon any stimuli12. So in this 
study, we used microarray analysis to understand the global cellular effects of VA. Based on our clonogenicity and 
dose-response analysis, 6 mM of VA was found to be effective enough to induce non-lethal growth inhibition and 
would merely indicate that VA cause cellular stress. Notably, WT (1588-4C) cells treated with a sublethal dose 
of VA (6 mM) showed 1,935 differentially expressed genes (DEG’s), of which 1,052 genes were induced, and 883 
genes were repressed (Fig. 2a; Supplementary Table S3). To confirm the VA transcriptional regulation, we have 
validated a set of genes by RT-qPCR, and the results were in consistent with that of expression pattern obtained by 
microarray analysis (Fig. S2). Additionally, our cluster analysis using hierarchical clustering algorithm identified 
co-expressed DEG’s sets across the different samples (Fig. 2b). Interestingly, promoter analysis of VA induced 
transcriptome (repressed in untreated cells) against ChromatinDB Chip-chip database indicated that the occu-
pancy of histones was higher, and the permissive PTM marks were depleted at the promoters of induced genes 
(Fig. S3). To reveal the functional significance of VA transcriptome, we performed functional clustering of DEGs 
according to MIPS classification and found that the transcripts belonging to protein synthesis, transcription, 
and sub-cellular localization were significantly repressed whereas that of cell rescue and defense were induced 
(Fig. 2c). The enrichment analysis of induced transcriptome suggests that VA affects mainly functional categories 
including transport, transcription, metabolism, DNA repair, and stress response pathways (Table S4). In contrast, 
enrichment analysis of repressed transcriptome suggests that VA affects protein synthesis and folding, translation, 
mitotic cell cycle and cell morphogenesis (Table S5).

To gain further insights, Gene Ontology (GO) enrichment analysis was performed with induced transcrip-
tome of VA. We found major GO biological processes including cell wall biogenesis, response to stress, iron 
homeostasis, transport, mitochondrial biogenesis, metabolism, meiosis, and protein targeting was significantly 
(p ≤  0.05) overrepresented (Fig. 2d). Additionally, the overrepresented functional categories were identified in 
VA transcriptome using FungiFun2 application and were also in line with that of analysis using aforementioned 
tools (Fig. S4). Further, GO enrichment analysis using GOEAST tool led us to gain more insights on different 
biological processes that were enriched and clustered together functionally in VA transcriptome (Fig. S5). As 
VA treatment affects many of biological processes, then we reasoned the regulatory associations of VA transcrip-
tome using YEASTRACT tool and identified 73 and 26 transcriptional factors (TFs) present in VA induced and 
repressed genes respectively along with % of VA transcriptome regulation by each TF (Table S6). The regulatory 
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associations between different TFs and their major target genes were also left us a clue about the possible mode 
of action of VA (Fig. S6). Taken together, our functional enrichment analysis of transcriptome illustrated that 
VA treatment leads to cellular injuries and evoke an abundant transcriptional response that belongs to a series of 
diverse biological processes.

Valproic acid alters iron homeostasis and requires functional mitochondria for its tolerance. It 
is evident from our transcriptional profiling and enrichment analysis that the cells treated with VA showed alter-
ation of iron homeostasis, transport, iron-sulfur (Fe/S) cluster (ISC) assembly genes (Fig. 3a). VA treatment also 
lead to the upregulation of iron regulatory TFs AFT1 and YAP5 (Table S6), which achieves iron homeostasis13. 
Additionally, VA transcriptome signatures showed the induction of genes involved in iron transport (FIT1/FIT2/
FIT3/ARN1/ARN/2/VPS41/SIT1/ENB1), ferric-chelate reductase (FRE1/2/4/5/6), iron ion transmembrane trans-
port (COT1/FET3/MRS4/SMF3), and genes involved in iron homeostasis (CCC2/CTH1/FMP23/HMX1/MSN4/
TIS11) (Fig. 3a). Further, growth assay with iron homeostasis mutants was performed to identify VA genetic 
targets (Fig. S7). We found CUP5, ERG3, LEM3, GAL11, ERV14 and SAC1 null mutants sensitive to VA compared 
to wild-type (BY4743) cells (Fig. 3b). Under iron-sufficient conditions, iron ions accumulate in mitochondria and 

Figure 1. Valproic acid exhibit dose-dependent cytotoxicity in budding yeast. (a) Sensitivity to VA varies 
with the genotype of yeast cells. Ten-fold serially diluted yeast cultures of different wild-type strains (W1588-4C, 
W303-1A, BY4741) were spotted onto the SC-Agar plates supplemented without or with VA (4, 8 and 12 mM) 
and imaged after 72 h. (b,c) Real-time growth analysis of wild-type W1588-4C (b) and BY4741 (c) cells that 
were left untreated or treated with indicated doses of VA in SC-liquid media. The growth of yeast cells was 
monitored for 14 h (b) and 20 h (c) by recording Optical Density at 600 nm (OD600) with a regular interval of 
15 min (b) and 20 min (c) each using plate reader. (d,e) VA treatment suppressed colony-forming ability of the 
yeast cells in a dose-dependent fashion. Equal number cells from both untreated and VA treated were spread 
onto YPD-Agar plates and imaged after 72 h (d). The number of colonies in untreated and VA treated plates 
were quantified and represented as % survival compared to untreated control (e).
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Figure 2. Functional classification and enrichment analysis of the global transcriptome of Valproic 
acid. (a) Experimental design for microarray analysis. A large number of genes were differentially expressed 
(filtered on expression) upon VA treatment compared to that of untreated cells. BH-FDR stands for Benjamini–
Hochberg false discovery rate and p <  0.05 was considered statistically significant. (b) A hierarchically clustered 
heatmap is generated using the averaged relative expression (log2) values from two independent biological 
repeats of both untreated (UN) and VA treated, on the scale of red (induced)-blue (repressed). Each column 
in heatmap represents the normalized average values of untreated (UN) and VA transcriptome, and each row 
represents the genes (entities). (c) Functional classification of VA transcriptome (p <  0.05, Fold change ≥ 2) into 
the MIPS (Munich International Center for Protein Sequences) categories. The enrichment of each category  
was represented as % of genes altered upon VA treatment compared to the whole number of genes present in 
each category. ‘*’ indicates the significantly enriched functional categories. (d) Analysis of VA induced  
(≥ 2 fold) transcriptome for overrepresented (enriched) biological processes using a Biological Networks Gene 
Ontology (BiNGO) tool reveal a biological network of significantly enriched Gene Ontology (GO) categories 
[Hypergeometric test (p <  0.05) and corrected for Benjamini-Hochberg False Discovery Rate (FDR)]. Each 
node in the network represents a term of biological process (cluster of genes) whereas the edges represent 
the interaction between different nodes (biological processes). The nodes in yellow color show the significant 
enrichment of term. As the significance (p-value) of enrichment increases, the color of node goes from yellow to 
orange. Node size in the network is relative to the number of nodes with that GO-term in the query set.
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synthesize ISC by integrating with sulfur and redox pathways. Accordingly, VA transcriptome showed upregu-
lation of genes involved in ISC binding and assembly (GRX6/RLI1/NBP35/ISU1/TYW1) and sulfur metabolism 
(MET1/3/5/8/10/14/16/22), which led us to propose that VA alters iron homeostasis and ISC assembly.

