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ABSTRACT

Proteochemometric (PCM) models of protein-ligand activity combine information from both the
ligands and the proteins to which they bind. Several methods inspired by the field of natural language
processing (NLP) have been proposed to represent protein sequences. Here, we present PCM
benchmark results on three multi-protein datasets: protein kinases, rhodopsin-like GPCRs (ChEMBL
binding and functional assays), and cytochrome P450 enzymes. Keeping ligand descriptors fixed,
we evaluate our own protein embeddings based on subword-segmented language models trained
on mammalian sequences against pre-existing NLP-based descriptors, protein-protein similarity
matrices derived from multiple sequence alignments (MSA), dummy protein one-hot encodings, and
a combination of NLP-based and MSA-based descriptors. Our results show that performance gains
over one-hot encodings are small and combining NLP-based and MSA-based descriptors increases
predictive performance consistently across different splitting strategies. This work has been presented
at the 3rd RSC-BMCS / RSC-CICAG Artificial Intelligence in Chemistry in September 2020.
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1 Introduction

Ligand descriptors such as Morgan fingerprints, physico-chemical properties and pharmacophoric features have been
used extensively for quantitative structure-activity relationship (QSAR) modelling to predict the binding of small
molecules to a protein target [1]. Proteochemometric (PCM) models [2} 3] aim to predict the activity of molecules for
multiple proteins simultaneously by incorporating both ligand and protein input terms. These multi-protein models
can then be used for target prediction to support deconvolution efforts following phenotypic screens, or in hit-finding
where there is too little data to build a single target QSAR model, but a useful predictive model can be achieved after
incorporating data from related protein targets.

Existing methods to encode the protein include 1D sequence descriptors, 3D protein descriptors, and protein-ligand
cross-terms. Protein-ligand interaction fingerprints are an example of 3D protein-ligand cross-terms that require
experimental complexes or docked poses as inputs [4]. Protein-ligand interaction hotspots could theoretically be
predicted without 3D information using coupling or attention terms learned by a neural network [J5]].
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3D descriptors require some knowledge of the 3D protein structure and are generally more computationally intensive -
they also have much less data available; working with raw sequences allows to build models with millions of proteins.

1D protein sequence descriptors can be processed using traditional amino acid featurizers [6], but are hard to apply to
very long amino acid sequences. Protein-protein similarity matrices derived from multiple sequence alignments (MSA)
can be an easy way to provide fixed-size features for proteins: each protein can be encoded by its corresponding row in
a square similarity matrix. These similarities can be derived from sequence identities, or evolutionary divergence based
on an amino acid substitution matrix such as blocks substitution matrix (BLOSUM) [[7]. The recent MSA Transformer
[8]] can provide embeddings from a deep network trained on multiple sequence alignments, based on the Transformer
architecture [9]].

Recent deep learning techniques for natural language processing (NLP) have permitted to build protein embeddings
based uniquely on the protein sequence, such as ProtVec [10] or UniRep [[11]. ProtVec, based on word2vec [12]], was
trained on ~550K SwissProt sequences, whereas UniRep, based on a multiplicative long short-term memory (LSTM)
architecture [[13]], was trained on 24M UniRef sequences [14].

Training NLP models on large text corpora can be extremely costly, particularly with modern Transformer-derived
architectures. This problem is exacerbated in the domain of protein sequences since a single protein may contain up to
35K amino acids. The way the sequence is segmented before being processed by the model becomes of paramount
importance for manageable mini-batch learning. N-gram encodings are often used instead of individual amino acids [10];
however, n-grams lack meaning, do not vary in size (e.g. 3-grams), and do not address the sequence length issue.

In our NLP models, we use byte-pair-encoding (BPE) [[L5] to generate a fixed vocabulary of protein tokens. BPE is a
subword segmentation algorithm that iteratively generates subwords based on their frequencies in a training corpus.
BPE-segmented protein sequences are of a more manageable size and offer a principled way to tokenize proteins based
on a corpus that can be chosen to bias the learning process. In our experiments, we use the full set of 3M consensus
mammalian sequences available in UniProtKB [16] to generate the subwords and obtain a generic vocabulary for
mammalian sequences.

Another issue impacting cost and performance is the choice of a training set for protein sequences and underlying
algorithm. We investigate both LSTM and Transformer encoders for our NLP models, and for data efficiency use a
representative, non-redundant training set of 1.5M sequences selected from the 3M set; this set is expected to be relevant
for human disease whilst allowing us to build models in a matter of days on a single GPU.

