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Abstract

targets makes this prohibitively expensive.

constructed from the PubChem database.

Drug discovery

Background: Drug discovery and development has been aided by high throughput screening methods that detect
compound effects on a single target. However, when using focused initial screening, undesirable secondary effects
are often detected late in the development process after significant investment has been made. An alternative
approach would be to screen against undesired effects early in the process, but the number of possible secondary

Results: This paper describes methods for making this global approach practical by constructing predictive models
for many target responses to many compounds and using them to guide experimentation. We demonstrate for
the first time that by jointly modeling targets and compounds using descriptive features and using active machine
learning methods, accurate models can be built by doing only a small fraction of possible experiments. The
methods were evaluated by computational experiments using a dataset of 177 assays and 20,000 compounds

Conclusions: An average of nearly 60% of all hits in the dataset were found after exploring only 3% of the
experimental space which suggests that active learning can be used to enable more complete characterization
of compound effects than otherwise affordable. The methods described are also likely to find widespread
application outside drug discovery, such as for characterizing the effects of a large number of compounds or
inhibitory RNAs on a large number of cell or tissue phenotypes.
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Background

Drug discovery and development is a lengthy process
that begins with the identification of potential drug tar-
gets and ends after testing in clinical trials. The targets
are generally identified through basic science studies as
being critical components affected in a disease. Once a
target protein has been identified, the goal is to identify
drug-like compounds that either increase or decrease its
activity. High throughput screening (HTS) and high con-
tent screening (HCS) are frequently used to ascertain
the effects of many compounds on a target. However,
even with automation, screening a large experimental
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space can be expensive (especially for HCS). One ap-
proach to reducing the need for experimentation is to
generate a model for compound effects in silico, a process
referred to as virtual screening. There are two common
methods [1]. During a quantitative structure activity rela-
tionship (QSAR) analysis, molecules are checked for the
presence or absence of specific structural elements. The
vector describing a molecule is referred to as a “finger-
print.” QSAR methods have been used to make predic-
tions about the activity of compounds on target proteins
[2,3]. Molecular docking is an alternative method that
requires knowledge of the structure of both target and
compound [4,5]. Computer simulations are run in which
the target and compound are forced into contact and the
interaction energy between the target and compound mol-
ecule estimated. These methods take into consideration
features of the target protein and potential drugs. Beyond
virtual screening, efforts have also been made to apply
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machine learning techniques to the wealth of information
available in the PubChem database, paying particular
attention to the gross imbalance of active to inactive com-
pounds [6,7] in efforts to make accurate predictions of the
effects of compounds on targets.

These predictive studies consider the effects of many
compounds on one (or a small number) of targets in
order to identify promising compounds for further devel-
opment. However, it is not uncommon in drug develop-
ment for previously unknown effects to be discovered
after significant investment in a potential drug, resulting
in relatively high attrition rates in later phases or even
after drug release [8]. These side effects are not discovered
earlier because screening is for desired effects of com-
pounds on a single target protein without considering
whether compounds have undesired effects on other
targets. This suggests that early drug screening should
consider a larger portion of the compound-target effect
space [9]. Ideally, we would have knowledge of the whole
experimental space of compounds and targets (which we
can represent as a matrix with rows for each target (~10%)
and columns for each compound (~10%).

By having knowledge of all effects of all compounds,
much more informed decisions could be made about
which compounds to advance through the development
process (including the possibility that a desired drug
should have more than one effect as well as minimal side
effects). However, measuring the full matrix would require
on the order of 10’ measurements, the cost of which
would be prohibitive. An alternative is clearly needed.

As with single targets, predictive modeling methods
for the larger space have also been described. Chemoge-
nomic approaches have been developed that concurrently
consider the similarity of compounds and the similarity of
ligands to make predictions for unknown associations
between proteins and compounds [10]. Furthermore,
methods have been developed that allow for the identifica-
tion of compounds with a desired effect profile across
multiple targets by using evolutionary methods to
generate compounds to be tested [11]. These polyphar-
macological methods make predictions for the effects of
compounds across multiple targets. Using text mining
methods, clinical outcome records have also been ana-
lyzed to predict effects [12]. Inverse docking methods have
been developed as well which start with a compound and
measure the interaction energy between the compound
and multiple proteins [13].

Building any of these predictive models requires data
for at least a subset of all possible experiments. This is
typically all data currently available, or new results for a
human-specified subset thought to be representative. In
approaches like those mentioned above, machine learning
methods are then used to predict results for a large set of
compounds, and a small number of these are tested. In
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most cases, the process stops after this, and selected com-
pounds are advanced to further development. However,
the process can be made iterative, so that information
from the additional experiments may be used to improve
the model, make new predictions and select more experi-
ments to execute [14]. This type of approach is referred to
as active learning in the machine learning literature. In
active learning, rather than being chosen in advance,
experiments are iteratively selected to most improve the
accuracy of the predictive model. In the context of drug
development, this should require fewer experiments to
make accurate predictions (of both desired and undesired
effects) allowing for more effective decisions and reduced
late-phase attrition [9]. While active learning is widely
used in some fields, there have been only limited applica-
tions to biological problems [15-21].

Active learning consists of three phases performed in a
loop (as illustrated for the work described here in
Figure 1). A campaign of experiments can be initialized
either using prior results from literature or databases or
by randomly selecting a batch of experiments from an
experimental space. (1) A model is generated to represent
the currently available data. (2) From that model, expe-
riments are selected for execution that are expected to
improve the model. (3) The set of experiments is executed
and the resulting data are combined with previously
collected experimental data. The loop then continues
from Step 1 until either a desired accuracy of predictions
is achieved or a specified budget has been exhausted.
There have been limited previous applications of active
learning to the drug discovery process. In these efforts,
compound activity was considered to be binary (active
or inactive) and effort was focused on only a single
target [22,23].

