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Predicting inhibitory and activatory 
drug targets by chemically 
and genetically perturbed 
transcriptome signatures
Ryusuke Sawada1, Michio Iwata1, Yasuo Tabei2, Haruka Yamato1 & Yoshihiro Yamanishi1,3

Genome-wide identification of all target proteins of drug candidate compounds is a challenging issue 
in drug discovery. Moreover, emerging phenotypic effects, including therapeutic and adverse effects, 
are heavily dependent on the inhibition or activation of target proteins. Here we propose a novel 
computational method for predicting inhibitory and activatory targets of drug candidate compounds. 
Specifically, we integrated chemically-induced and genetically-perturbed gene expression profiles 
in human cell lines, which avoided dependence on chemical structures of compounds or proteins. 
Predictive models for individual target proteins were simultaneously constructed by the joint learning 
algorithm based on transcriptomic changes in global patterns of gene expression profiles following 
chemical treatments, and following knock-down and over-expression of proteins. This method 
discriminates between inhibitory and activatory targets and enables accurate identification of 
therapeutic effects. Herein, we comprehensively predicted drug–target–disease association networks 
for 1,124 drugs, 829 target proteins, and 365 human diseases, and validated some of these predictions 
in vitro. The proposed method is expected to facilitate identification of new drug indications and 
potential adverse effects.

Genome-wide identification of all target proteins of drug candidate compounds is a challenging issue in drug 
discovery. Most drugs are small compounds that interact with target proteins to inhibit or activate their biological 
functions. However, drugs often interact with both primary targets and other proteins (off-targets). Thus, eval-
uations of possible pharmaceutical effects on single target proteins and multiple off-target proteins are required 
to improve the efficacy and safety of drug candidate compounds1–3 and to identify new indications for existing 
drugs (drug repositioning)4,5.

Numerous computational methods have been proposed for genome-wide drug target prediction using che-
mogenomic approaches based on compound chemical structures and protein sequences or structures6–10 and 
using phenotypic approaches based on drug side effects and similarities11–14. In addition, drug-induced gene 
expression profiles in human cell lines offer promise for predicting drug targets15–19. However, these methods 
depend heavily on the knowledge of ligands for target proteins, and fail to distinguish between inhibitory and 
activatory effects on target proteins.

Discrimination between inhibitory and activatory targets is crucial in many stages of drug development20,21. 
The related phenotypic effects (therapeutic and adverse effects) are heavily dependent on the inhibition or acti-
vation of target proteins. For example, drugs that activate dopamine receptors are used as Parkinson’s disease 
medications, whereas drugs that inhibit dopamine receptors are used as antipsychotic medications. In addition, 
target proteins remain unidentified for more than 60% of approved drugs, and only 50% of known drug–target 
interactions have annotations of inhibitory or activatory effects, according to our survey of existing chemical 
databases22–28.
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Herein, we show that these problems can be addressed by integrating gene expression profiles following chem-
ical induction and genetic perturbation. Accordingly, we postulated that, if a compound inhibits a certain protein, 
the ensuing gene expression profile can be correlated with that after gene knock-down of the corresponding 
protein. Likewise, if a compound activates a certain protein, the gene expression profile after chemical treatment 
of the compound may be correlated with that after over-expression of the protein. Based on this hypothesis, we 
developed novel methods that predict inhibitory and activatory targets of drug candidate compounds based on 
transcriptomic changes in global patterns of gene expression following chemical inhibition or induction and gene 
knock-down or over-expression. Finally, we confirmed the utility of these methods in analyses of pharmaceutical 
modes of action and in drug repositioning for a wide range of diseases.

Results
Overview of the proposed methods. Initially, we constructed gene expression profiles (signatures) for 
compounds and proteins by introducing three types of perturbations into human cell lines. These included chem-
ical treatment, gene knock-down, and gene over-expression (Fig. 1A). 20,122 compounds were represented by 
chemical treatment signatures, whereas 4,331 proteins were represented by gene knock-down signatures and 
2,946 proteins were represented by gene over-expression signatures.

In the direct correlation (DC) method (Fig. 1B), we calculated correlation coefficients between the chemical treat-
ment and gene knock-down signatures, and between the chemical treatment and gene over-expression signatures for 
each of compound–protein pairs. Highly correlated compound–protein pairs were considered interacting pairs.

Figure 1C shows the joint learning (JL) method, in which predictive models are constructed for individual 
target proteins and are simultaneously learned to accommodate limited ligand information for target proteins. 
Models for inhibitory and activatory targets were then learned by sharing gene knock-down and over-expression 
similarities, respectively.