2 Methods

2.1 Data and Descriptors

KINOME GPCRA CYP
proteins 321 159 5
ligands 73,642 58,157 16,343
protein-ligand pairs | 130,265 88,540 79,245

Table 1: Kinome, GPCRA and CYP datasets

We curated three datasets (cf. Table[T) from ChEMBL (version 26) [17] for protein kinases (KINOME), rhodopsin-like
GPCRs (GPCRA), and cytochrome P450 enzymes (CYP).

KINOME and GPCRA contain activity data from heterogeneous sources including all protein-ligand pairs with an
assigned value for pPChEMBL, which corresponds to activity types with -log10 (molar IC50, XC50, EC50, AC50, Ki,
Kd or Potency). On the other hand, CYP only contains functional inhibition AC50s from a single PubChem assay
(AID 1851) [lL8]. Binary activity labels were given to each protein-ligand pair: active if pPChEMBL > 6 for KINOME
and GPCRA (a threshold deemed relevant for hit id and hit expansion), and pAC50 > 5 for CYP (the recommended
threshold according to the assay description). For conflicting duplicates, the most frequent class was selected.

All molecules were standardized using the ChemAxon Standardizer (http://www.chemaxon.com), and proteins were
mapped to their UniProt [[16] canonical sequences. Pairs with little confidence in the data validity comment or with low
ChEMBL confidence score (< 8) were removed. Molecules with empty activity field but labelled as inactive in the
activity comment were kept and labelled as inactive.
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Class imbalance is an important problem to address for PCM models as each protein has a different label distribution. As
the datasets were heavily imbalanced we undersampled the majority class for each individual protein using clustering-
based diversity selection to obtain the same number of actives and inactives.

The input for the model is a concatenation of ligand encodings (ECFC4 fingerprints) and protein encodings. In
future work, other ligand encodings, e.g. based on graph neural networks or chemical language models could be
considered [19] 20]. We used RDKit to generate the fingerprints (http://www.rdkit.org). Seven protein descriptors
were investigated (Table [2). SP-Multihead and SP-RNN are our internal models described in the following section.
To compute MSA-derived protein-protein similarity matrices, we generated one MSA per investigated protein family,
using Clustal Omega [21]]: human protein kinases, human rhodopsin-like GPCRs, mammalian cytochrome P450s.

SP-Multihead our masked language model trained on 1.5M UniProt mammal sequences
SP-RNN our LSTM next word prediction model trained on 3M UniProt mammal sequences
MSA MSA-derived pair-wise sequence identity matrix

SP-Multihead+MSA | a concatenation of SP-Multihead encodings and sequence identities

ProtVec word2vec-based encoding trained on ~550K Swiss-Prot sequences

UniRep language model based on multiplicative LSTMs trained on 24M UniRef sequences
OneHot one-hot encoding of human sequences

Table 2: Benchmarked protein descriptors

2.2 NLP models based on sequence segmentation

We implemented two NLP models for proteins using pytorch v0.4.1 [22]]: SP-Multihead and SP-RNN. They both take
as input BPE segmentations of the protein sequence and were trained for 20 epochs on 1 GPU, keeping the model with
best validation loss. Both models also required 4 CPUs, SP-Multihead 80GB memory and SP-RNN 8GB.

SP-Multihead
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Figure 1: SP-Multihead: masked language model implementing a transformer-like encoder whereas. SP-RNN:
LSTM-based next word predictor.
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The BPE vocabulary was trained using SentencePiece [23]] v0.1.9 on the complete corpus of 3M mammalian sequences
in UniProtKB [16], incorporating both SwissProt and TrTEMBL sets. SwissPort is a set of manually annotated and
reviewed sequences, whereas TTEMBL have not yet been manually annotated.

A subset of representative sequences with less than 30% sequence identity was constructed using mmseq?2 [24], divided
into train (1.5M) and valid sets (15K), and used to train the two networks.

SP-Multihead is a masked language model based on the Transformer Encoder [9]. We used BERT [25]] settings for the
masked language model task: 15% of the tokens are used for prediction, of which 80% are masked, 10% are assigned
random tokens and 10% stay the same. A fixed positional encoding was defined using sine and cosine functions of
different frequencies as described in the Transformers paper [9]]. The length of the positional encoding was set to 600
during training, as we found that most proteins sequences did not exceed 600 BPE tokens. At inference time, the
positional encoding length can be adjusted for longer protein sequences. Other hyperparameters included embedding
size = 512, batch size = 64, learning rate = 0.001.