Both iron ions and ISC play very important role in the mitochondrial maintenance14. So, we looked into VA 
transcriptome and found that the genes involved in mitochondrial organization and biogenesis (SHE9/MDM34/
NCA3/RPM2) were upregulated. Moreover, the genes related to mitochondrial functions such as TCA cycle 
(YJL045W/YLR164W/IDP3/MDH2/CIT3), respiration (CYC7/AIM33/YTP1), metabolic process (ACS1/MET10/
POX1/PDC5/MDH2/OYE3), electron transport, and energy conservation (TRX3/CYC7/YJL045W/OYE3/ACS1/
IDP3) were induced significantly (Fig. 3c). Then we motivated to look into mitochondrial organization upon VA 
treatment by using cells harboring Psd1-3Xmcherry. PSD1 encodes a phosphatidylserine decarboxylase enzyme 
of the inner mitochondrial membrane that regulates mitochondrial morphology and fusion15. Interestingly, 
the localization of Psd1-3Xmcherry indicates the mitochondrial reorganization upon VA treatment compared 
to intact mitochondrial morphology and peripheral organization in untreated cells (Fig. 3d). Additionally, VA 
treated cells restored the normal mitochondrial architecture after withdrawal of VA from the growth media  
(Fig. S9a). Furthermore, the wild-type cells exhibited higher sensitivity to VA in non-fermentable carbon source 
(2% Glycerol) containing media, where yeast cells grow only if they have functional mitochondria for respi-
ration compared to glucose-containing media, where cells grow by fermentation and don’t require functional 

Figure 3. Valproic acid regulates iron homeostasis genes and alters mitochondrial organization. (a,c) VA 
exposure leads to upregulation of iron regulon genes involved in iron transport, iron-sulfur cluster assembly 
and homeostasis (a) and mitochondrial organization, biogenesis and functions (c). The relative expression 
values (log2) for each gene was illustrated by blue-yellow color scale (yellow color indicates up-regulation 
whereas blue color for down-regulation) in the heatmap. (b) Loss of iron homeostasis genes in yeast exacerbates 
VA sensitivity. Ten-fold serially diluted Wild-type (BY4743) and iron homeostasis null mutants were spotted 
onto SC-Agar plates supplemented without or with VA and imaged after 72 h. (d) VA treatment alters 
mitochondrial organization as indicated by Psd1-3Xmcherry (Mitochondria resident) localization. Wild-type 
cells expressing Psd1-3Xmcherry were left untreated (Control) or treated with VA (6 mM) for 3 h and visualized 
under Apotome microscope using ‘mCherry’ filter. Scale bar represents 5 μ m. Images are representative of at 
least two independent experiments for each condition. (e) VA exposure leads to mitochondrial damage, and 
thus cells can’t be able to utilize non-fermentable carbon source (glycerol) as a growth media. The growth of 
cells on medium containing fermentable carbon source (glucose) don’t depend on mitochondrial respiration, 
and thus VA has less effect on growth compared to that of growth on non-fermentable carbon source (glycerol) 
containing medium. The growth of Wild-type (BY4741) cells on SC-Agar plates supplemented with Glucose 
(2%) or Glycerol (2%) as carbon sources was imaged after 72 h.
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mitochondria (Fig. 3e). Thus, our transcriptional signatures and results indicate that VA mediates its effects 
through modulation of iron ion homeostasis, ISC assembly, mitochondrial organization and functions.

Valproic acid treatment induces oxidative stress response, DNA repair genes and degradation 
of Sml1. Although VA known to induce the accumulation of reactive oxygen species (ROS) and apoptotic cell 
death in yeast16, transcriptional regulation and the target genes required for VA tolerance were unknown. Here, 
our VA transcriptome showed upregulation of a considerable number of oxidative stress response genes and sug-
gests the possible alteration of redox homeostasis (Fig. 4a). To identify the target genes required for VA tolerance, 
we performed a growth assay with null mutants of redox homeostasis genes (Fig. S8). Interestingly, cells lacking 
cytosolic copper-zinc superoxide dismutase (Sod1), its copper chaperone (Ccs1) involved in oxidative stress pro-
tection, and γ -glutamylcysteine synthetase (Gsh1) that catalyzes the first step in glutathione biosynthesis were 
found sensitive to VA (Fig. 4b). Our results thus suggest the critical role of these antioxidant gene products in 
providing tolerance against VA induced oxidative stress.

Genomic DNA is the prime target of oxidative damage and thus results in DNA lesions17. Although VA 
induces ROS, the probable DNA lesions and the repair mechanisms were unclear. In our attempt to understand 
the VA cellular effects by transcription profiling has revealed enrichment (Fig. S5) and upregulation of DNA dam-
age repair genes in VA treated cells (Fig. 4c). The majority of induced DNA repair genes by VA belongs to cell cycle 
checkpoint (RAD4/PSO2/RAD14/RAD53/YKU70/RAD17), non-homologous end joining-NHEJ (POL4/YKU70/
FYV6), nucleotide-excision repair-NER (TFB1/RAD34/RAD4/RAD26/RAD14), base-excision repair-BER 

Figure 4. Transcriptional regulation of stress response and DNA damage repair genes by Valproic acid. 
(a,c) VA exposure leads to upregulation of oxidative stress response genes (a) and DNA damage repair genes 
(c). The relative expression values (log2) for each gene was illustrated by blue-yellow color scale (yellow color 
indicates up-regulation whereas blue color for down-regulation) in the heatmap. (b,d) Loss of genes involved in 
redox homeostasis and checkpoint kinase cascade increase VA susceptibility and become sensitive to VA. Ten-
fold serially diluted cultures of sensitive antioxidant mutants (b) and Mec1-Rad53-Dun1-checkpoint pathway 
mutants (d) along with wild-type (W1588-4C) were spotted onto SC-Agar plates supplemented without or with 
indicated dose of VA and imaged after 72 h. (e–h) VA treatment leads to DNA replication stress. VA treated 
cells were failed to show the hallmarks of DNA damage such as induction of ribonucleotide reductases (Rnr1/2) 
and Rad53 phosphorylation but showed a drastic decrease in Sml1 levels without depending on Dun1-kinase. 
Exponentially growing Wild-type W1588-4C (e,f) alone or along with dun1Δ (g,h) cells were left untreated 
(UN) or treated with indicated dose of VA (e), if not VA (6mM) and MMS (0.03%). The cells were incubated at 
30 °C and collected after 3 h (e,g) or at indicated time intervals (f,h) after the treatment. Whole-cell TCA protein 
extracts were analyzed by immunoblotting using indicated antibodies. ‘*’ Represents a non-specific band in the 
same blot of Rnr2 served as loading control along with Anti-Tbp. Cells treated with a standard DNA damaging 
agent (MMS) were served as a positive control.
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(NTG1/MAG1/NTG2), mismatch repair-MMR (MSH4/EXO1/MLH3), and single-strand annealing-SSA 
(RAD59/RAD54) processes, and thus supports our hypothesis of VA induced DNA damage. In response to DNA 
damage or DNA replication stress, Mec1/Rad53/Dun1 checkpoint kinase cascade activates several repair mecha-
nisms18. To investigate the role of this Mec1/Rad53/Dun1-kinase cascade in providing VA tolerance, we screened 
the individual or combined deletion mutants of this checkpoint pathway for VA sensitivity. Notably, a null mutant 
of Dun1-kinase, ribonucleotide reductase inhibitor (sml1∆) and the combined dun1∆sml1∆ mutant showed sen-
sitivity to VA (Fig. 4d). Moreover, the sensitivity of sml1∆ to VA was neutralized upon the loss of upstream Mec1 
and Rad53-checkpoint kinases, thus suggests the role of Sml1 in providing VA tolerance. Additionally, the loss 
of IXR1 that encodes an HMG (high mobility group box) domain containing protein resulted in VA resistance 
(Fig. 4d). These results suggest a prime role of Mec1/Rad53/Dun1-checkpoint cascade in VA tolerance. To check 
the activation of this kinase cascade by VA, we analyzed hallmarks such as activation of Rad53, induction of 
ribonucleotide reductases (Rnr1/2/4) and degradation of Sml1 by immunoblotting19. Our results showed that 
VA treatment didn’t induce any of the Rnr’s expression and show detectable Rad53 phosphorylation (Fig. 4e). 
However, the levels of Sml1 were drastically decreased upon VA treatment and hence indicate the probable induc-
tion of DNA replication stress by VA (Fig. 4e,f).

Previous studies have demonstrated that the activation of Dun1 by Mec1 and Rad53-kinases leads to Sml1 
protein degradation in S-phase and response to genotoxic stress19. To ascertain whether Dun1 participate in 
VA-mediated Sml1 regulation, we examined Sml1 levels in dun1Δ cells after VA treatment. Although untreated 
and MMS-treated dun1Δ cells retain intact Sml1, VA promoted Sml1 degradation in dun1Δ cells similar to that 
of wild-type cells (Fig. 4g) and follows the same kinetics (Fig. 4h). Sml1 levels are diminished upon iron depletion 
in Dun1 dependent fashion, independent of Mec1 and Rad53-kinases20. Thus, Dun1 independent regulation of 
Sml1 by VA suggests the probable role of Mec1/Rad53-kinases and indicates that the degradation is activated by 
possible DNA damage/replication stress, and not iron depletion. Altogether, our results demonstrated that VA 
treatment alters redox homeostasis and leads to genomic instability.