Correlation of chemical and genetic perturbations. We investigated distributions of correlation 
coefficients of known compound–protein interaction pairs and non-interacting compound–protein pairs. In 
these computations, known interaction pairs tended to have higher correlation coefficients than the other pairs 
among both inhibition (p-value < 10−20) and activation interactions (p-value < 0.0237), indicating that chemical 
treatment with an inhibitor or activator is transcriptionally correlated with knock-down or over-expression of 
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Figure 1. Data processing flow chart of the proposed method for predicting drug targets from transcriptome 
signatures of chemical and genetic perturbations; Panel (A) illustrates three types of gene expression profile 
for compounds and proteins. Compounds are represented by gene expression profiles after chemical treatment 
(chemical treatment signature). Proteins are represented by gene expression profiles after gene knock-down of 
the protein (gene knock-down signature), or by gene expression profiles after over-expression of the protein 
(gene over-expression signature). Panel (B) illustrates the direct correlation (DC) method. Correlation 
coefficients for inhibitory interaction pairs were calculated from chemical treatment and gene knock-down 
signatures. Correlation coefficients for activatory interaction pairs were calculated from chemical treatment 
and gene over-expression signatures. Panel (C) illustrates the joint learning (JL) method. Predictive models for 
individual target proteins were simultaneously learned by sharing protein similarities of gene knock-down and 
gene over-expression signatures.
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corresponding target protein. These results support the validity of the DC method. However, the correlation of 
chemical and genetic perturbations for activatory interactions is lower than that for inhibitory interactions. There 
is a possibility that the activation of a protein leads to reduction of its expression via negative feedback mecha-
nisms. The low correlation of chemical and genetic perturbations for activatory interactions may be explained by 
the negative feedback mechanisms.

In experiments with a subset of compounds, we examined approved drugs for which Anatomical Therapeutic 
Chemical (ATC) classification groups have been assigned. Figure 2A shows distributions of correlation coeffi-
cients between chemical treatment and gene knock-down signatures, and Fig. 2B shows distributions of corre-
lation coefficients between chemical treatment and gene over-expression signatures. Observed tendencies were 
dependent on ATC groups. For example, in the case of gene knock-down signatures, the tendencies were strong 
in Cardiovascular system and Antineoplastic groups, but were weak in Hormonal preparations and Antiinfective 
groups. In addition, the observed tendencies were strong in the inhibition, while the observed tendencies were 
relatively weak in the activation. These weak tendencies may reflect inclusion of non-interaction pairs that were 
previously unknown interaction pairs, and the ratio of previously unknown interaction pairs may differ between 
ATC groups, suggesting the presence of many unknown interaction pairs.

Performance evaluation. We tested the ability of the proposed DC and JL methods to reconstruct inhibi-
tory and activatory compound–protein interactions from gold standard data using cross-validation (CV) exper-
iments (see the Methods section). We compared the proposed methods with the pairwise learning (PL) method 
that is widely used in chemogenomics (see Supplementary Information), and evaluated performance using 
receiver operating characteristic (ROC) and precision-recall (PR) curves. Results are summarized as areas under 
the ROC curves (AUC) and areas under PR curves (AUPR).

Tables S1 and S2 show the results of CV experiments using DC, PL, and JL methods, and AUC and AUPR 
scores of individual target proteins and their averages are presented. Because multiple cell lines were included for 
identical compounds and proteins, we applied cell-averaging and cell-concatenating operations (see the Methods 
section). The JL method gave higher AUC and AUPR scores than DC and PL methods, indicating that supervised 
learning with known compound–protein interactions is relevant. In the JL method, cell-averaging operations 
worked better than cell-concatenating operations in most cases. One explanation about the low performance 
of the DC method is that the number of known compound–protein interactions is very limited. Note that the 
DC method is an unsupervised approach, while the proposed JL method is a supervised approach. Because the 
DC method is unsupervised, its accuracy may be underestimated, reflecting previously unknown interactions. 
If potentially true compound-protein interactions were regarded as negative examples in the gold standard data, 
the accuracy scores would be low in the case of unsupervised approach. The DC method did not work in the case 
of activation, but the JL method improved the accuracy even in the case of activation.

Figure 3 shows AUC scores based on numbers of known ligands for each protein for DC and JL methods using 
inhibition and activation benchmark datasets. AUC and AUPR scores for DC, PL, and JL methods are shown 
in Figures S3 and S4, respectively. AUC scores tended to be lower for lower degree values, whereas AUC scores 
tended to be higher with higher degree values. Hence, predictions are difficult when numbers of known ligand 
compounds in the learning set are small. Moreover, prediction accuracy for low degrees was better maintained 
with the JL method than with DC and PL methods.