The SP-RNN network is a next token predictor based on an LSTM encoder with similar hyperparameters and embedding
size = 512. It was used to provide a baseline with a simpler architecture.

2.3 Modelling and validation

PCM models are paired input models. In this paper, we use a concatenation of ligand and sequence features (Figure[2).

Protein sequence
MDPLNLSWYDDDLERQNWSR (...
Ligand 2D Graph B QNWSR (=)
Sequence segmentation Protein family sequence alignment (MSA)
‘ MDPLNLSWY---LEY---S-(...)
MDP--LSWYDDDLERQNWSR(...)
Neural network

l ————— LYLSWY-LYR-NDP-(...)

Protein embeddings and/or Sequence similarities

ECFC4 descriptors o
L

Concatenate ligand and protein descriptors

Predict protein-ligand activity

Figure 2: The input of PCM models is a concatenation of ligand and sequence features.

To figure out how protein descriptors perform in different experimental settings, depending on the amount of information
available from the protein or ligand side, different validation strategies must be applied. According to Park and Marcotte
[26], models using paired data should be validated with three different settings where one, both, or neither pair members
can be found in the training set. However, in practical applications we may not necessarily be interested in all three tasks
at the same time (cf. Discussion). This validation scheme can be further extended for PCM by generating clustered
splits instead of splits based on individual proteins or ligands. Considering the limited quantity of binding data available,
we decided to keep only four different experiments with increasing difficulty levels:

* Random splits

* Leave ligands out: ligands in the training set are absent from the test set

* Leave clusters of ligands out, with clusters defined k-means clustering [27] on ErG descriptors [28]]
* Leave proteins out: proteins in the test set are absent from the training set

ErG descriptors were generated using RDKit (http://www.rdkit.org), and k-means clusters using scikit-learn [29]. We
exclude the experiment where clusters of proteins are held out as this removed too much information from the training
set, the experimental protein-ligand matrix being very sparse.

For each splitting strategy, five folds were constructed for cross-validating Random Forests models, using scikit-
learn [29]. Nine parameter settings were evaluated for each descriptor with different combinations of maximum depth
([25, 50, 75]) and number of estimators ([25, 50, 75]).
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The performance achieved for each protein descriptor and splitting strategy is reported in Figures 3] as measured by
the Matthews Correlation Coefficient (MCC), and a global ranking across datasets is reported in Table 3]
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Figure 3: Protein descriptor performance: averaged Matthews Correlation Coefficient (MCC) for best hyperparameter
combination in 5-fold cross-validation, with random splits or leave ligands out splitting strategies. Errors bar indicate £+
one standard deviation from the mean across all folds. The x-axes were individually scaled.
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Figure 4: Protein descriptor performance: averaged Matthews Correlation Coefficient (MCC) for best hyperparameter
combination in 5-fold cross-validation, with leave ligand clusters out or leave proteins out splitting strategies. The
errors bar indicate £ one standard deviation from the mean across all folds. The x-axes were individually scaled.
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The difference between worst and best descriptor combinations for PCM models is small (between 0.1-0.2 MCC
units) and axes in Figures 3]4] are scaled to highlight differences. The one-hot baseline is usually the worst in terms
of performance, and a combination of SP-Multihead and MSA the best. However, this is not the case for the "leave
proteins out" task, where MSA identities and one-hot encodings perform better than other descriptors, and UniRep
performs best amongst NLP descriptors.

random splits leave ligands out
SP-Multihead+MSA | 2.3 SP-Multihead+MSA | 2.7
MSA 2.7 SP-RNN 3
ProtVec 3.7 UniRep 3
SP-Multihead 3.7 SP-Multihead 3.7
SP-RNN 4 MSA 3.7
UniRep 4.7 ProtVec 5
OneHot 7 OneHot 7
leave clusters out leave proteins out
SP-Multihead+MSA | 1 MSA 1.7
SP-Multihead 3 OneHot 2.3
MSA 33 UniRep 33
SP-RNN 4.3 ProtVec 33
UniRep 4.7 SP-Multihead+MSA | 4.7
ProtVec 4.7 SP-RNN 6.3
OneHot 7 SP-Multihead 6.3

Table 3: Protein descriptor rank averaged across three datasets (Kinome, GPCRA, CYP) for each splitting strategy.

4 Discussion

4.1 PCM model usage

In practical applications, different splitting strategies and descriptors should be used depending on the use case and data
available.