Valproic acid induces lipid homeostasis, unfolded protein response (UPR) genes and alters 
endoplasmic reticulum (ER) architecture. Previously, VA is known to deplete cellular levels of inositol, 
a precursor of phospholipid biosynthesis and a key regulator of many cellular processes including lipid homeosta-
sis and signal transduction21. Consequently, our VA transcriptome also showed enrichment of fatty acid metab-
olism and lipid/fatty acid transport processes (Fig. S4a). Also, the induction of lipid homeostasis genes belonging 
to lipid biosynthesis (CRD1/ELO1/SFK1/ERG5/HES1/DGA1), lipid/fatty acid metabolism (FRM2/FAA2/YAT2/
POX1/POT1/ECI1/CAT2/YOR059C), transport (SEO1/PEX7/YAT2/HVG1/BST1/MET10/PXA2/CAT2/PDR16/
CRC1/GUP2), and unfolded protein response (UPR) stress genes was observed (Fig. 5a). To ascertain the role 
of Ire1 and Hac1 which primarily involved in the activation of UPR stress response genes in budding yeast22, we 
performed a growth assay with their null mutants and found none of them are required for VA tolerance (Fig. 5b). 
Next, we measured the activation of UPR upon VA treatment in wild-type (BY4741) cells expressing a UPRE::lacZ 
reporter23. As expected, cells treated with a standard ER stress inducer tunicamycin showed 20-fold induction of 
β -galactosidase activity. In contrast, VA treated cells didn’t show a significant increase in β -galactosidase activity, 
instead showed a reduction of basal level activity (Fig. 5c). To confirm further, we analyzed HAC1 splicing that is 
promoted by Ire1under ER/UPR stress22. Cells lacking the splicing factor Ire1 showed inactive HAC1 precursor 
mRNA (HAC1u, for unspliced) whereas cells treated with a known ER stress inducer (DTT) showed active mature 
form (HAC1s, for spliced) of the transcription factor and served as negative and positive controls respectively. 
Surprisingly, our results showed that VA treated cells exhibited the accumulation of inactive (unspliced) HAC1 
form compared to untreated cells that showed basal level active form (spliced) of HAC1, suggests possible nega-
tive effects of VA on ER functions (Fig. 5d).

To monitor the VA effects on overall ER architecture, we visualized wild-type cells harbouring ss-dsRed-HDEL 
reporter (a marker for nuclear and cortical ER) after VA treatment24. As usual, dsRed-HDEL reporter was able 
to localize properly in peripheral ER near the plasma membrane and nuclear ER envelope in untreated cells. 
In contrast, cells treated with VA showed loss of dsRed-HDEL localization in the nuclear ER and even showed 
perturbations in the peripheral ER staining (Fig. 5e). This result suggests that VA induced stress lead to altered 
ER architecture and thus its associated functions including membrane lipid biogenesis. Additionally, the cells 
treated with VA restore the normal ER architecture after withdrawal of VA from growth media (Fig. S9b). As 
VA treatment leads to accumulation of neutral lipids and depletion of inositol levels to exert its effects, then we 
reasoned whether the cells lacking inositol and neutral lipids can tolerate VA induced stress. Surprisingly, a quad-
ruple mutant (dga1∆lro1∆are1∆are2∆) that lacks the ability to sustain normal growth on inositol lacking medium 
(Ino− phenotype) and synthesize neutral lipids triacylglycerols (TAG) and steryl esters (SE)25 grows better than 
wild-type cells in the presence of VA (Fig. 5f), and thus suggests that VA mediate its effects through inositol and 
neutral lipids (lipid droplets). Taken together, our results revealed that VA treatment alters lipid homeostasis and 
probably by alteration of ER morphology and functions.

Valproic acid induces cell wall biogenesis genes and activates Slt2 MAP Kinase of cell wall integrity  
(CWI) pathway. Earlier, VA was shown to affect membrane trafficking and cell wall integrity (CWI) in fission 
yeast26. Accordingly, our VA transcriptome also evidenced significant enrichment (Fig. 2d) and upregulation 
of cell wall biogenesis and assembly genes (Fig. 6a). In budding yeast, CWI pathway contributes to cell wall 
biogenesis, reorganization, and maintenance through Slt2 MAP Kinase (MAPK) signaling cascade27. To inves-
tigate the genetic targets required for mediating VA effects, we performed a growth assay with CWI pathway 
null mutants. Our results showed that CWI pathway mutants including MAPK (SLT2), transcriptional factor 
(SWI6), and GAS1 exhibited considerable sensitivity, whereas sensor (WSC1) and effector (BNI1) exhibited mod-
erate sensitivity to VA, suggests the essential role of CWI in VA tolerance (Fig. S10). To rescue the VA sensitive 
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CWI pathway mutants, we supplemented the growth medium with sorbitol as an osmotic stabilizer and cell wall 
protective agent. To our surprise, the sensitivity of CWI mutants didn’t reverse despite the presence of sorbitol 
in the medium along with VA (Fig. 6b), suggests that the sensitivity of CWI mutants to VA doesn’t credit for 
osmotic perturbation. The central MAPK Slt2 of CWI pathway gets activated in response to diverse stress con-
ditions and achieves cellular homeostasis27. Our results motivated us to ask whether VA activates Slt2 MAPK 
or not. Although the levels of unphosphorylated Slt2 (Mpk1) were unaltered, the abundance of Phospho-Slt2 
(Anti-p44/42) was increased upon VA treatment for 2 h compared to untreated cells and later decreased (Fig. 6c). 
Altogether, our results demonstrated that VA treatment induces cell wall biogenesis genes and activates Slt2 
MAPK of CWI pathway.

Valproic acid activates Hog1 (p38) MAP Kinase of high osmolarity glycerol (HOG) pathway.  
Valproic acid activates p38 MAPK pathway that regulates stress-responsive genes in human cell line28. In yeast, 
Hog1 (homolog of mammalian p38) also encodes an MAPK that integrated into HOG pathway, which acti-
vates in response to hyperosmotic stress29. Interestingly, our pathway mapping analysis revealed that different 

Figure 5. Valproic acid alters Unfolded Protein Response (UPR) and ER organization. (a) VA exposure 
leads to upregulation of UPR and lipid homeostasis genes. (b) ER stress regulators Ire1 and Hac1 didn’t have 
any role in VA tolerance. The growth of wild-type (BY4743), hac1∆ and ire1∆ mutants on SC-Agar plates 
that were supplemented without or with VA was imaged after 72 h. (c) VA treated cells were failed to show an 
increased UPR stress, instead showed a decrease in comparison to the basal levels in untreated cells. The β 
-galactosidase activity was measured in exponentially growing wild-type (BY4741) cells carrying a 2 μ  UPRE-
lacZ reporter plasmid (pPW344), both in absence and presence of VA and represented in terms of Miller Units. 
Cells treated with tunicamycin-TM (1 μ g/ml) for 1 h were used as a positive control. The results were shown 
as mean ±  standard error of mean (n =  2) and *p <  0.05 were considered as significant compared to untreated 
control (Student’s t-test). (d) VA treatment leads to accumulation of inactive HAC1 precursor mRNA and 
indicates the negative effects of VA on ER stress. Total RNA’s were extracted from exponentially growing cells 
that were left untreated (control) or treated with VA (6 mM) in triplicate for 3 h and reverse transcribed to 
cDNA. HAC1 splicing was tested by PCR using indicated HAC1 splicing-specific primer (U-unspliced; S-spliced 
form of HAC1). Cells treated with 2mM Dithiothreitol (DTT), an ER stress inducer was served as a positive 
control whereas ire1∆ cells were served as a negative control for HAC1 splicing. hac1∆ cells were used to check 
the specificity of the splicing primers used. ACT1 specific primers served as control. (e) VA treatment of wild-
type (GSHY583) cells leads to perturbation of ER architecture as indicated by altered localization of ss-dsRed-
HDEL (ER marker) reporter. Scale bar represents 5μ m. Images are representative of at least two independent 
experiments for each condition. (f) A quadruple mutant that is inositol auxotrophic and lacks lipid particles 
exhibit VA resistance and hints an approach for neutralizing VA toxicity. The growth of wild-type (WT) and 
quadruple mutant on SC-Agar plates supplemented without or with VA (6 and 8 mM) was imaged after 72 h.
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components of HOG pathway including sensors (SHO1/STE20/YPD1), transducers (STE50/STE11/HOG1), and 
target TFs (MSN4/SMP1/SKO1) were differentially regulated in VA transcriptome (Fig. 7a). To identify the VA 
genetic targets, we then screened individual null mutants (Fig. 7b) and combined null mutants (Fig. 7c) of HOG 
pathway for VA sensitivity. Surprisingly, we found none of the critical HOG pathway mutants exhibited sensi-
tivity to VA except ptc1∆ (Fig. 7b). PTC1 encodes a type-2C protein phosphatase (PP2C) that dephosphoryl-
ates Hog1 and inactivates osmosensing MAPK cascade once the cells achieve equilibration to the hyperosmotic 
environment30. Although Hog1 is not essential for survival against VA induced stress, we reasoned whether VA 
activates Hog1 (p38) MAPK similar to that of mammalian cells or not. To check the same, we have analyzed the 
activation of GFP-tagged Hog1 in wild-type yeast cells by immunoblotting. Remarkably, cells treated with VA  
(8 and 10 mM) showed activation of Hog1 as indicated by the increased levels of phosphorylated Hog1 compared 
to its unphosphorylated form (Fig. 7d). Our results were in consistent with the earlier findings that showed p38 
activation in mammalian cell lines by VA to elicit its effects28.