Furthermore, we evaluated performances of target-based drug indication predictions and sensitivities 
to differences between inhibitory and activatory targets based on known therapeutic targets for diseases (see 
the Methods section). Figure 4 shows AUC and AUPR scores for diseases in drug indication predictions with and 
without distinctions between inhibitory and activatory targets. Note that previous methods for predicting drug 
indications were performed without distinguishing between inhibition and activation. Accuracy was greater with 

Figure 2. Distribution of correlation coefficients between chemical treatment signatures of inhibitors and gene 
knock-down signatures of the target proteins (A) and between chemical treatment signatures of activators and 
gene over-expression signatures of the target proteins (B). The corresponding box-plots are shown according 
to the first level of Anatomical Therapeutic Chemical (ATC) classification of drugs. White boxes indicate 
similarities of known interacting pairs, while gray boxes indicate similarities of the other pairs.
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distinction than without distinction. Hence, distinctions between inhibitory and activatory targets are crucial for 
appropriate evaluations of the therapeutic effects of candidate drug compounds on human diseases.

To investigate the sensitivity of the performance to the effect of the ratio of negative compounds against pos-
itive compounds in the training set, we generated a balanced training set by sampling such that the ratio of 
negative compounds against positive compounds is 3 (positive vs negative = 1:3) for each target protein, and 
performed additional cross-validation experiments. We compared the cross-validation results between the bal-
anced training set and the original training set (positive vs negative = 1:all), where in the both cases we used 
the same test set and evaluated all compounds in the test set. Table S3 in Supplementary Information shows the 
corresponding AUC and AUPR scores, and Figure S6 in Supplementary Information shows the box-plots of the 
corresponding AUC and AUPR scores by degrees. It was observed that the AUC and AUPR scores of the balanced 

Figure 3. Distributions of AUC scores for individual target proteins; AUC scores are plotted against numbers 
of known ligands (degree) for each protein. Upper and lower rows indicate results for inhibition and activation 
benchmark datasets, respectively.

Figure 4. Performance evaluation of drug indication predictions. Panels A and B show AUC and AUPR scores 
for diseases, respectively, in the presence and absence of distinctions between inhibitory and activatory targets.
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training set were lower than those of the original training set. We used all negative compounds in the training set 
for constructing a predictive model in this study.

Large-scale prediction of drug–target–disease networks. Herein, we applied the proposed methods 
to drug repositioning and predicted new indications of 1,124 drugs (registered in Japan, USA, and Europe) for 
365 human diseases. Initially, we estimated target proteins for these drugs using the JL method, for which pre-
dictive models were learned using all gold standard data as training data. We focused on the top 5% predictions, 
which produced 42,174 inhibitory drug–protein interaction pairs among 760 drugs and 755 proteins and 4,141 
activatory drug–protein interaction pairs among 622 drugs and 74 proteins.

Subsequently, we comprehensively predicted novel drug indications with target profiles comprising known 
targets and newly predicted targets, based on known therapeutic targets of diseases (see Methods section). We 
confirmed the validity of several prediction results using independent resources that were absent from the learn-
ing data. For example, the antifungal drug ciclopirox was predicted to inhibit B-cell lymphoma 2 (BCL-2) as a 
treatment for leukemia. BCL-2 is a recently identified therapeutic target that is highly expressed in various cancer 
cell types, and its inhibition has antiproliferative effects29, as indicated by antileukemia effects of ciclopirox30. 
Tibolone is prescribed to ease menopausal symptoms, but was predicted to activate the vitamin D receptor 
(VDR). Because vitamin D deficiency decreases bone density and increases the risk of osteoporosis31, Tibolone 
has been predicted to have efficacy as a treatment for osteoporosis, and corresponding therapeutic effects were 
reported32. Figure 5 shows a small portion of the resulting drug–target–disease association network, which pro-
vides mechanistic insights into predicted drug indications. Networks involving the confirmed examples and other 
predicted pairs with high prediction scores for inhibitory and activatory interactions were generated by using 
Cytoscape33.

Experimental validation in in vitro assays. We focused on retinoic acid receptor α (RAR α) as a target 
protein. RAR α is a nuclear receptor that is involved in signal transduction for cellular maturation and differ-
entiation34, and is required for estrogen-related cell profiles35. Inhibition of RAR α induced apoptosis in breast 
cancer cells36 and RAR α silencing inhibited cancer cell proliferation37. Thus, the inhibition of RAR α may lead to 
therapeutic effects in estrogen-related cancers such as breast and ovarian cancers.

We focused on sulfamethoxypyridazine, prenylamine lactate, and dienestrol that were top 3 compounds pre-
dicted to inhibit RAR α. We tested the activities of the three compounds in cellular assays (see the Methods 
section and Supplementary Information for more details). We were able to confirm the activity of dienestrol, but 
unable to confirm the activities of sulfamethoxypyridazine and prenylamine lactate.