The most important difference of the work described
here from previous approaches is our emphasis on active
machine learning to simultaneously model the effects of
many compounds on many targets. To demonstrate the
utility of active learning for drug discovery in the con-
text of multi-target modeling, we combined two model-
ing approaches to make predictions about activities for
large numbers of combinations of compounds and targets.
Our model uses features developed for virtual screening
to describe compounds, and features from sequence ana-
lysis to describe target proteins. As a part of this effort, we
did not endeavor to make the most accurate predictive
model possible. Rather, we investigated the utility of apply-
ing active learning in combination with predictive models
in order to efficiently discover active compound-target
pairs. In tests using data from the PubChem database, we
found that active compound-target pairs could be discov-
ered as much as twenty-four times faster using active
learning than by random selection of experiments. The
algorithms we describe are also computationally efficient,
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Figure 1 An active learning pipeline for an experimental space with N proteins and M compounds. (a) A round of active learning

begins with the data for all of the experiments that have been observed so far. (b) A separate model is constructed for each protein using the
compound features to make predictions for the effect of each compound on the activity of that protein. This is illustrated for Protein 2 for which
regression using the observed experiments for Compounds 2 and 5 predicts that Compound 4 would show an activity of 6. This model is
referred to as CFO. (c) A separate model is constructed for each compound using the protein features to make predictions for the effect of that
compound on the activity of each protein. This is illustrated for Compound 4 for which regression using the observed experiments for Proteins 4
and N predicts that Protein 2 would show an activity of 2. This model is referred to as PFO. (d) For the CCT approach, if predictions from both
methods are available, they are averaged. (In the early rounds when no experiments may have been observed for a given protein or compound,
predictions from both models may not be possible). (€) The complete set of observations and predictions is shown, and experiments that would
be chosen for the next round of acquisition by different methods are shown (greedy selection would pick the experiments with the highest
predicted values, while density selection would pick experiments for compounds and proteins that are most different from those previously
selected). The results for the chosen experiments will be added to those observed so far to begin the next round of active learning.
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making application to very large experimental spaces
practical.

Results

Dataset

To evaluate our proposed approaches, we chose to use
existing experimental results for assays on many targets
and many compounds. We therefore began by assembling
a large set of compound effect scores from PubChem
(http://pubchem.ncbinlm.nih.gov). In total, compound ac-
tivity scores for 177 assays were assembled. Of these
assays, 108 were from in vitro assays and 69 were from
in vivo assays. Of the 600,000 compounds in PubChem
across the 177 assays, an average of 30% had a reported
activity score for a given assay. (We do not know but
assume that the missing values are approximately missing
at random.) Of these, we created a dataset of all assay data
for 20,000 randomly-chosen compounds, resulting in a
system with 3.5 million possible experiments (the distribu-
tion of scores across all compounds and assays is shown
in Additional file 1). All combinations of target and com-
pound with scores above 80 or below —80 were marked as
hits. (Note that each PubChem assay includes its own
rank score cutoff above which a chemical is considered to
be “active”. Our cutoff of 80 is more stringent than that
used for most assays.) Information on the assays, com-
pounds and their respective features, can be found in the
Additional files 2 and 3.

Model definition

As an initial approach to constructing a predictive model,
we explored using linear combinations of features. Given
the large numbers of features involved, lasso regression
[24] was used because it allows for efficient feature selec-
tion for linear regression models. We note that while the
assay scores may be non-linearly related to true activity,
and while estimates of true activity may be obtained by
further manipulation or testing, we expect them to be
good approximate predictors of which combinations of
compounds and targets will show high activity.

Three approaches to prediction of the assay scores
were used. The first approach used compound features
only (CFO) to predict the activity of each compound in
a given assay (analogously to QSAR). Using lasso regres-
sion, compound features were selected that were strongly
indicative of the activity of a compound on a single target.
A regression model was learned for each individual target
allowing for the selection of compound features unique to
a target (Figure 1b and Equation 1). The second approach
used protein features only (PFO) to predict the effect on
each target of a given compound. When considering
all experiments which involved a single compound,
lasso regression allowed us to select features of the target
protein which were indicative of the likelihood for a target
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to be affected by that single compound (Figure 1c and
Equation 2). The third approach made a combined com-
pound-target (CCT) prediction by averaging the two
predictions for each compound-target combination
(Figure 1d and Equation 3).

Evaluating model performance

We first sought to determine how accurately these
models could predict target-compound hits as a function
of how much training data was available. To do this, we
randomly sampled a sequence of experiments in batches
of 384 experiments until 3% of the experimental space
had been sampled (note that each combination of assay
and compound was considered independently when selec-
ting random experiments). As each experiment was sam-
pled, we combined it with all previous experiments from
that sequence to train a model and evaluated its ability to
predict hits for all remaining data.

A receiver-operator characteristic (ROC) curve was
calculated for each of these models by varying the classi-
fication threshold to predict a hit (note that only the
prediction threshold was varied; the definition of an actual
hit as having an absolute value above 80 was unchanged).
Finally, the area under the ROC curve was calculated for
each set of predictions. This process was repeated ten
times for each of the three prediction approaches de-
scribed above (CFO, PFO and CCT). The means and
standard errors of the area under the ROC curve for the
ten trials for each prediction approach are shown in
Figure 2. Two methods can be considered to generate
random predictions for comparison to these results. The
simplest would be to randomly choose predictions from
the set of all scores for all assays. Because these are
globally random, the area under the ROC curve is clearly
expected to be 0.5. All of our methods perform better than
this. A more demanding baseline was therefore used, in
which scores were randomly chosen from those for all
compounds for a given target. The predictions from this
sort of random predictor are expected to be more accurate
than randomizing across all observations (since targets
with a lot of hits will be randomly predicted to have a lot
of hits), thus it is a more stringent standard for com-
parison. Predictions using CFO or using CCT performed
better than random by this standard (Figure 2). This is
despite the fact that less than 0.1% of the combinations
were active according to our definition.