As HOG pathway is a signaling cascade, activation of central Hog1 MAPK engages several upstream kinases 
and sensors to mediate hyperosmotic stress response29. Further to investigate the upstream targets required for 
Hog1 activation in response to VA, we analyzed the Hog1 phosphorylation levels in single null mutants of HOG 
pathway (Fig. 7e). Interestingly, ssk1∆ and msb2∆ cells were defective in Hog1 activation upon VA treatment, 
while they exhibited normal phosphorylation upon NaCl (standard osmolyte) treatment (Fig. 7e). Our findings 
suggest the primary role of these specific sensors (Ssk1, Msb2) and not Sho1 in optimal Hog1 activation against 
VA induced stimuli. Moreover, cells lacking the transducers (ssk2∆, ssk22∆, pbs2∆) also failed to activate Hog1 

Figure 6. Valproic acid activates Slt2 MAP Kinase of Cell Wall Integrity (CWI) pathway. (a) VA exposure 
leads to transcriptional upregulation of cell wall biogenesis and maintenance genes. The relative expression 
values (log2) for every gene in each replicate was illustrated by blue-yellow color scale (yellow color indicates 
up-regulation whereas blue color for down-regulation) in the heatmap. (b) Loss of CWI pathway components 
leads to enhanced VA sensitivity, and intact CWI pathway is required for VA tolerance. The growth of wild-type 
(BY4743) and CWI pathway null mutants on SC-Agar plates supplemented without or with VA (8 and 12 mM), 
Sorbitol (1M) and both was imaged after 72 h. (c) VA treatment leads to the activation of central Slt2 MAPK 
of CWI pathway and indicates VA induced cell wall damage. Whole-cell TCA protein extracts of wild-type 
(W1588-4C) cells that were left untreated (UN) or treated with different doses of VA (2, 4, 6 and 8 mM) for 
indicated time points at 24 °C were analyzed by immunoblotting using indicated antibodies. Anti-Tbp was used 
as a loading control. gas1Δ cells were used as a positive control for Slt2 activation.
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Figure 7. Valproic acid activates p38 MAP Kinase of High Osmolarity Glycerol (HOG) pathway. 
 (a) Enrichment of HOG pathway in VA transcriptome and the pathway map showing the components that  
were differentially regulated upon VA treatment in ‘yellow’ color. (b,c) Loss of PTC1, a phosphatase of Hog1 
MAP kinase leads to VA sensitivity. The growth of wild-type (BY4743), HOG pathway single null mutants  
(b) and combined null mutants generated in EY0690 wild-type (see Table S1) (c) on SC-Agar plates 
supplemented without or with indicated doses of VA was imaged after 72 h. (d,e) VA treatment leads to the 
activation of central Hog1 MAPK of HOG pathway that responds to osmotic stress through Sln1 and not Sho1 
branch. Whole-cell TCA protein extracts from Wild-type cells expressing GFP-tagged Hog1 (EY2335) (d) or 
wild-type BY4743 cells along with individual HOG pathway null mutants (e) that were left untreated (UN) 
or treated with mentioned doses of VA for indicated time points (d) or 8 mM of VA for 3 h (e) at 27 °C were 
analyzed by immunoblotting using indicated antibodies. ‘*’ Represents a non-specific band in the same blot 
of p38 served as loading control along with Anti-Tbp. Cells treated with a standard osmolyte NaCl (0.8 M) 
for 30 min were used as a positive control for Hog1 (p38) activation. (f) Proposed HOG pathway model that 
is functional during VA exposure for activating the Hog1 (p38) MAP kinase. The HOG pathway consists of 
two upstream osmosensing branches (Sln1/Msb2 and Sho1) each with a downstream MAPK cascade (Ssk2/
Ssk22 and Ste11 MAPKKKs, Pbs2 MAPKK, and Hog1 MAPK). Activation of the Hog1 by VA leads to its rapid 
translocation into the nucleus, which in turn activates the expression of stress-responsive genes via several 
transcription factors.
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upon treatment with VA and NaCl, while others (ste50∆, ptc1∆, ptp2∆) showed normal Hog1 activation. Thus, 
our results identified the critical upstream regulators required for Hog1 activation in yeast cells upon VA treat-
ment (Fig. 7f). Altogether, our results indicate that VA activates p38 (Hog1) and hence induce osmotic and other 
stress response genes.

Discussion
In this study, we investigated the molecular mechanisms that VA perturbs to mediate its effects by global tran-
scriptional profiling and target genes that are required for VA tolerance by chemical genetics approach using bud-
ding yeast as a model organism. Eukaryotic cells evoke a series of responses to cope up with the environmental 
cues by regulating a specific set of genes31. Indeed, cells treated with VA also evidenced differential regulation of 
approx 30% of the genome. We performed enrichment analysis of pathways for upregulated and downregu-
lated genes separately, which is more powerful than that of all DEGs together for finding significant functional 
pathways32. VA exhibits its effects by altering several cellular processes and functions as evidenced by our GO 
enrichment analysis (Figs 2 and S4–5). VA treatment leads to growth arrest in G1-phase of the cell cycle through 
activation of cyclin-dependent kinase inhibitors and thus apoptosis of human cancer cells33. Transcriptional 
upregulation of G1- and G1/S-phase transition genes of mitotic cell cycle (Fig. S5) and dose-dependent growth 
inhibition (Fig. 1) suggests that induction of apoptosis in S. cerevisiae by VA possibly mediated through G1-phase 
arrest16.

Oxidative process mediated production of ROS is a prominent characteristic of apoptosis and thus cell death. 
VA induced apoptosis in yeast also features increased production of ROS16. Moreover, genetic targets identified 
through our screening indicate the critical role of intracellular levels of reduced glutathione (GSH), an essential 
antioxidant in tolerating VA mediated oxidative stress (Fig. 4b). Our results further substantiated earlier reports 
indicating that VA treatment leads to depletion of GSH levels34, a probable mechanism for VA induced oxidative 
stress. Oxidative stress by increased ROS production primarily by the mitochondrial respiratory chain and the 
ER UPR machinery finally leads to cell death in yeast35. In earlier, VA was known to alter iron metabolism36, 
mitochondrial biogenesis and respiratory functions37, and mitochondrial epigenetics38. Functional mitochon-
dria are the source of ISCs and heme–prosthetic groups and thus crucial for iron homeostasis39. Accordingly, 
our transcriptional signatures also detailed the effects of VA on iron homeostasis, mitochondrial functions and 
mitochondrial architecture (Fig. 3). Our findings were in line with that of earlier studies showing VA effects on 
mitochondrial functions in S. cerevisiae40 and fission yeast41.

Both ER and mitochondria interact physiologically and functionally, including Ca2+ signaling, energy metab-
olism, and lipid exchange for cell survival. In this study, our results indicated that VA treatment leads to redis-
tribution, alteration of ER architecture (Fig. 5e) and induction of UPR stress response genes in agreement with 
its effects on mitochondrial functions (Fig. 3). These findings are in line with earlier studies showing that VA 
regulates UPR stress42 and targets protein secretory functions of ER for exhibiting its effects40. At higher doses, 
VA treated yeast cells show morphological features similar to that of autophagic cell death (ACD)43, an integral 
response of a cell to ER stress. Thus, it’s plausible that VA incites ACD in yeast by modulating ER stress. In addi-
tion to protein folding and maturation, ER is also a major site for lipid biosynthesis and metabolism44. Depletion 
of intracellular inositol levels21 and accumulation of neutral lipids by VA to induce ACD45 also indicate its effects 
on lipid homeostasis. Neutralization of VA effects on a quadruple null mutant that is inositol auxotrophic and 
lacks the lipid particles hints a mechanism to detoxify VA, needs further studies to check its effectiveness in pres-
ence or combination with inhibitors of lipid droplet formation.