Figure 6 shows the dose response curve of dienestrol in the antagonist mode. In these experiments, dienestrol 
antagonized the RAR α with an IC50 of 2.75 μM. Moreover, percentage activity decreased from approximately 
65% to 35%. No agonistic effects were observed. These experimental results validate the prediction that dienestrol 

Figure 5. A small portion of the drug–protein–disease network predicted by the joint learning method. Blue 
circles indicate drugs, red rectangles indicate proteins, and green diamonds indicate diseases. Orange arrows 
indicate newly predicted activatory interactions and green T-shapes indicate newly predicted inhibitory 
interactions. Gray arrows indicate known activatory associations and gray T-shapes indicate known inhibitory 
associations.
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inhibits signal transduction via RAR α. Thus, the anti-psychotic drug dienestrol may be useful for the treatment 
of estrogen-related breast and ovarian cancers.

Discussion
In this study, we propose novel methods for predicting inhibitory and activatory targets of drug compounds 
on a genome-wide scale. The present methods are novel integrations of chemically and genetically perturbed 
transcriptome data, and can be used to discriminate between inhibitory and activatory targets. Furthermore, 
simultaneous predictions for multiple target proteins improved the accuracy for proteins with limited ligand 
information. Finally, we demonstrated the utility of the proposed methods for predictions of drug targets and 
indications. We suggest that the proposed methods will facilitate the understanding of modes of action of candi-
date drug compounds.

Phenotype-based high-throughput screening (PHTS) can be used to identify drug candidate compounds that 
lead to desired phenotypes38. However, the underlying molecular mechanisms of hit compounds identified by 
PHTS remain unknown, and further investigations are required to determine target proteins with desired pheno-
type associations39,40. To this end, the present methods can be used to relate phenotypic effects of hit compounds 
with corresponding target proteins. Drug repositioning may also be a promising application of the proposed 
method, because although various computational methods for systematic drug repositioning have been devel-
oped using molecular data16,41–50, most of these are purely predictive and lack biological relevance. In contrast, 
the present method can indicate comprehensive drug–target–disease networks in which inhibitory and activatory 
targets are distinguished for drugs and diseases.

Another promising application of the proposed method may be in the prediction of adverse drug effects13,51–53. 
For example, drugs that inhibit dopamine receptors should not be prescribed for Parkinson’s disease, because 
dopamine agonists are medications for Parkinson’s disease. Similarly, drugs that activate dopamine receptors 
should not be prescribed for psychotic patients, because some anti-psychotics drugs are inhibitors of dopamine 
receptors. Accordingly, the present method facilitates evaluations of risk in clinical applications.

As a result of investigating our hypothesis, we showed that inhibitors (resp. activators) were correlated with 
inhibitory targets (resp. activatory targets) in terms of gene expression patterns, but these correlations were 
sometimes weak. We also showed that the weak correlations could be overcome to some extent by simultaneous 
prediction with a machine learning technique. However, there remains much room for the improvement of the 
proposed method. For example, the identification of features predictive towards the labels and the improvement 
of cell-averaging/cell-concatenating operations are important tasks. We would like to tackle these problems as 
important future works.

Methods
Chemically-induced and genetically-perturbed transcriptome. Gene expression profiles from the 
Library of Integrated Network-based Cellular Signatures (LINCS) project were obtained from the Broad Institute’s 
website (http://download.lincs-cloud.org/)54, and the effects of chemical treatments, gene knock-down, and gene 
over-expression were compared. In this study, we used gene expression profiles of chemical treatments to repre-
sent drug features. Subsequently, we analyzed gene expression profiles following gene knock-down to represent 
features of inhibitory target proteins, and gene expression profiles following gene over-expression to represent 
features of activated target proteins. Gene expression levels were measured using flow cytometry, and test samples 
were prepared using 384-well plates. LINCS provided 978 landmark genes (L1000 genes). We used the expression 
of 978 landmark genes as the gene expression signatures in this study.