If the goal is to obtain predictions for ligands for which some data is already available (e.g. known activities for
similar ligands in the training set), or to build a broadly applicable selectivity model, random splits or leave ligands out
cross-validation can be used to identify suitable hyperparameters, and a combination of NLP-based and MSA-based
descriptors may be useful as protein descriptors. On the other hand, if the only data available against a specific
protein of interest is from dissimilar ligands, the "leave ligand clusters out" splitting strategy may be more relevant
for hyperparameter tuning, depending on the sparsity of the experimental protein-ligand activity matrix. The "leave
proteins out" strategy mimics the situation where there are no known data against a target of interest and in this setting,
the NLP-based descriptors benchmarked in this paper do not seem more useful than MSA-based descriptors or simple
one-hot encodings.

Our results only show global performances but not per-protein performance; performances will largely fluctuate
depending on the initial protein package, and using applicability domain methods or at least per-protein performance
estimations is of paramount importance in real-life applications for drug discovery projects. In Annex 2, we show how
PCM compares to single-protein QSAR models for 149 protein kinases.

4.2 Protein descriptors

Our internal NLP-based descriptors have similar performances to UniRep or ProtVec for PCM, and we do not see a
large difference between SP-Multihead and SP-RNN, i.e. Transformer or LSTM encoders. It should be noted that
although ProtVec, SP-Multihead and SP-RNN are trained with fewer sequences than UniRep, a similar performance is
attained, suggesting that representation learning with additional sequence data may not be necessary although there may
be a balance between amount of data and noise from irrelevant sequences to be further investigated. There is a scarcity
of literature evidence on the impact of using information from other organisms in PCM models - we chose to focus
on mammalian sequences to build our NLP models, which are evolutionary closer to humans and expected to provide
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translatable information. On the other hand, our three datasets used for PCM modelling only included human data, and
it would be potentially interesting to try building a model with other related organisms to enrich the dataset.

When no ligand binding a protein of interest is included in the training set ("leave proteins out" task), our results show
that the NLP-based descriptors benchmarked in this paper do not help predictions. In this specific setting, inclusion of
binding site information or 3D descriptors of the protein might provide complementary information, so that the model
might learn to derive translatable ligand features from the protein pocket information.

5 Conclusion

We studied the ability of PCM models to predict protein-ligand activity using three datasets of protein kinases, rhodopsin-
like GPCRs, and cytochrome P450 enzymes. A number of splitting tasks were designed to simulate the available
data landscape in different prospective settings. We show that a combination of SP-Multihead descriptors, based on a
transformer encoder, and MSA-derived sequence identities achieve the best predictive performance across our datasets
for three tasks: random splits, leaving ligands out, and leaving clusters of ligands out. We see different results for
the hardest task "leave proteins out" where one-hot encodings or MSA-derived sequence identities achieve the best
performance and NLP-based methods do not provide much gain. We also present a data-efficient language model for
proteins trained using mammalian sequences and a pretrained sentence-piece tokenizer, for specific applications to
drug discovery. In future work, we are interested in investigating binding site descriptors, combining MSA/NLP-based
descriptors with 3D descriptors of the ligands and the protein, and exploring different architectures to take into account
specific protein-ligand interaction hotspots.

6 Appendix

6.1 Length of BPE-segmented human sequences

The lenghs of protein sequences in UniProtKB segmented using the BPE algorithm are shown in Figure [ST| Most
sequences have less tan 600 tokens - we set 600 as the maximum length for our NLP models based on BPE-segmented
sequences.
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Figure S1: Length of BPE-segmented sequences of human proteins in UniprotKB
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6.2 PCM versus single-target QSAR for 149 kinases

A PCM model was built using a subset of 149 protein kinases with at least 100 known ligands (> 50 actives); 80% of
the data for each kinase was randomly included in the training set, 20% held out to build the external test set. In parallel,
149 single-target QSAR models were individually optimized. Both single-target and PCM models were built using
Random Forests and optimized with 5-fold random cross-validation, and protein descriptors for the PCM model were
arbitrarily set as MSA-derived protein-protein similarities. The PCM and single-target models with the best performing
hyperparameters (greatest MCC) were then used to predict each external test set per protein. Our results show that
protein-ligand binding is better predicted with PCM for 74% of tested targets (110/149), although the difference is
generally small.
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Figure S2: Difference in Matthews Correlation Coefficient between PCM and single target QSAR model for 149 protein
kinases, on a 20% holdout
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