Enhanced ROS accumulation damages cellular macromolecules and leads to genomic instability. In eukary-
otes, cellular checkpoints monitor the genome integrity and accordingly activate the genotoxic stress responses 
and DNA damage-induced apoptosis in complex organisms46. Intriguingly, transcriptional signatures of DNA 
repair (NHEJ, NER, BER, MMR, and SSA) genes and prime role of Mec1/Rad53/Dun1-kinase checkpoint com-
ponents in VA tolerance indicates the probable DNA replication stress (Fig. 4). The resistance of IXR1 null mutant 
which encodes an HMG domain-containing protein to VA is in accordance with an earlier study that shows 
VA exacerbate innate immune responses to endotoxin by enhancing the release of High-mobility group box-1 
(HMGB1)47. Altogether, our results demonstrated that VA mediates its toxicity through alteration of genomic 
stability, redox and lipid homeostasis, ER and mitochondrial functions.

In response to a stress condition, eukaryotic cells coordinate multiple protective effects through a cascade of 
signaling events for acclimatization and transcription of condition-specific stress defence genes31. Of particular 
importance are the MAPK pathways well characterized in mammals and conserved in other organisms including 
D. melanogaster, S. pombe, and S. cerevisiae29. Strikingly, VA treatment leads to the activation of Hog1 MAPK and 
renders HOG pathway to be considered as its one of functional targets (Fig. 7d). In S. cerevisiae, the activation of 
Hog1 regulated by any of Sln1 and Sho1 branches, which converges on MAPK kinase Pbs229. As indicated by our 
results, VA markedly acts through a Sln1 branch (Fig. 7e,f), which has a far more prominent role in the regulation 
of HOG pathway in response to osmotic changes than Sho1 branch48. It was evident from prior studies that both 
osmotic stress and cell wall damage are related very closely, and also the interplay between HOG and CWI path-
ways was well observed earlier49. Activation of Slt2 (p44/42), a central MAPK of CWI pathway in addition to that 
of Hog1 indicates the possible deleterious effects of VA on cell wall (Fig. 6c). Our results are in agreement with 
earlier findings that showed alteration of membrane trafficking and cell wall integrity by VA in fission yeast26. In 
budding yeast, both HOG and CWI pathways get activated in response to a variety of stimuli including ER stress, 
oxidative stress, osmotic changes and cold/heat stress50. Thus, it is reasonable to propose that the activation of 
HOG and CWI pathways in response to VA might not only due to osmotic stress, but also oxidative stress (Fig. 4), 
ER stress (Fig. 5), and needs further insight analysis of VA effects on different cellular processes and pathways.

In conclusion, we have illustrated a model describing key findings of this study obtained through chemi-
cal genetics and transcriptomics approaches that led us to understand the molecular mode of action of VA in 
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budding yeast (Fig. 8). Taken together, our detailed transcriptomics and genetic screening findings shed light 
on effects of VA on different organelles and diverse cellular processes that aid in understanding the molecular 
mechanisms of action including antimicrobial effects and detoxification approaches of VA, a pharmacologically 
important anticancer molecule. The extensive conservation of basic cellular processes, biochemical pathways and 
signaling mechanisms in yeast favours the need of further studies in eukaryotic mammalian models to under-
stand the VA mediated diverse effects.

A summary of this paper was presented at the 27th International Conference on Yeast Genetics and Molecular 
Biology (ICYGMB), September 201551,52.

Methods
Yeast Strains, Chemicals, Growth Media, and Growth Conditions. The Saccharomyces cerevisiae 
strains used in this study were listed in Supplementary Table S1. The sodium salt of Valproic acid (P4543; ≥ 98%) 
was procured from Sigma-Aldrich India. Media components and all other reagents used in this study were of 
molecular biology grade and purchased from Sigma–Aldrich India, Merck India, Himedia India, GE Healthcare 
India, Invitrogen India, New England BioLabs and Thermo Scientific India. Unless stated otherwise, all yeast 
strains used in this study were grown at 30 °C in standard Synthetic Complete (SC) liquid media containing 2% 
glucose. SC liquid media was prepared by mixing all amino acids, yeast nitrogen base (YNB) and ammonium 
sulfate (AS) together by following a standard protocol (Yeast Protocols Handbook, Clontech Laboratories, Inc.). 
For solid agar media, 2% Bacto-agar was used in addition to SC media components.

Growth Sensitivity and Growth Curve Assays. Effect of VA on the growth of yeast cells was examined 
by using growth sensitivity assay as described previously53. In brief, 3 μ l of each ten-fold serially diluted wild-type 
(WT) and mutant cultures was spotted onto solid SC-agar plates supplemented with 2%-glucose or 2%-glycerol 
without (control) or with the addition of VA at indicated concentrations. All the plates were incubated at 30 °C 
and growth was recorded after 72 h using HP scanner.

Figure 8. A proposed working model is depicting the molecular mode of action and transcriptional 
regulation of VA in budding yeast. VA alters cellular iron ion homeostasis, which is an essential element for the 
maintenance of iron-sulfur clusters in mitochondria. In corroboration, VA treated cells exhibited reorganization 
of mitochondrial structures and decreased functions of mitochondria as evidenced by enhanced VA toxicity 
on non-fermentable carbon source medium. Also, Iron is an essential cofactor for Grx (Glutaredoxin), which 
converts GSSG to reduced glutathione (GSH), which is an essential antioxidant that scavenges cellular ROS 
and thus achieves cellular redox homeostasis. Notably, the sensitivity of antioxidant mutants suggests that 
VA treatment leads to oxidative stress in accordance with earlier findings. Alteration in redox homeostasis 
leads to genomic instability. Our results also suggest that VA treatment leads to genomic stress that resulted in 
degradation of Sml1, a negative regulator of RNR complex and hence dNTP synthesis. We have also evidenced 
that VA interferes with ER organization and thus resulted in transcriptional regulation of lipid homeostasis and 
suppression of unfolded protein response. Moreover, major MAP Kinases Hog1 (p38) of Osmotic stress and Slt2 
(p44/42) of CWI pathway that responds to diverse stress conditions also got activated upon VA exposure and 
thus leads to transcriptional induction of stress-responsive genes and CWI genes. As VA is HDAC inhibitor, 
the entire transcriptional regulation of genes of diverse cellular pathways by VA might be credited to its effects 
through alteration of histone and DNA modifications.
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For growth curve analysis, exponentially growing yeast cells were left untreated (control) or treated with indi-
cated concentrations of VA and seeded in a 96-well cell culture plate (SPL Life Sciences Ltd.) in triplicate. Growth 
curves were constructed for each treatment from averaged values of optical density (OD600) measured at a regular 
interval of time for indicated period using plate reader (Eon™  Microplate Spectrophotometer).

Clonogenic Assay. For testing colony forming ability of yeast cells after VA treatment, clonogenic assay was 
performed as described previously54. Exponentially growing wild-type (1588-4C) yeast cells in SC liquid media 
were left untreated (control) or treated with VA (2, 4, 6, and 8 mM) for 3 h at 30 °C. Theoretically, an equal number 
of cells (normalized by absorbance) from each treatment were spread onto standard YPDA (1% yeast extract, 2% 
Bacto peptone, 2% Dextrose, and 2% bacto-agar ) plates and incubated at 30 °C for 72 h. The number of colonies 
from two independent experiments were counted in each plate and represented as average % survival relative to 
untreated control.