We prepared three types of gene expression profiles, including drug candidate compounds, inhibitory target 
proteins, and activatory target proteins (Fig. 1A). We selected 663,572 chemical treatment signatures (“trt_cp”), 
448,737 gene knock-down profiles (“trt_sh”), 86,267 gene over-expression profiles (“trt_oe”), and 81,342 con-
trol profiles (“ctl_”). We then normalized gene expression profile values to corresponding control profiles and 

Figure 6. Dose response curve of dienestrol (solid line) in the RAR α assay in the antagonist and agonist 
modes. The horizontal axis shows the log concentration of dienestrol. The vertical axis shows percentage 
dienestrol activity. Circles represent data points from triplicate experiments.

http://download.lincs-cloud.org/
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calculated z-scores. Compounds with chemical treatment signatures and proteins encoded by the genes that 
were identified in gene knock-down and over-expression signatures were converted to InChIKey (http://www.
iupac.org/home/publications/e-resources/inchi.html) and KEGG GENE IDs26, respectively. We obtained a total 
of 114,642 chemical treatment signatures including 20,122 compounds and 71 cell lines, 37,558 gene knock-down 
signatures including 4,331 proteins and 20 cell lines, and 19,859 gene over-expression signatures including 2,946 
proteins and 10 cell lines.

Gene expression profiles for single drugs or genes were generated using multiple cell lines. Thus, we used 
cell-averaging and cell-concatenating operations. For cell-averaging operations, all cell line profiles were aver-
aged, and in cell-concatenating operations, all cell line profiles were concatenated into a single profile.

Inhibitory and activatory compound–protein interactions. Inhibitory and activatory interactions 
of compound–protein pairs, including drug–protein pairs, were obtained from the seven public databases 
ChEMBL22, MATADOR23, DrugBank24, Psychoactive Drug Screening Program Ki (PDSP-Ki)25, KEGG DRUG26, 
BindingDB27 and Therapeutic Target Database28.

For ChEMBL, we selected only compound–protein interaction pairs that were clearly denoted as active inter-
actions or had a binding affinity less than 30 μM. We used the following criteria to select inhibition or activation 
pairs from the interactome database. We selected the drug–protein pair with defined inhibition or activation 
interactions (definition field includes the”inhibitor”,”activator”,”antagonist” or”agonist”). In addition, we selected 
interaction pairs with inhibitory binding affinity units (IC50 and Ki) as inhibition pairs. We selected compound–
protein pairs with defined inhibitory or activatory interactions using the following definition fields: inhibitor, 
activator, antagonist, and agonist, and selected interaction pairs with inhibitory binding affinity data. In total, 
10,031 compound–protein inhibitory interactions (2,445 compounds and 769 proteins) and 432 compound–pro-
tein activatory interactions (350 compounds and 77 proteins) were obtained. The compound–protein interactions 
consisted of compounds and proteins from chemical treatment signatures, gene knock-down signatures, and gene 
over-expression signatures were used as gold standard data in CV experiments to evaluate the performance of 
drug target estimation.

Direct correlation (DC) method. To predict inhibitory and activatory interactions, correlation coefficients 
of chemical treatment signatures and gene knock-down signatures, and correlation coefficients of chemical treat-
ment signatures and gene over-expression signatures were calculated, respectively. Highly correlated compound–
protein pairs were considered candidate interaction pairs, and the corresponding correlation coefficients were 
used as prediction scores.

Joint learning (JL) method. Individual predictive models were constructed for multiple target proteins, 
and the models simultaneous learning was achieved by sharing protein similarities based on gene knock-down 
and over-expression profiles.

In these computations, we predicted whether or not a given compound Xi(i = 1,2, … , N) would inhibit or 
activate the m-th target proteins (m = 1, 2, … , M). We then constructed statistical models defined as 

φ=f X Xw( ) ( )m
inh

i m
inh

i
T  and φ=f X Xw( ) ( )m

act
i m

act
i

T , where compound Xi is represented by the chemical treatment 
signature φ X( )i , wm

inh is a weight vector for inhibiting the m-th target protein, and wm
act is a weight vector for acti-

vating the m-th target protein. To accommodate compound actions that are poorly characterized, we learned 
individual predictive models …f f f, , ,inh inh

M
inh

1 2 , by sharing known gene knock-down perturbations across M 
target proteins, and learned …f f f, , ,act act

M
act

1 2 , respectively, by sharing known gene over-expression perturba-
tions across M target proteins. Details of the algorithm are described in the Supplementary Information.

Performance evaluation protocol. To perform CV experiments, all compounds in the gold standard 
compound–target interaction datasets were split into five subsets for use as test data and the other subsets were 
used as training data. Target proteins of test compounds were then predicted using a predictive model that was 
constructed with training data. Finally, prediction accuracy was evaluated using prediction scores of all test 
compounds.

The number of positive samples is much smaller than that of negative samples in the gold standard datasets. 
In this study, there are 10,031 positives and 1,870,174 negatives for inhibition and 432 positives and 26,518 nega-
tives for activation. In general, the imbalanced sets produce low AUPR values. In practice the number of negative 
examples is much larger than that of positive examples, thus it is important to simulate such practical situations 
in the cross-validation experiments. We evaluated the accuracy for individual proteins and calculated the average 
over the proteins. Many proteins have few ligands (e.g., only one or two drugs inhibiting/activating the proteins), 
thus it is very difficult to learn on such a small number of positive examples. Thus, the resulting AUPR scores tend 
to be low.