We also considered which features were more inform-
ative than others. To make a single set of predictions
across the entire space of 20,000 compounds and 177 tar-
gets requires the training of 20,177 lasso regression
models. The final models trained at 3% of the experimen-
tal space (from Figure 2) were analyzed and the propor-
tion of models where the coefficient for each feature was
non-zero was calculated. To determine the magnitude of
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Figure 2 Evaluation of prediction methods with increasing
amounts of randomly selected training data. Ten random
sequences of experiments were used to select data used for training
regression models. After each experiment was chosen, a ROC curve
was constructed by gradually raising the threshold on the predicted
assay score at which an experiment was considered to be positive.
The mean and standard error of the area under the ROC curve for
prediction of positive experiments after each experiment is plotted
for each regression method. The prediction methods shown are:
within target random prediction in red, regression using protein
features only (PFO, cyan), regression using compound features only
(CFO, blue) and CCT (green).

the effect of a feature on prediction, the mean absolute
coefficient for each feature (only when it was selected)
was calculated. For targets, the most frequently selected
features (and those with the largest coefficients) were the
amino acid compositions. For compounds, the most fre-
quently selected feature was “Group Ila (Alkaline earth)”
and the feature with the largest absolute coefficient was
“4 M Ring”. Further details on other features are provided
in the Additional file 3.

We also were interested in how applicable a trained
model would be to a new target or a new compound.
We utilized the same random sampling approach de-
scribed above. However, for each of the ten trials, the
experimental results were held out for a unique 10% of
all targets or compounds and a ROC curve was calcu-
lated for only the held out experiments. The result of
this process is that when targets are held out entirely,
only PFO models can be used and likewise when com-
pounds are held out entirely, only CFO models can be
used. The results (Figure 3) show that when holding out
entire compounds, relatively accurate predictions can be
made about activities from the remainder. As expected
from the results in Figure 2, the predicted activities for
held out targets are much less accurate. Both, however,
perform better than random prediction (AUC = 0.5). The
results confirm that the regression approach can capture
important information about compound effects, even when
no information about a compound is provided during
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Figure 3 Evaluation of prediction methods for held out targets
or compounds with increasing amounts of randomly selected
training data. Ten random sequences of experiments were used to
select data from compounds or targets not held out and used for
training regression models. After experiments were chosen, a ROC
curve was constructed by gradually raising the threshold on the
predicted assay score at which an experiment was considered to be
positive. The mean and standard error of the area under the ROC
curve for prediction of positive experiments from held out targets
or compounds are plotted for held out compounds (blue) or
targets (cyan).

training. The fact that scores could be predicted better for
new compounds than for new targets may be due to the
fact that data was available for many more compounds
than targets (and thus there is a higher chance that the
model has already seen a similar compound than that it
has seen a similar target).

Active learning simulation

Given that our modeling approach performed better
than random at predicting relative activity scores, we
next determined whether it could be used to successfully
drive an active learning process (i.e., to find hits faster
than expected at random or maximize predictive accuracy
rapidly). For this, simulations were run for an experimen-
tal space of all 177 assays (129 unique protein targets) and
all 20,000 compounds. For this experimental space, rank
scores from actual experiments executed were available in
PubChem for 1,043,300 experiments out of 3,540,000
possible experiments. Experiments selected during simu-
lations were restricted to those for which results were
available; requests from an active learner for other experi-
ments were skipped.

To initialize a simulation, all experimental results were
hidden from the active learner as if they had never been
executed. A set of 384 experiments were selected randomly
for “execution.” During the execution phase (Figure la),
results from selected experiments were “revealed” and used
for training of a predictive model (Figure 1b-d). A new
batch of experiments was then selected using one of a
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number of active learning methods (illustrated in Figure le
and described in Methods). Finally, the data for the
selected experiments were added to the pool of previ-
ously selected data and the loop continued until 3%
of the possible experimental space was explored. Each
round consisted of the selection of 384 experiments.
Ten separate simulations were run for each experiment
selection method, each starting out with a different set of
initial experiments. At each round, the discoveries (com-
binations whose absolute activity score was greater than
or equal to 80) were counted, and the mean count and
associated standard error recorded as a function of the
fraction of experimental space so far explored.

We first considered a greedy active learning approach
in which unobserved experiments that had the greatest
predicted effect (inhibition or activation) were selected
for measurement in the next round. This greedy approach
was used in combination with CCT, single regression with
predictions from compound features for each protein
target (CFO) and single regression with predictions from
protein target features for each compound (PFO). For
comparison, a random selection method was also inclu-
ded. As shown in Figure 4, the greedy CCT method
performed better than the other methods using less
sophisticated predictive models. After exploration of 3% of
the experimental space, an average of approximately 38%
of possible discoveries were made. Results for the single
regression approaches are also shown. As might be expec-
ted from the results in Figure 2, results for prediction
from target features only are nearly the same as for
random selection. Results using CFO are much better,
but CCT performs even better. This may be considered
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Figure 4 Active learning to discover compound-target hits.
Experiments were selected which had the largest absolute
predictions. The average number of discoveries and standard error
for 10 separate trials are shown. The selection methods were
random selection (red), CCT with greedy selection (green), greedy
selection with single regression using only compound features for
prediction (CFO, cyan) and greedy selection with single regression
using only target features for prediction (PFO, blue).
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surprising given that CFO performed better than CCT
when measuring the accuracy of predictions based on the
area under the ROC curve in Figure 2. However, the pri-
mary reason is that at high thresholds, predictions using
CCT had a higher true positive rate than those of CFO
giving the results in Figure 4. For the entire set of predic-
tions across many thresholds, CFO predictions performed
better as shown in Figure 2.