Total RNA Isolation and Global Transcriptome Analysis. The exponentially growing wild-type yeast 
(1588-4C) cells were left untreated or treated with VA (6 mM) for 3 h at 30 °C in SC liquid media and then cells 
were harvested. Total RNA was isolated by heat/freeze Phenol method as described earlier55 and assessed the 
integrity and quality of RNA by absorbance (260/280), Formaldehyde Agarose (FA)-gel electrophoresis, and 
by Agilent 2100 Bioanalyzer (Agilent Technologies, CA) before proceeding with microarray analysis. These 
DNA-free RNA samples from two independent biological repeats of each untreated and VA treated cells were 
processed at iLife Discoveries (Gurgaon, India) for gene expression profiling using Affymetrix platform as men-
tioned previously55. Briefly, biotinylated complementary RNA (cRNA) was prepared from 6 μ g of total RNA using 
in vitro transcription (IVT) reaction and then hybridized to Yeast Genome 2.0 GeneChip Arrays (GPL2529) at 
45 °C for 16 h at 60 rpm according to standard Affymetrix protocol. Afterward, GeneChips were washed, stained 
in the Fluidics Station 450 (Affymetrix) and scanned using the GeneArray 3000 7G microarray scanner. The 
data sets were extracted from all CEL (raw intensity) files and submitted to NCBI’s Gene Expression Omnibus 
(GEO) repository with a GEO Series accession number of GSE62400 (http://www.ncbi.nlm.nih.gov/geo/query/
acc.cgi?&acc= GSE62400).

The raw signals (CEL) in each array were processed for background adjustment, normalization followed 
by log transformation and summarization of probe sets using RMA (Robust Multi-array Average) algorithm 
in GeneSpring GX 12.6 expression analysis software (Agilent Technologies, CA). Differentially expressed 
genes (DEG’s) whose expression altered (induced or repressed) significantly by two-fold (≥ 2) in VA treatment 
compared to untreated were determined by moderated t-test (p ≤  0.05) and considered for functional analy-
sis. The averaged data was normalized by experiments and clustered by hierarchical clustering (Euclidean dis-
tance). Functional classification, Gene Ontology (GO) enrichment and pathway mapping analysis of DEG’s 
were performed using standard tools as described earlier55 and the details for the same were provided in the 
Supplementary Information.

Reverse Transcriptase PCR (RT-PCR) and quantitative PCR (qPCR). The exponentially growing 
wild-type yeast (1588-4C) cells were left untreated or treated with VA (6 mM) for 3 h at 30 °C in SC liquid media 
and then cells were harvested. Total RNA was isolated by heat/freeze Phenol method as described earlier55. 1 μ g  
of DNA-free RNA was reverse transcribed to cDNA as per method supplied by iScript cDNA Synthesis Kit 
(Bio-Rad, India). Then PCR reaction was performed with primers of HAC1-S and ACT1 (See Table S2 for F/R 
primers). The PCR amplicon products were electrophoresed, stained with ethidium bromide, visualized and pho-
tographed. A representative image from at least two independent experiments for each condition was shown. 
For validation of microarray data, each qPCR reactions for selected genes were performed at least in duplicate 
on ABI-7300 RT-PCR with Sequence Detection System v1.4 (Applied Biosystems, CA) according to the condi-
tions and protocol provided with VeriQuest SYBR Green qPCR Master Mix (Affymetrix, CA). Relative expres-
sion values (fold change) were calculated according to the Δ Δ CT method56 using actin (ACT1) as a reference. 
Gene-specific primers used in this study were listed in Supplementary Table S2.

Preparation of Protein Extracts and Immunoblotting Analysis. Exponentially growing yeast 
wild-type or mutant cells were left untreated (control) or treated with specified dose of VA, incubated at indi-
cated temperatures and harvested. Whole cell protein extracts were prepared by using 20% Trichloroacetic acid 
(TCAA) precipitation method as described previously57. The protein extracts were resolved by electrophoresis on 
an SDS-polyacrylamide gel and stained with 0.5% of Coomassie Brilliant Blue R-250 (CBBR). Immunoblotting 
analysis of protein extracts was performed by following a standard protocol. Briefly, the extracts were transferred 
to nitrocellulose membranes that were then blocked for 45 min using blocking buffer (2.5% Bovine serum albu-
min in TBST; TBS containing 0.05% Tween-20) followed by incubation with primary antibodies for 90 min. 
After washing with TBST, the membranes were incubated with relevant secondary antibodies such as IRDye® 
800CW Goat anti-Rabbit IgG or anti-Mouse IgG (1:15,000, LI-COR Biosciences) for 45 min. Blots were scanned 
by using Odyssey infrared imager (LI-COR Biosciences). Anti-Rad53 western signals were detected by chemi-
luminescence using Fuji gel-dock system (LAS-4000 mini). Following primary antibodies were used: Anti-Rnr1 
(Agrisera, ASO9 576), Anti-Rnr2 (Agrisera, ASO9 575), Anti-Sml1 (Agrisera, AS10 847), Anti-Rad53 (Santa 
Cruz Biotechnology Inc., SC-6749), Anti-GFP (Sigma, G1544), Phospho-p38 MAPK antibody (Cell Signaling, 
9211), Anti-Mpk1 (Santa Cruz Biotechnology Inc., SC-6803), Phospho-p44/42 MAPK antibody (Cell Signaling, 
4370). Polyclonal antibody against recombinant yeast Tbp protein was raised in rabbit. All primary and second-
ary antibodies were diluted in blocking buffer. The representative images obtained from at least two independent 
experiments were shown.

http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?&acc=GSE62400
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?&acc=GSE62400
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Microscopy. To investigate the effects of VA on mitochondria and ER, we analyzed yeast cells harboring Psd1-
3Xmcherry (mitochondrial resident) or ss-dsRed-HDEL reporter (stains cortical and nuclear ER) by ApoTome 
microscopy24. A single colony of these strains was inoculated in 5 ml SC-liquid media and grown overnight at 
30 °C. Cells were transferred to fresh media and cultured till exponential phase, left untreated or treated with VA 
(4 and 6 mM). After 3 h treatment with VA, the cells were washed, resuspended at an equal OD600 of 0.8 in fresh 
SC-liquid media and then allowed to grow further at 30 °C for 3 h. The cells were visualized just after 3 h treatment 
with VA and removal of VA from growth media using 63x oil-immersion objective lens of ZEISS ApoTome.2 
microscope provided with an appropriate filter. Images were processed via ZEN-2012 (Blue Edition) software.

β-Galactosidase Activity Assay. The β-galactosidase assay was performed to monitor the expression lev-
els of UPRE-lacZ reporter gene as described previously58. Briefly, 0.2 ml of a fresh overnight culture of wild-type 
(BY4741) yeast cells carrying 2 μ  UPRE-lacZ reporter plasmid (pPW344; gifted by Laran T. Jensen)23 was inocu-
lated into 5 ml of fresh SC liquid media lacking Uracil and incubated at 30 °C. Exponentially growing cells (OD600: 
0.8–1) were then left untreated or treated with indicated doses of VA (2, 4, 6 mM) and tunicamycin (1 μ g/ml). 
Tunicamycin-treated cells were served as a positive control, harvested after 1 h incubation. Untreated and VA 
treated cells were harvested after 2 h and 3 h of incubation. Before harvesting the cells, the cell density at OD600 
was determined. The β -gal activity was measured by permeabilizing cells in 1 ml of Z buffer using ONPG as sub-
strate at room temperature. The galactosidase activity was expressed in terms of Miller units as described earlier59. 
The results are the average values from two independent experiments each performed in triplicate.

References
1. Strahl, B. D. & Allis, C. D. The language of covalent histone modifications. Nature 403, 41–45, doi: 10.1038/47412 (2000).
2. Mandal, P. et al. In Molecular mechanisms and physiology of disease: Implications for Epigenetics and Health (eds Nilanjana, Maulik & 

Tom, Karagiannis) 113–126 (Springer New York, 2014).
3. de Nadal, E., Ammerer, G. & Posas, F. Controlling gene expression in response to stress. Nat Rev Genet 12, 833–845, doi: 10.1038/

nrg3055 (2011).
4. Nebbioso, A., Carafa, V., Benedetti, R. & Altucci, L. Trials with ‘epigenetic’ drugs: An update. Molecular Oncology 6, 657–682,  

doi: 10.1016/j.molonc.2012.09.004 (2012).
5. Dokmanovic, M., Clarke, C. & Marks, P. A. Histone deacetylase inhibitors: overview and perspectives. Mol Cancer Res 5, 981–989, 

doi: 10.1158/1541-7786.MCR-07-0324 (2007).
6. Chateauvieux, S., Morceau, F., Dicato, M. & Diederich, M. Molecular and Therapeutic Potential and Toxicity of Valproic Acid. 