Drug indication predictions. Drug indications (applicable diseases) were predicted from target profiles 
of drugs, including primary targets, off targets, and target profiles of diseases. For each drug–disease pair, we 
identified inhibitory and activatory target proteins that appeared in the drug target profile and in the disease 
target profile. Drugs were then linked to diseases when at least one common target protein could be distinguished 
in terms of inhibition and activation. We repeated this procedure for all drug–disease pairs and extended pre-
vious methods50 by accommodating differences between inhibition and activation. Details are described in the 
Supplementary Information.

In vitro assays. The effects of compounds against human retinoic acid receptor alpha (RAR α) were deter-
mined using Mammalian one-hybrid type GAL4-Reporter Gene Assays, which were performed by Phenex 

http://www.iupac.org/home/publications/e-resources/inchi.html
http://www.iupac.org/home/publications/e-resources/inchi.html
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Pharmaceuticals AG using HEK293 cells (DSMZ ACC 305). Assays were conducted in two modes, agonist and 
antagonist, where the compound was tested at 9 concentrations with 2 vehicle controls in quadruplicate. In the 
antagonist mode, lower levels of luminescence were observed for higher concentrations of antagonists, whereas in 
the agonist mode, higher levels of luminescence were observed for higher concentrations of agonists. More details 
of the experimental procedures are presented in the Supplementary Information.

References
 1. Whitebread, S., Hamon, J., Bojanic, D. & Urban, L. Keynote review: in vitro safety pharmacology profiling: an essential tool for 

successful drug development. Drug Discovery Today 10, 1421–1433 (2005).
 2. Lin, S.-F., Xiao, K.-T., Huang, Y.-T., Chiu, C.-C. & Soo, V.-W. Analysis of adverse drug reactions using drug and drug target 

interactions and graph-based methods. Artificial Intelligence in Medicine 48, 161–166 (2010).
 3. Blagg, J. Structure–activity relationships for in vitro and in vivo toxicity. Annual Reports in Medicinal Chemistry 41, 353–368 (2006).
 4. Ashburn, T. T. & Thor, K. B. Drug repositioning: identifying and developing new uses for existing drugs. Nature Reviews Drug 

discovery 3, 673–683 (2004).
 5. Chong, C. R. & Sullivan, D. J. New uses for old drugs. Nature 448, 645–646 (2007).
 6. Nagamine, N. & Sakakibara, Y. Statistical prediction of protein–chemical interactions based on chemical structure and mass 

spectrometry data. Bioinformatics 23, 2004–2012 (2007).
 7. Yamanishi, Y., Araki, M., Gutteridge, A., Honda, W. & Kanehisa, M. Prediction of drug–target interaction networks from the 

integration of chemical and genomic spaces. Bioinformatics 24, i232–i240 (2008).
 8. Faulon, J.-L., Misra, M., Martin, S., Sale, K. & Sapra, R. Genome scale enzyme–metabolite and drug–target interaction predictions 

using the signature molecular descriptor. Bioinformatics 24, 225–233 (2008).
 9. Jacob, L. & Vert, J.-P. Protein-ligand interaction prediction: an improved chemogenomics approach. Bioinformatics 24, 2149–2156 

(2008).
 10. Keiser, M. J. et al. Predicting new molecular targets for known drugs. Nature 462, 175–181 (2009).
 11. Campillos, M., Kuhn, M., Gavin, A.-C., Jensen, L. J. & Bork, P. Drug target identification using side-effect similarity. Science 321, 

263–266 (2008).
 12. Yamanishi, Y., Kotera, M., Kanehisa, M. & Goto, S. Drug-target interaction prediction from chemical, genomic and pharmacological 

data in an integrated framework. Bioinformatics 26, i246–i254 (2010).
 13. Atias, N. & Sharan, R. An algorithmic framework for predicting side effects of drugs. Journal of Computational Biology 18, 207–218 

(2011).
 14. Takarabe, M., Kotera, M., Nishimura, Y., Goto, S. & Yamanishi, Y. Drug target prediction using adverse event report systems: a 

pharmacogenomic approach. Bioinformatics 28, i611–i618 (2012).
 15. Iorio, F., Tagliaferri, R. & Bernardo, Dd Identifying network of drug mode of action by gene expression profiling. Journal of 

Computational Biology 16, 241–251 (2009).
 16. Iorio, F. et al. Discovery of drug mode of action and drug repositioning from transcriptional responses. Proceedings of the National 