The rate of discovery for the greedy method using
CCT decreased as the simulations progressed. Exploration
of the experimental space with the greedy algorithm was
limited to regions of the feature space which were predic-
ted to have large activities. We considered the possibility
that this limited the system’s ability to learn a better
model, and that this could be overcome by acquiring data
in regions where few observations have been made or
where the model predictions were uncertain. Therefore, a
“density-based” approach was also tested which selected
experiments so as to explore the experimental space effi-
ciently without regard to predicted values or experimental
results. In this approach experiments were tested which
were most similar to the unobserved experiments and
least similar to observed experiments [25]. A variation on
this idea, diversity sampling, was also tested, along with
uncertainty sampling in which experiments with the high-
est uncertainty of their prediction were selected. Results
for these approaches are shown in Additional file 4. The
uncertainty-based selection method performed much
better than random but not as well as CCT with greedy
sampling. Density-based and diversity-based sampling
performed similarly to random selection. These three
classical active learning methods are generally designed to
select experiments for execution which will yield the most
accurate model, while the results in Additional file 4 are
for finding hits. We therefore considered the accuracies of
the models for each method by calculating the area under
the ROC curve (as previously described for Figure 2). As
shown in Additional file 5, all selection methods, except
for uncertainty sampling, resulted in an initial peak accur-
acy followed by a slight, gradual reduction in the accuracy
of the models. The better performance of uncertainty
sampling compared to CCT with greedy sampling is con-
sistent with the opposite result in Additional file 4. This is
because uncertainty sampling does not prefer finding hits
over non-hits.

Because uncertainty, diversity and density-based selec-
tion methods were designed to select experiments which
would yield a more accurate predictive model, we also
tested hybrids of greedy CCT with each of these methods.
These hybrid methods were designed to concurrently
improve the predictive model and confirm predictions
generated by the increasingly accurate predictive model.
The hybrids with density and diversity performed worse
than greedy CCT by itself (Additional file 6) but the
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hybrid with uncertainty sampling performed slightly better
(Figure 5).

We also considered the possibility that the decrease in
rate of learning for greedy CCT was due to excessive
testing of a given target for new discoveries after all of
them have already been revealed. To address this possibil-
ity, we developed a modified approach (which we termed
“limited memory”) in which only information from a given
number of previous rounds was used in the model gener-
ation and active learning process. Any requests from the
active learner for experiments previously selected and
subsequently hidden were skipped. As shown in Figure 5,
limiting memory to only the previous 5 or 10 rounds
yields significant improvement in the discovery rate.
Almost 60% of discoveries were made after only 3% of the
experimental space was explored. We also found that
limiting memory in the context of hybrid uncertainty
methods also improved the quality of the predictive model
as measured by the area under the ROC curve in Figure 6.

For reasons of computational time, we restricted our
analysis to 20,000 compounds. It was therefore of inter-
est to estimate how performance might change if more
compounds were included. As a preliminary indication
of this, we performed simulations for smaller sets of
compounds. The results (Additional file 7) show that
the learning rate is significantly worse for 5,000 com-
pounds than for 20,000, but that it is not much different
for 10,000 than 20,000. This suggests performance for
larger sets might be as good or better.

Discussion and conclusions
We have described a pipeline for executing experiments
driven by an active learning system and demonstrated
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Figure 5 Discovery rates for improved active learning
approaches. The average number of discoveries and standard error
for 10 separate trials are shown. The methods were random choice
(red), greedy CCT (green), greedy CCT-uncertainty hybrid (blue), and
greedy selection-uncertainty hybrid using memory limits of five
(cyan) and ten rounds (magenta).

Page 7 of 11

0.80

o o
~ ~
o u

Area under ROC
o
o
w

o
o
S

0.55

%590 05 1o s 20 25 3.0
Percentage of Experimental Space

Figure 6 Accuracy of models constructed using sampling by
active learning approaches. A CCT model was trained using all
experiments chosen by each selection method up to a given round.
The mean and standard error of the area under a ROC curve for
each selection method is plotted versus the fraction of experiments
performed up to that round. The methods were random choice
(red), greedy CCT (green), greedy CCT-uncertainty hybrid (blue),
and greedy selection-uncertainty hybrid using memory limits of five
(cyan) and ten rounds (magenta).

that it can result in the rapid discovery of compounds
which affect target proteins using a set of heterogeneous
assays. We found that the selection of experiments based
only on predictions calculated using compound features
(predicting the effect of a compound on a single target)
performed significantly better than the selection of ex-
periments based only on predictions from target features
(predicting the sensitivity of a target protein to a single
compound). Decent performance of the prediction models
using compound features is to be expected given past
results with QSAR approaches to modeling compound
activity on a given target. The comparatively poor per-
formance of the protein models could be a result of mul-
tiple issues: poor features, limited data, and heterogeneous
data sources. The system included only features that could
be calculated from sequence information, and it is likely
that this feature set could be improved by the inclusion of
features calculated from protein structural information.
Some assays utilized in this study included high content
screening assays in which living cells were imaged to
measure the effects of compounds. These types of experi-
ments are inherently more complex than simple binding
assays and may have been poorly represented by features
only describing a single target protein within the complex
system. Both types of models performed better than ran-
dom prediction and combining them yielded accurate
models that could be utilized to rapidly make new discov-
eries. Previously, ensembles of predictors have yielded
good results and the performance of these combined
models may be caused by the same effect. Importantly,
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the addition of memory limitations to these models fur-
ther improves the discovery rate. In this experiment, only
information from 177 assays was used. As information
from more assays becomes available, predictive models
are expected to improve.