Journal of Biomedicine and Biotechnology, doi: Artn 479364 10.1155/2010/479364 (2010).
7. Mori, H., Takahashi, K. & Mizutani, T. Interaction between valproic acid and carbapenem antibiotics. Drug Metabolism Reviews 39, 

647–657, doi: 10.1080/03602530701690341 (2007).
8. Hrebackova, J., Hrabeta, J. & Eckschlager, T. Valproic acid in the complex therapy of malignant tumors. Curr Drug Targets 11, 

361–379 (2010).
9. Phiel, C. J. et al. Histone deacetylase is a direct target of valproic acid, a potent anticonvulsant, mood stabilizer, and teratogen. 

Journal of Biological Chemistry 276, 36734–36741, doi: 10.1074/jbc.M101287200 (2001).
10. Chen, G., Huang, L. D., Jiang, Y. M. & Manji, H. K. The mood-stabilizing agent valproate inhibits the activity of glycogen synthase 

kinase-3. J Neurochem 72, 1327–1330 (1999).
11. Botstein, D. & Fink, G. R. Yeast: an experimental organism for 21st Century biology. Genetics 189, 695–704, doi: 10.1534/

genetics.111.130765 (2011).
12. Gerhold, D. L., Jensen, R. V. & Gullans, S. R. Better therapeutics through microarrays. Nat Genet 32, 547–552, doi: 10.1038/ng1042 

(2002).
13. Outten, C. E. & Albetel, A. N. Iron sensing and regulation in Saccharomyces cerevisiae: Ironing out the mechanistic details. Curr 

Opin Microbiol 16, 662–668, doi: 10.1016/j.mib.2013.07.020 (2013).
14. Atamna, H., Walter, P. B. & Ames, B. N. The role of heme and iron-sulfur clusters in mitochondrial biogenesis, maintenance, and 

decay with age. Arch Biochem Biophys 397, 345–353, doi: 10.1006/abbi.2001.2671 (2002).
15. Chan, E. Y. & McQuibban, G. A. Phosphatidylserine decarboxylase 1 (Psd1) promotes mitochondrial fusion by regulating the 

biophysical properties of the mitochondrial membrane and alternative topogenesis of mitochondrial genome maintenance protein 
1 (Mgm1). Journal of Biological Chemistry 287, 40131–40139, doi: 10.1074/jbc.M112.399428 (2012).

16. Mitsui, K., Nakagawa, D., Nakamura, M., Okamoto, T. & Tsurugi, K. Valproic acid induces apoptosis dependent of Yca1p at 
concentrations that mildly affect the proliferation of yeast. Febs Letters 579, 723–727, doi: 10.1016/j.febslet.2004.12.051 (2005).

17. Wilson, D. M. 3rd, Sofinowski, T. M. & McNeill, D. R. Repair mechanisms for oxidative DNA damage. Front Biosci 8, d963–d981 
(2003).

18. Putnam, C. D., Jaehnig, E. J. & Kolodner, R. D. Perspectives on the DNA damage and replication checkpoint responses in 
Saccharomyces cerevisiae. DNA Repair 8, 974–982, doi: 10.1016/j.dnarep.2009.04.021 (2009).

19. Andreson, B. L., Gupta, A., Georgieva, B. P. & Rothstein, R. The ribonucleotide reductase inhibitor, Sml1, is sequentially 
phosphorylated, ubiquitylated and degraded in response to DNA damage. Nucleic Acids Res 38, 6490–6501, doi: 10.1093/nar/gkq552 
(2010).

20. Sanvisens, N. et al. Yeast Dun1 kinase regulates ribonucleotide reductase inhibitor Sml1 in response to iron deficiency. Mol Cell Biol 
34, 3259–3271, doi: 10.1128/MCB.00472-14 (2014).

21. Vaden, D. L., Ding, D., Peterson, B. & Greenberg, M. L. Lithium and valproate decrease inositol mass and increase expression of the 
yeast INO1 and INO2 genes for inositol biosynthesis. Journal of Biological Chemistry 276, 15466–15471, doi: 10.1074/jbc.
M004179200 (2001).

22. Gonzalez, T. N., Sidrauski, C., Dorfler, S. & Walter, P. Mechanism of non-spliceosomal mRNA splicing in the unfolded protein 
response pathway. EMBO J 18, 3119–3132, doi: 10.1093/emboj/18.11.3119 (1999).

23. Jensen, A. N., Chindaudomsate, W., Thitiananpakorn, K., Mongkolsuk, S. & Jensen, L. T. Improper protein trafficking contributes to 
artemisinin sensitivity in cells lacking the KDAC Rpd3p. Febs Letters 588, 4018–4025, doi: 10.1016/j.febslet.2014.09.021 (2014).

24. Suresh, H. G. et al. Prolonged starvation drives reversible sequestration of lipid biosynthetic enzymes and organelle reorganization 
in Saccharomyces cerevisiae. Mol Biol Cell 26, 1601–1615, doi: 10.1091/mbc.E14-11-1559 (2015).

25. Gaspar, M. L., Hofbauer, H. F., Kohlwein, S. D. & Henry, S. A. Coordination of storage lipid synthesis and membrane biogenesis: 
evidence for cross-talk between triacylglycerol metabolism and phosphatidylinositol synthesis. Journal of Biological Chemistry 286, 
1696–1708, doi: 10.1074/jbc.M110.172296 (2011).

26. Miyatake, M. et al. Valproic acid affects membrane trafficking and cell-wall integrity in fission yeast. Genetics 175, 1695–1705,  
doi: 10.1534/genetics.107.070946 (2007).



www.nature.com/scientificreports/

1 5Scientific RepoRts | 6:35322 | DOI: 10.1038/srep35322

27. Levin, D. E. Cell wall integrity signaling in Saccharomyces cerevisiae. Microbiol Mol Biol Rev 69, 262–291, doi: 10.1128/
MMBR.69.2.262-291.2005 (2005).

28. Xie, N. et al. The role of p38 MAPK in valproic acid induced microglia apoptosis. Neurosci Lett 482, 51–56, doi: 10.1016/j.
neulet.2010.07.004 (2010).

29. Gustin, M. C., Albertyn, J., Alexander, M. & Davenport, K. MAP kinase pathways in the yeast Saccharomyces cerevisiae. Microbiol 
Mol Biol Rev 62, 1264–1300 (1998).

30. Warmka, J., Hanneman, J., Lee, J., Amin, D. & Ota, I. Ptc1, a type 2C Ser/Thr phosphatase, inactivates the HOG pathway by 
dephosphorylating the mitogen-activated protein kinase Hog1. Mol Cell Biol 21, 51–60, doi: 10.1128/MCB.21.1.51-60.2001 (2001).

31. Gasch, A. P. In Yeast Stress Responses (eds Stefan, Hohmann & Willem H., Mager) 11–70 (Springer Berlin Heidelberg, 2003).
32. Hong, G., Zhang, W., Li, H., Shen, X. & Guo, Z. Separate enrichment analysis of pathways for up- and downregulated genes. J R Soc 

Interface 11, 20130950, doi: 10.1098/rsif.2013.0950 (2014).
33. Zhao, X. et al. The G1 phase arrest and apoptosis by intrinsic pathway induced by valproic acid inhibit proliferation of BGC-823 

gastric carcinoma cells. Tumour Biol 32, 335–346, doi: 10.1007/s13277-010-0126-5 (2011).
34. Kiang, T. K. et al. Glutathione depletion by valproic acid in sandwich-cultured rat hepatocytes: Role of biotransformation and 

temporal relationship with onset of toxicity. Toxicol Appl Pharmacol 252, 318–324, doi: 10.1016/j.taap.2011.03.004 (2011).
35. Haynes, C. M., Titus, E. A. & Cooper, A. A. Degradation of misfolded proteins prevents ER-derived oxidative stress and cell death. 