Academy of Sciences 107, 14621–14626 (2010).
 17. Wang, K. et al. Prediction of drug-target interactions for drug repositioning only based on genomic expression similarity. PLoS 

Computational Biology 9, e1003315 (2013).
 18. Hizukuri, Y., Sawada, R. & Yamanishi, Y. Predicting target proteins for drug candidate compounds based on drug-induced gene 

expression data in a chemical structure-independent manner. BMC Medical Genomics 8, 82 (2015).
 19. Iwata, M., Sawada, R., Iwata, H., Kotera, M. & Yamanishi, Y. Elucidating the modes of action for bioactive compounds in a cell-

specific manner by large-scale chemically-induced transcriptomics. Scientific Reports 7, 40164 (2017).
 20. Schenone, M., Dančík, V., Wagner, B. K. & Clemons, P. A. Target identification and mechanism of action in chemical biology and 

drug discovery. Nature Chemical Biology 9, 232–240 (2013).
 21. Gibbs, J. B. Mechanism-based target identification and drug discovery in cancer research. Science 287, 1969–1973 (2000).
 22. Gaulton, A. et al. Chembl: a large-scale bioactivity database for drug discovery. Nucleic Acids Research 40, D1100–D1107 (2012).
 23. Günther, S. et al. Supertarget and matador: resources for exploring drug-target relationships. Nucleic Acids Research 36, D919–D922 

(2008).
 24. Knox, C. et al. Drugbank 3.0: a comprehensive resource for â€˜omicsâ€™ research on drugs. Nucleic Acids Research 39, 

D1035–D1041 (2011).
 25. Roth, B. L., Lopez, E., Patel, S. & Kroeze, W. K. The multiplicity of serotonin receptors: uselessly diverse molecules or an 

embarrassment of riches? The Neuroscientist 6, 252–262 (2000).
 26. Kanehisa, M., Goto, S., Furumichi, M., Tanabe, M. & Hirakawa, M. Kegg for representation and analysis of molecular networks 

involving diseases and drugs. Nucleic Acids Research 38, D355–D360 (2010).
 27. Liu, T., Lin, Y., Wen, X., Jorissen, R. N. & Gilson, M. K. Bindingdb: a web-accessible database of experimentally determined 

protein–ligand binding affinities. Nucleic Acids Research 35, D198–D201 (2007).
 28. Qin, C. et al. Therapeutic target database update 2014: a resource for targeted therapeutics. Nucleic Acids Research 42, D1118–D1123 

(2014).
 29. Souers, A. J. et al. Abt-199, a potent and selective bcl-2 inhibitor, achieves antitumor activity while sparing platelets. Nature Medicine 

19, 202–208 (2013).
 30. Eberhard, Y. et al. Chelation of intracellular iron with the antifungal agent ciclopirox olamine induces cell death in leukemia and 

myeloma cells. Blood 114, 3064–3073 (2009).
 31. Sunyecz, J. A. The use of calcium and vitamin d in the management of osteoporosis. Therapeutics and Clinical Risk Management 4, 

827–836 (2008).
 32. Lazovic, G. et al. Tibolone and osteoporosis. Archives of Gynecology and Obstetrics 276, 577–581 (2007).
 33. Franz, M. et al. Cytoscape. js: a graph theory library for visualisation and analysis. Bioinformatics 32, 309–311 (2015).
 34. Di Masi, A. et al. Retinoic acid receptors: from molecular mechanisms to cancer therapy. Molecular Aspects of Medicine 41, 1–115 

(2015).
 35. Hua, S., Kittler, R. & White, K. P. Genomic antagonism between retinoic acid and estrogen signaling in breast cancer. Cell 137, 

1259–1271 (2009).
 36. Toma, S. et al. Rar antagonist ro 41-5253 inhibits proliferation and induces apoptosis in breast-cancer cell lines. International Journal 

of Cancer 78, 86–94 (1998).
 37. Ross-Innes, C. S. et al. Cooperative interaction between retinoic acid receptor-α and estrogen receptor in breast cancer. Genes & 

Development 24, 171–182 (2010).
 38. Lee, J. A., Uhlik, M. T., Moxham, C. M., Tomandl, D. & Sall, D. J. Modern phenotypic drug discovery is a viable, neoclassic pharma 

strategy. Journal of Medicinal Chemistry 55, 4527–4538 (2012).
 39. Swinney, D. C. & Anthony, J. How were new medicines discovered? Nature Reviews Drug discovery 10, 507–519 (2011).
 40. Moffat, J. G., Rudolph, J. & Bailey, D. Phenotypic screening in cancer drug discovery?past, present and future. Nature Reviews Drug 

discovery 13, 588–602 (2014).



www.nature.com/scientificreports/

9Scientific REPORTS |  (2018) 8:156  | DOI:10.1038/s41598-017-18315-9

 41. Lamb, J. et al. The connectivity map: using gene-expression signatures to connect small molecules, genes, and disease. Science 313, 
1929–1935 (2006).