There are at least five factors to be considered in
applying active learning approaches to problems such as
compound screening. First, whether to use a priori mea-
sures of similarity between compounds or targets must be
decided. The advantage of using them is that predictions
can be made even before any data are acquired, but the
disadvantage is that they may be biased towards previously
explored compounds or targets. In separate work, we have
described approaches for using modeling and active learn-
ing without such features [26]. Second, the method for
choosing experiments to perform should reflect the goals
of the campaign. As we have illustrated here, uncertainty
sampling can be used to learn an accurate predictive
model very efficiently. However, when the goal is not to
learn an accurate predictive model of the whole space, but
rather something such as just finding hits, we have also
illustrated how hybrid experimentation selection methods
can prove very beneficial. With hybrid methods, a portion
of the experiments are chosen so as to learn an accurate
predictive model and the remainder of the experiments
are chosen to take advantage of the improved predictive
model to accomplish the desired goal. Further, we have
shown that limiting the memory of the active learning
system can result in further improvements in efficiency by
avoiding exploration of areas of the experimental space in
which most relevant information has already been dis-
covered. Third, computational complexity is an important
consideration in practical use of active learning methods.
Methods that model the entire space at once are theoret-
ically preferable [27,28], but they can require prohibitively
extensive computation for problems with thousands of
targets and millions of compounds. In such cases, the
methods we have described here can provide a faster alter-
native. Fourth, the logistics of the types of experimenta-
tion to be undertaken need to be considered. For example,
in this study with the batch size we chose, 3% of the
experimental space would have required approximately 80
rounds of experimentation. For some types of experi-
mentation, a large number of small rounds may not be
practical and thus larger batch sizes could be used in
fewer rounds.

Finally, the primary goal of the active learning process
is to reduce the experimentation required to complete
an objective. In order for those reductions to be realized
one needs to determine when to stop running experi-
ments. This is an ongoing area of study, but progress
has been made in our prior work [26]. In the current
study, we observed that the discovery was high as the
first 1.5% of the experimental space was explored and
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then decreased (but still occurred at a substantial rate).
To explore whether the learning would continue or
would plateau, we continued the simulations past 3% for
the best method (greedy-uncertainty hybrid with 10
round memory limit). The learning rate continued at a
rate about 2-3 times as fast as for random sampling and
did not reach a plateau (data not shown). Extrapolating
the learning rate predicts that it would find all hits after
sampling approximately 20% of the experimental space.

It is worth noting that while simultaneous consideration
of multiple targets and multiple compounds may increase
the number of experiments needed to find a compound
that affects a single target, it may be expected to decrease
the average number of experiments per target when used
to simultaneously conduct campaigns for multiple targets.

The selection of an appropriate batch size is an import-
ant consideration for the utilization of an active learning
system. If there is a significant setup cost for a set of
experiments (as is typically the case for HTS and HCS),
then larger batches are preferable. If on the other hand,
setup costs are low and a short time is required to execute
the experiments relative to computational time to update
the model, a smaller batch size would be preferable.

In conclusion, the work presented here provides a prac-
tical, scalable approach to the specific problem of learning
a combined model for the effects of many compounds on
many targets and demonstrates that the model can be
combined with active machine learning methods to dra-
matically reduce the number of experiments needed to
find compounds with desired target effects. Many varia-
tions on the approaches described here can be considered,
including different predictive models, different feature sets
and different active learning algorithms (such as informa-
tion-theoretic scoring [27,28]). An exhaustive evaluation
of these variations is beyond the scope of this paper,
but we have firmly established that significant impro-
vement in learning rates can be achieved. We believe
active learning will be particularly important as drug
development efforts increasingly consider variation among
cell types and among individuals. The size of this ex-
perimental space clearly precludes exhaustive experi-
mentation. The paradigm of exploring combinatorial
experimental spaces through active learning is also
widely applicable in biomedical research beyond drug
discovery. This includes any study that seeks to deter-
mine the effects of large numbers of perturbations
(such as genomic variation or exposure to compounds
or inhibitory RNAs) on large numbers of molecular, cellu-
lar or histological behaviors (such as enzyme activities,
cell shapes or motility, protein expression or localiza-
tion). As the size of the experimental space grows,
exhaustive experimentation becomes more impractical
and active learning may be expected to provide even
greater benefit.
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Methods

Data preparation

Each assay from the PubChem database [29] contains
gene target information, chemical identifier information
and activity scores for all compounds tested in the assay.
Various features describing the primary structure of
the target protein were calculated using ProtParam [30],
Protein Recon (http://reccr.chem.rpi.edu/Software/Protein-
Recon/Protein-Recon-index.html) and Prosite [31]. In
total, each assay was described by 388 features which
described the target protein of that assay. All non-binary
features were z-scored. The compounds in the assays were
described with 1559 binary features calculated using Open-
Babel [32] (http://openbabel.org). Assays from PubChem
targeting human proteins with more than 15,000 com-
pounds tested were manually annotated. For each assay, it
was determined what type of effect was being detected for
the target (inhibition, excitation, etc.) and the nature of the
activity scores reported. The selected assays are found in
Additional file 8. Only assays whose activity scores were
scaled with a measured effect from the compound were
kept for simulation. Activity scores were rescaled if neces-
sary to a maximum of 100. For all assays testing for in-
hibition, scores were made negative. From the ~600,000
possible compounds, 20,000 were selected randomly for
use in simulations of the active learning processes. The
selected compounds are found in Additional file 9.