Mol Cell 15, 767–776, doi: 10.1016/j.molcel.2004.08.025 (2004).
36. Ounjaijean, S. et al. Increase in non-transferrin bound iron and the oxidative stress status in epilepsy patients treated using valproic 

acid monotherapy. Int J Clin Pharmacol Ther 49, 268–276, doi: 10.5414/CP201466 (2011).
37. Hayasaka, K. et al. Effects of valproate on biogenesis and function of liver mitochondria. Neurology 36, 351–356 (1986).
38. Chen, H., Dzitoyeva, S. & Manev, H. Effect of valproic acid on mitochondrial epigenetics. Eur J Pharmacol 690, 51–59, doi: 10.1016/j.

ejphar.2012.06.019 (2012).
39. Sheftel, A., Stehling, O. & Lill, R. Iron-sulfur proteins in health and disease. Trends in endocrinology and metabolism: TEM 21, 

302–314, doi: 10.1016/j.tem.2009.12.006 (2010).
40. Deranieh, R. M. et al. Perturbation of the Vacuolar ATPase: A NOVEL CONSEQUENCE OF INOSITOL DEPLETION. Journal of 

Biological Chemistry 290, 27460–27472, doi: 10.1074/jbc.M115.683706 (2015).
41. Zhang, L., Ma, N., Liu, Q. & Ma, Y. Genome-wide screening for genes associated with valproic acid sensitivity in fission yeast. Plos 

One 8, e68738, doi: 10.1371/journal.pone.0068738 (2013).
42. Lee, J. Y. et al. Valproic acid protects motor neuron death by inhibiting oxidative stress and endoplasmic reticulum stress-mediated 

cytochrome C release after spinal cord injury. J Neurotrauma 31, 582–594, doi: 10.1089/neu.2013.3146 (2014).
43. Almeida, B. et al. Drug-induced apoptosis in yeast. Biochim Biophys Acta 1783, 1436–1448, doi: 10.1016/j.bbamcr.2008.01.005 

(2008).
44. Fagone, P. & Jackowski, S. Membrane phospholipid synthesis and endoplasmic reticulum function. J Lipid Res 50 Suppl, S311–S316, 

doi: 10.1194/jlr.R800049-JLR200 (2009).
45. Sun, Q., Bi, L., Su, X., Tsurugi, K. & Mitsui, K. Valproate induces apoptosis by inducing accumulation of neutral lipids which was 

prevented by disruption of the SIR2 gene in Saccharomyces cerevisiae. Febs Letters 581, 3991–3995, doi: 10.1016/j.febslet.2007.07.030 
(2007).

46. Haghnazari, E. & Heyer, W. D. The DNA damage checkpoint pathways exert multiple controls on the efficiency and outcome of the 
repair of a double-stranded DNA gap. Nucleic Acids Res 32, 4257–4268, doi: 10.1093/nar/gkh717 (2004).

47. Sugiura, S. et al. Valproic Acid Increases Susceptibility to Endotoxin Shock through Enhanced Release of High-Mobility Group Box 1. 
Shock 36, 494–500, doi: 10.1097/SHK.0b013e31822f7e58 (2011).

48. O’Rourke, S. M., Herskowitz, I. & O’Shea, E. K. Yeast go the whole HOG for the hyperosmotic response. Trends Genet 18, 405–412 
(2002).

49. Rodriguez-Pena, J. M., Garcia, R., Nombela, C. & Arroyo, J. The high-osmolarity glycerol (HOG) and cell wall integrity (CWI) 
signalling pathways interplay: a yeast dialogue between MAPK routes. Yeast 27, 495–502, doi: 10.1002/yea.1792 (2010).

50. Harrison, J. C., Zyla, T. R., Bardes, E. S. & Lew, D. J. Stress-specific activation mechanisms for the “cell integrity” MAPK pathway. 
Journal of Biological Chemistry 279, 2616–2622, doi: 10.1074/jbc.M306110200 (2004).

51. Golla, U., Joseph, D. & Tomar, R. S. In YEAST. S179-S180 (WILEY-BLACKWELL 111 RIVER ST, HOBOKEN 07030-5774, NJ USA).
52. Poster Sessions. Yeast 32 Suppl 1, S93–S272, doi: 10.1002/yea.3092 (2015).
53. Azad, G. K. et al. Ebselen induces reactive oxygen species (ROS)-mediated cytotoxicity in Saccha-romyces cerevisiae with inhibition 

of glutamate dehydrogenase being a target. Febs Open Bio 4, 77–89, doi: 10.1016/j.fob.2014.01.002 (2014).
54. Azad, G. K., Singh, V., Golla, U. & Tomar, R. S. Depletion of Cellular Iron by Curcumin Leads to Alteration in Histone Acetylation 

and Degradation of Sml1p in Saccharomyces cerevisiae. Plos One 8, doi: ARTN e59003 10.1371/journal.pone.0059003 (2013).
55. Golla, U., Bandi, G. & Tomar, R. S. Molecular Cytotoxicity Mechanisms of Allyl Alcohol (Acrolein) in Budding Yeast. Chemical 

Research in Toxicology 28, 1246–1264, doi: 10.1021/acs.chemrestox.5b00071 (2015).
56. Livak, K. J. & Schmittgen, T. D. Analysis of relative gene expression data using real-time quantitative PCR and the 2(T)(-Delta Delta C) 

method. Methods 25, 402–408, doi: 10.1006/meth.2001.1262 (2001).
57. Golla, U. et al. Sen1p Contributes to Genomic Integrity by Regulating Expression of Ribonucleotide Reductase 1 (RNR1) in 

Saccharomyces cerevisiae. Plos One 8, doi: UNSP e64798 10.1371/journal.pone.0064798 (2013).
58. Guarente, L. Yeast promoters and lacZ fusions designed to study expression of cloned genes in yeast. Methods Enzymol 101, 181–191 

(1983).
59. Miller, J. H. Experiments in molecular genetics (Cold Spring Harbor Laboratory, 1972).

Acknowledgements
We thank Andrei Chabes, Erin K.O’Shea, Axel Mogk, David Shore, Sten Stymne and Laran T. Jensen for gifting us 
some of the yeast strains and plasmid used in this study. We acknowledge Swati Swagatika and all other chromatin 
biology lab members for helpful discussions. U.G. acknowledges DST, Government of India for providing travel 
grant support to present current study findings in the ICYGMB-2015 conference, Italy. This work was supported 
by the funds from IISER Bhopal, CSIR and DST Government of India to R.S.T.

Author Contributions
U.G. and R.S.T. conceived and designed the experiments; U.G. and D.J. performed the experiments; U.G. and 
R.S.T. analyzed results and wrote the manuscript.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.

http://www.nature.com/srep


www.nature.com/scientificreports/

1 6Scientific RepoRts | 6:35322 | DOI: 10.1038/srep35322

How to cite this article: Golla, U. et al. Combined Transcriptomics and Chemical-Genetics Reveal Molecular 
Mode of Action of Valproic acid, an Anticancer Molecule using Budding Yeast Model. Sci. Rep. 6, 35322;  
doi: 10.1038/srep35322 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/
 
© The Author(s) 2016

http://creativecommons.org/licenses/by/4.0/

	Combined Transcriptomics and Chemical-Genetics Reveal Molecular Mode of Action of Valproic acid, an Anticancer Molecule using Budding Yeast Model
	Introduction
	Results
	Valproic acid exhibits dose-dependent cytotoxicity in budding yeast
	Functional enrichment analysis of valproic acid global transcriptome
	Valproic acid alters iron homeostasis and requires functional mitochondria for its tolerance
	Valproic acid treatment induces oxidative stress response, DNA repair genes and degradation of Sml1
	Valproic acid induces lipid homeostasis, unfolded protein response (UPR) genes and alters endoplasmic reticulum (ER) architecture
	Valproic acid induces cell wall biogenesis genes and activates Slt2 MAP Kinase of cell wall integrity (CWI) pathway
	Valproic acid activates Hog1 (p38) MAP Kinase of high osmolarity glycerol (HOG) pathway

	Discussion
	Methods
	Yeast Strains, Chemicals, Growth Media, and Growth Conditions
	Growth Sensitivity and Growth Curve Assays
	Clonogenic Assay
	Total RNA Isolation and Global Transcriptome Analysis
	Reverse Transcriptase PCR (RT-PCR) and quantitative PCR (qPCR)
	Preparation of Protein Extracts and Immunoblotting Analysis
	Microscopy
	β-Galactosidase Activity Assay

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Combined Transcriptomics and Chemical-Genetics Reveal Molecular Mode of Action of Valproic acid, an Anticancer Molecule using Budding Yeast Model
            
         
          
             
                srep ,  (2016). doi:10.1038/srep35322
            
         
          
             
                Upendarrao Golla
                Deepthi Joseph
                Raghuvir Singh Tomar
            
         
          doi:10.1038/srep35322
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 The Author(s)
          10.1038/srep35322
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep35322
            
         
      
       
          
          
          
             
                doi:10.1038/srep35322
            
         
          
             
                srep ,  (2016). doi:10.1038/srep35322
            
         
          
          
      
       
       
          True
      
   