 42. Hu, G. & Agarwal, P. Human disease-drug network based on genomic expression profiles. PLoS One 4, e6536 (2009).
 43. Chiang, A. P. & Butte, A. J. Systematic evaluation of drug-disease relationships to identify leads for novel drug uses. Clinical 

Pharmacology and Therapeutics 86, 507 (2009).
 44. Ye, H., Tang, K., Yang, L., Cao, Z. & Li, Y. Study of drug function based on similarity of pathway fingerprint. Protein & Cell 3, 

132–139 (2012).
 45. Zhao, S. & Li, S. A co-module approach for elucidating drug–disease associations and revealing their molecular basis. Bioinformatics 

28, 955–961 (2012).
 46. Gottlieb, A., Stein, G. Y., Ruppin, E. & Sharan, R. Predict: a method for inferring novel drug indications with application to 

personalized medicine. Molecular Systems Biology 7, 496 (2011).
 47. Yang, L. & Agarwal, P. Systematic drug repositioning based on clinical side-effects. PLoS One 6, e28025 (2011).
 48. Wang, Y., Chen, S., Deng, N. & Wang, Y. Drug repositioning by kernel-based integration of molecular structure, molecular activity, 

and phenotype data. PLoS One 8, e78518 (2013).
 49. Iwata, H., Sawada, R., Mizutani, S. & Yamanishi, Y. Systematic drug repositioning for a wide range of diseases with integrative 

analyses of phenotypic and molecular data. Journal of Chemical Information and Modeling 55, 446–459 (2015).
 50. Sawada, R., Iwata, H., Mizutani, S. & Yamanishi, Y. Target-based drug repositioning using large-scale chemical–protein interactome 

data. Journal of Chemical Information and Modeling 55, 2717–2730 (2015).
 51. Lounkine, E. et al. Large-scale prediction and testing of drug activity on side-effect targets. Nature 486, 361–367 (2012).
 52. Pauwels, E., Stoven, V. & Yamanishi, Y. Predicting drug side-effect profiles: a chemical fragment-based approach. BMC 

Bioinformatics 12, 169 (2011).
 53. Zhang, W., Liu, F., Luo, L. & Zhang, J. Predicting drug side effects by multi-label learning and ensemble learning. BMC Bioinformatics 

16, 365 (2015).
 54. Duan, Q. et al. Lincs canvas browser: interactive web app to query, browse and interrogate lincs l1000 gene expression signatures. 

Nucleic Acids Research W449–W460 (2014).

Acknowledgements
This work is supported by JST PRESTO Grant Number JPMJPR15D8.

Author Contributions
Y.Y. designed research; R.S. performed the experiments; R.S., M.I., Y.T., and H.Y. contributed new analytic tools; 
R.S., and Y.Y. wrote the paper.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-017-18315-9.
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.1038/s41598-017-18315-9
http://creativecommons.org/licenses/by/4.0/

	Predicting inhibitory and activatory drug targets by chemically and genetically perturbed transcriptome signatures
	Results
	Overview of the proposed methods. 
	Correlation of chemical and genetic perturbations. 
	Performance evaluation. 
	Large-scale prediction of drug–target–disease networks. 
	Experimental validation in in vitro assays. 

	Discussion
	Methods
	Chemically-induced and genetically-perturbed transcriptome. 
	Inhibitory and activatory compound–protein interactions. 
	Direct correlation (DC) method. 
	Joint learning (JL) method. 
	Performance evaluation protocol. 
	Drug indication predictions. 
	In vitro assays. 

	Acknowledgements
	Figure 1 Data processing flow chart of the proposed method for predicting drug targets from transcriptome signatures of chemical and genetic perturbations Panel (A) illustrates three types of gene expression profile for compounds and proteins.
	Figure 2 Distribution of correlation coefficients between chemical treatment signatures of inhibitors and gene knock-down signatures of the target proteins (A) and between chemical treatment signatures of activators and gene over-expression signatures of 
	Figure 3 Distributions of AUC scores for individual target proteins AUC scores are plotted against numbers of known ligands (degree) for each protein.
	Figure 4 Performance evaluation of drug indication predictions.
	Figure 5 A small portion of the drug–protein–disease network predicted by the joint learning method.
	Figure 6 Dose response curve of dienestrol (solid line) in the RAR α assay in the antagonist and agonist modes.