Predictive model

Lasso regression

Linear regression models were trained with the following
equations where Y, and X, are the vector of activity
scores and matrix of compound features respectively
from all executed experiments with protein p. The re-
gression coefficients learned using lasso regression on
the compound features to predict activity across target
p are found in f,. This method allows us to predict the
effects from compounds on a single protein based on the
features of that compound. Additionally, Y; and X, are
the vector of activity scores and matrix of protein features
respectively from all executed experiments with com-
pound d. The regression coefficients learned using lasso
regression on the protein target features to predict activity
on all protein targets for compound d are found in S,.
These prediction methods are illustrated in Figure 1b-c.

Y, =X,B, (1)
Yo=XaB, (2)

Lasso selects a set of features that gives a fit where
|B| <s. The penalty s was selected using cross validation
for each linear regression model. Predictions made using
only Equation 1 or 2 use compound features only (CFO)
or protein features only (PFO) respectively. A combined
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prediction for the single compound tested in the single
assay, Y(4,), was calculated by taking the mean of the
predictions from Equations 1 and 2 which is illustrated in
Figure 1d. We refer to this approach as the combined
compound-target (CCT) model.

Yap) = (Yap + Ypa)/2 (3)

All regression models were trained using the Least
Angle Regression method [33] implemented in SciKits
(http://scikits.appspot.com). Penalties (s) were tested be-
tween 10™* and 10* Penalties were selected which mini-
mized the mean squared error of five-fold cross validation
within the training data for each model in each round of
active learning.

Selection methods

Greedy selection algorithm

Experiments were selected which had the greatest abso-
lute value of predicted rank score (Y(4,)). In some cases,
no information was available to make a prediction for
an experiment. If no prediction could be made from
available data for an experiment, that experiment was
predicted to have a rank score of zero. All experiments
with equivalent predicted values were treated in random
order.

Uncertainty sampling selection algorithm

For each assay, five CFO models were learned by sub-
sampling the results available from observed experiments
in that assay. For each unobserved experiment in an assay,
a prediction is made using each of the five CFO models.
Likewise, for each compound, five PFO models were
learned by subsampling the results available from ob-
served experiments for that compound. Across all unob-
served assay in each compound a prediction was made
using each PFO model. As a result, each unobserved
experiment had five CFO predictions and five PFO pre-
dictions. Twenty-five predictions were calculated for each
experiment by calculating the mean of each pair of CFO
prediction and PFO prediction. If a model was impossible
to calculate because there were no results from testing a
compound d or no results from testing an assay p, only
predictions from a single model were used. Experiments
were selected which had the largest standard deviation of
predictions because those were the experiments for which
the model had the least confidence in prediction.

Density-based selection algorithm

Each experiment (target, compound) was represented
by a single feature vector formed by concatenating the
target features and the compound features for that experi-
ment. For computational efficiency, a maximum of 2000
observed and 2000 unobserved experiments were used.
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Among the two thousand unobserved experiments, selec-
tions were made using a density-based sampling method
[25] which attempted to choose experiments which were
most distant (Euclidian distance) from already observed
experiments and least distant from unobserved experi-
ments. No predictions from a learned model were utilized
for this selection method.

Diversity selection algorithm

Each experiment was represented by a single vector
formed by concatenating the target features and the
compound features for that experiment. A random set
of 4000 experiments was clustered using the k-means
algorithm (with k being the size of the batch desired, in
our case 384). The experiment nearest to each centroid
was selected for execution. No predictions from a learned
model were utilized for this selection method.

Hybrid selection algorithms

For each round, half of the experiments were selected
using one method and half were selected using another
method.

Memory limited selection algorithms

When a predictive model was learned from observed
data using Lasso regression, memory limitations were
applied such that only experiments observed from the
last m rounds of selection were used for training the
predictive model.

Availability of supporting data
The data supporting the results of this article are included

within the article and its additional files.

Additional files

Additional file 1: Histogram of observed assay scores. Scores range
from =100 to 100 with negative scores indicating inhibitory effects and
positive scores indicating activation effects. Scores of zero indicate no
effect. Experiments with scores between =5 and 5 comprised 80% of
the entire set. Less than 0.01% of scores were greater than 80 or less
than —80.

Additional file 2: Descriptions of Target Protein Features and their
Relevance. The feature identifiers (Feature), feature source (Source)

and feature descriptors (Description) are given in the spreadsheet. To
determine the utility of features, a CCT model was trained for each of ten
randomly selected subsets of 3% of all experimental results available.

The result was that a regression model was trained for each compound
(Figure 1c) which used target features to predict activity. For each
feature, the proportion of regression models for which that feature was
selected was calculated (SelectionFrequency) as well as its mean absolute
coefficient (MeanAbsoluteBeta).

Additional file 3: Descriptions of Compound Features and their
Relevance. The feature identifiers (Feature), feature source (Source),
feature descriptors (Content) and query string (PatternQuery) are given
in the spreadsheet. To determine the utility of features, a CCT model
was trained for each of ten randomly selected subsets of 3% of all
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trained for each target (Figure 1b) which used compound features to
predict activity. For each feature, the proportion of regression models for
which that feature was selected was calculated (SelectionFrequency) as
well as its mean absolute coefficient (MeanAbsoluteBeta).

Additional file 4: Evaluation of compound-target hit discovery for
different active learning methods. The average number of discoveries
and standard error for 10 separate trials are shown. The methods were
random choice (red), CCT with greedy selection (green), uncertainty
sampling (blue), density-based sampling (cyan) and diversity selection
(magenta).

Additional file 5: Evaluation of predictions for different active
learning methods. After each batch of experiments was chosen, a ROC
curve was constructed by gradually raising the threshold on the
predicted assay score at which an experiment was considered to be
positive. The mean and standard error of the area under the ROC curve
for prediction of positive experiments after each experiment is plotted for
each regression method. The methods were random choice (red), CCT
with greedy selection (green), uncertainty sampling (blue), density-based
sampling (cyan) and diversity selection (magenta).

Additional file 6: Evaluation of compound-target hit discovery for
different hybrid active learning methods. The average number of
discoveries and standard error for 10 separate trials are shown. The
methods were random choice (red), CCT with greedy selection (green),
hybrid greedy-uncertainty sampling (blue), hybrid greedy-density-based
sampling (cyan) and hybrid greedy-diversity selection (magenta).

Additional file 7: Evaluation of compound-target hit discovery rates
for compound libraries of different sizes. Simulations were run using
CCT with greedy selection for the exploration of 2% of the experimental
space with subsets of the compounds of various sizes. These were
repeated 10 times and the average and standard error for the
percentage of discoveries made was calculated as a function of the
percent of the experimental space sampled. The compound subsets were
of the following sizes: 20,000 (black), 10,000 (dark gray) and 5,000 (light
gray). Note that the rate of learning per fraction of experimental space is
higher for larger compound libraries.

Additional file 8: List of PubChem Assays Utilized. The PubChem
assay ID (AssaylD), data structure (DataStructure), target gene (GenelD),
effect type (EffectType) and experiment type are listed for all assays used
in this work. The structure of the data is shown to indicate how data
were scaled. Some assays had activity scores which ranged from 0 - 100
and others needed to be rescaled. Some assay results were stored in a
tiered format. For these assays, results from the lowest tier were used
and rescaled to match a range from 0 - 100.

Additional file 9: List of PubChem Compounds Utilized. This file
contains a list of PubChem chemical IDs for all compounds used in this

experimental results available. The result was that a regression model was

experiment.

Abbreviations

CFO: Compound features only-model learned using information from only
compound features; PFO: Protein features only-model learned using information
from only target protein features; CCT: Combined compound-target
model-model learned using information from both compound features and
target protein features.

Competing interests

Some of the technology described in this article is included under pending
patent Application WO2012112534. The authors have financial interests in
commercializing it.

Authors’ contributions

JDK developed and implemented the initial approach, carried out the
computational experiments, and wrote the initial draft of the manuscript.
AWN contributed to the design of the experiments. RFM conceived the
general design of the study, participated in the development of the
approaches, and extensively edited the manuscript. All authors read and
approved the final manuscript.


http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S1.png
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S2.xls
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S3.xls
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S4.png
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S5.png
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S6.png
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S7.png
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S8.csv
http://www.biomedcentral.com/content/supplementary/1471-2105-15-143-S9.txt

Kangas et al. BVIC Bioinformatics 2014, 15:143
http://www.biomedcentral.com/1471-2105/15/143

Acknowledgements

We thank Jaime Carbonell, Jeffrey Schneider, Aarti Singh and D. Lansing
Taylor for helpful discussions. This work was supported in part by NIH grants
RO1 GM075205 and T32 EB009403.

Author details

'Lane Center for Computational Biology, Carnegie Mellon University, 5000
Forbes Ave, Pittsburgh, PA 15213, USA. 2Depanments of Biological Sciences,
Machine Learning and Biomedical Engineering, Carnegie Mellon University,
Pittsburgh, PA, USA. >Freiburg Institute for Advanced Studies and Faculty of
Biology, Albert Ludwig University, Freiburg, Germany.

Received: 26 November 2013 Accepted: 7 May 2014
Published: 16 May 2014

References

1.

Patani GA, LaVoie EJ: Bioisosterism: a rational approach in drug design.
Chem Rev 1996, 96(8):3147-3176.

Kearsley SK, Sallamack S, Fluder EM, Andose JD, Mosley RT, Sheridan RP:
Chemical similarity using physiochemical property descriptors.

J Chem Inf Comput Sci 1996, 36(1):118-127.

Sheridan RP, Miller MD, Underwood DJ, Kearsley SK: Chemical similarity
using geometric atom pair descriptors. J Chem Inf Comput Sci 1996,
36:128-136.

Lengauer T, Rarey M: Computational methods for biomolecular docking.
Curr Opin Struc Biol 1996, 6:402-406.

Huang S-Y, Zou X: Advances and challenges in protein-ligand docking.
Intl J Mol Sci 2010, 11:3016-3034.

Han L, Wang Y, Bryant SH: Developing and validating predictive
decision tree models from mining chemical structural fingerprints and
high-throughput screening data in PubChem. BMC Bioinf 2008, 9:401.

Li Q Wang Y, Bryant SH: A novel method for mining highly imbalanced
high-throughput screening data in PubChem. Bioinformatics 2009,
25:3310-3316.

Merino A, Bronowska AK, Jackson DB, Cahill DJ: Drug profiling: knowing
where it hits. Drug Discov Today 2010, 15(17-18):749-756.

Murphy RF: An active role for machine learning in drug development.
Nat Chem Biol 2011, 7(6):327-330.

Keiser MJ, Setola V, Irwin JJ, Laggner C, Abbas Al, Hufeisen SJ, Jensen NH,
Kuijer MB, Matos RC, Tran TB, Whaley R, Glennon RA, Hert J, Thomas KL,
Edwards DD, Shoichet BK, Roth BL: Predicting new molecular targets for
known drugs. Nature 2009, 462(7270):175-181.

Besnard J, Ruda GF, Setola V, Abecassis K, Rodriguez RM, Huang X-P, Norval S,
Sassano MF, Shin Al, Webster LA, Simeons FR, Stojanovski L, Prat A, Seidah NG,
Constam DB, Bickerton GR, Read KD, Wetsel WC, Gilbert IH, Roth BL, Hopkins AL:
Automated design of ligands to polypharmacological profiles. Nature 2012,
492:215-220.

Oprea Tl, Nielsen SK, Ursu O, Yang JJ, Taboureau O, Mathias SL,
Kouskoumvekaki L, Sklar LA, Bologa CG: Associating drugs, targets and
clinical outcomes into an integrated network affords a New platform for
computer-aided drug repurposing. Mol Inform 2011, 30(2-3):100-111.
Chen YZ, Zhi DG: Ligand-protein inverse docking and its potential use in
the computer search of protein targets of a small molecule. Proteins
2001, 43(2):217-226.

Caschera F, Gazzola G, Bedau MA, Bosch Moreno C, Buchanan A, Cawse J,
Packard N, Hanczyc MM: Automated discovery of novel drug formulations
using predictive iterated high throughput experimentation. PLoS One
2010, 5(1):e8546.

Tong S, Koller D: Active Learning for Structure in Bayesian Networks.

In Seventeenth International Joint Conference on Artificial Intelligence; Seattle,
Washington. 2001:863-869.

Pournara I, Wernisch L: Reconstruction of gene networks using

Bayesian learning and manipulation experiments. Bioinformatics 2004,
20(17):2934-2942.

Liu Y: Active learning with support vector machine applied to gene
expression data for cancer classification. J Chem Inf Comput Sci 2004,
44(6):1936-1941.

King RD, Whelan KE, Jones FM, Reiser PG, Bryant CH, Muggleton SH,

Kell DB, Oliver SG: Functional genomic hypothesis generation and
experimentation by a robot scientist. Nature 2004, 427(6971):247-252.

20.

22.

23.

24.

25.

26.

27.

28.

29.

30.

32.

33.

Page 11 of 11

Stegle O, Payet L, Mergny J-L, MacKay DJC, Huppert JL: Predicting and
understanding the stability of G-quadruplexes. Bioinformatics 2009,
25:i374-i382.

Danziger SA, Baronio R, Ho L, Hall L, Salmon K, Hatfield GW, Kaiser P,
Lathrop RH: Predicting positive p53 cancer rescue regions using Most
Informative Positive (MIP) active learning. PLoS Comput Biol 2009,
5(9):21000498.

Mohamed TP, Carbonell JG, Ganapathiraju MK: Active learning for human
protein-protein interaction prediction. BMC Bioinf 2010, 11(Suppl 1):557.
Warmuth MK, Liao J, Ratsch G, Mathieson M, Putta S, Lemmen C: Active
learning with support vector machines in the drug discovery process.
J Chem Inf Comput Sci 2003, 43(2):667-673.

Fujiwara Y, Yamashita Y, Osoda T, Asogawa M, Fukushima C, Asao M,
Shimadzu H, Nakao K, Shimizu R: Virtual screening system for finding
structurally diverse hits by active learning. J Chem Inf Model 2008,
48(4):930-940.

Tibshirani R: Regression Shrinkage and Selection via the Lasso.

J Roy Stat Soc B Met 1996, 58(1):267-288.

Fujii A, Inui K, Tokunaga T, Tanaka H: Selective sampling for
example-based word sense disambiguation. Comput Linguist 1998,
24(4):573-597.

Naik AW, Kangas JD, Langmead CJ, Murphy RF: Efficient modeling and
active learning discovery of biological responses. PLoS One 2013,
8(12):28399.

MacKay DJC: Information-based objective functions for active data.
Neural Comput 1992, 4(4):590-604.

Settles B, Craven M: An Analysis of Active Learning Strategies for Sequence
Labeling Tasks, Proceedings of the Conference on Empirical Methods in
Natural Language Processing (EMNLP ‘08). 2008:1070-1079.

Bolton EE, Wang Y, Thiessen PA, Bryant SH: PubChem: integrated platform
of small molecules and biological activities. Annu Rep Comput Chem 2008,
4:217-241.

Wilkins MR, Gasteiger E, Bairoch A, Sanchez J-C, Williams KL, Appel RD,
Hochstrasser DF: Protein identification and analysis tools in the ExPASy
server. Meth Mol Biol 1999, 112:531-552.

de Castro E, Sigrist CJA, Gattiker A, Bulliard V, Langendijk-Genevaux PS,
Gasteiger E, Bairoch A, Hulo N: ScanProsite: detection of PROSITE
signature matches and ProRule-associated functional and structural
residues in proteins. Nucl Acids Res 2006, 34(suppl 2):W362-W365.

Guha R, Howard MT, Hutchison GR, Murray-Rust P, Rzepa H, Steinbeck C,
Wegner JK, Willighagen EL: The blue obelisk-interoperability in chemical
informatics. J Chem Inf Model 2006, 46:991-998.

Efron B, Hastie T, Johnstone |, Tibrshriani R: Least angle regression.

Ann Stat 2004, 32(9):407-499.

doi:10.1186/1471-2105-15-143
Cite this article as: Kangas et al.: Efficient discovery of responses of
proteins to compounds using active learning. BMC Bioinformatics

2014 15:143.

( R
Submit your next manuscript to BioMed Central
and take full advantage of:
¢ Convenient online submission
¢ Thorough peer review
* No space constraints or color figure charges
¢ Immediate publication on acceptance
¢ Inclusion in PubMed, CAS, Scopus and Google Scholar
* Research which is freely available for redistribution
Submit your manuscript at -
www.biomedcentral.com/submit ( BiolVed Central

& J




	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Dataset
	Model definition
	Evaluating model performance
	Active learning simulation

	Discussion and conclusions
	Methods
	Data preparation
	Predictive model
	Lasso regression

	Selection methods
	Greedy selection algorithm
	Uncertainty sampling selection algorithm
	Density-based selection algorithm
	Diversity selection algorithm
	Hybrid selection algorithms
	Memory limited selection algorithms

	Availability of supporting data

	Additional files
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


