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Abstract

Gene therapies have the potential to treat disease by delivering therapeutic genetic
cargo to disease-associated cells. One limitation to their widespread use is the lack
of short regulatory sequences, or promoters, that differentially induce the expression
of delivered genetic cargo in target cells, minimizing side effects in other cell types.
Such cell-type-specific promoters are difficult to discover using existing methods,
requiring either manual curation or access to large datasets of promoter-driven
expression from both targeted and untargeted cells. Model-based optimization
(MBO) has emerged as an effective method to design biological sequences in
an automated manner, and has recently been used in promoter design methods.
However, these methods have only been tested using large training datasets that are
expensive to collect, and focus on designing promoters for markedly different cell
types, overlooking the complexities associated with designing promoters for closely
related cell types that share similar regulatory features. Therefore, we introduce
a comprehensive framework for utilizing MBO to design promoters in a data-
efficient manner, with an emphasis on discovering promoters for similar cell types.
We use conservative objective models (COMs) for MBO and highlight practical
considerations such as best practices for improving sequence diversity, getting
estimates of model uncertainty, and choosing the optimal set of sequences for
experimental validation. Using three leukemia cell lines (Jurkat, K562, and THP1),
we show that our approach discovers many novel cell-type-specific promoters after
experimentally validating the designed sequences. For K562 cells, in particular,
we discover a promoter that has 75.85% higher cell-type-specificity than the best
promoter from the initial dataset used to train our models. Our code and data will
be available at https://github.com/young-geng/promoter_design.

1 Introduction

Gene therapies treat diseases through the delivery and expression of therapeutic genetic cargo in
disease-associated cells and tissues. Expression is controlled by a promoter sequence, a short
regulatory DNA sequence (typically up to a few hundred base pairs (bp) long) placed upstream of the
coding region. An ideal promoter for gene therapy would differentially induce expression in targeted
cells while repressing expression in all other cells to increase effectiveness and reduce side-effects;
i.e. it should be cell-type-specific and induce differential expression (DE). However, although there
are over 400 types of cells in the human body [1], very few cell-type-specific promoters are known.

Traditional methods to design cell-type-specific promoters rely heavily on manual curation or involve
tiling known cis-regulatory elements (CREs) or transcription factor (TF) binding motifs ([2H6] among
others). These methods are difficult to automate and are not guaranteed to work, especially in less
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studied cell types. Directed evolution can be used to automate promoter design but is expensive
to perform, typically requiring many experimental validation steps to continually improve designs,
and does not make the best use of available data. Offline model-based optimization (MBO) has
recently been used to design promoters and other CREs in a data-driven manner (Linder et al.
[7], Wang et al. [8]], Jores et al. [9], LaFleur et al. [10], Gosai et al. [11] among others). The offline
MBO approach involves building machine learning (ML) models of promoter-driven expression
(PE) using experimental measurements and then optimizing the promoter sequence using model
predictions as surrogates for experimental measurements. Offline MBO has the potential to accelerate
promoter discovery by being automated and relatively data-efficient; however, the field is lacking a
generalizable MBO-based framework for designing cell-type-specific promoters in a data-efficient
manner, while systematically accounting for practical considerations including:

1. Data-efficiency: Measuring PE is expensive and time-consuming, necessitating the effective use
of available data during design. Most previous work on offline MBO for promoter design has used
large PE datasets for model training (e.g. from massively parallel reporter assays, MPRAs) that are
only available for a few well-studied cell types, and their modelling strategies have not been evaluated
when designing cell-type-specific promoters for less-studied cell types using small PE datasets.

2. Minimizing adversarial designs: Using models for optimization, rather than just prediction,
presents key additional challenges, since naively optimizing designs based on predicted DE can lead
to adversarial designs that fool a model into outputting desirable values while having undesirable
values in reality. Previous promoter design workflows using optimization techniques such as in silico
directed evolution, gradient ascent, or generative models do not account for such designs.

3. Selecting design candidates while accounting for sequence diversity and uncertainty in
estimates of a sequence’s goodness: Offline MBO can design many sequences that are predicted
to be cell-type-specific by the PE model. However, due to limited budgets and time for wetlab
experiments, typically only a subset of the candidates can be validated. Thus, we need a systematic
approach to choose promising candidates from a larger set of designs in a principled manner. During
selection, it is important to consider both the diversity of the chosen candidates and the uncertainty in
model predictions. Choosing diverse candidate designs is important (1) to improve the chances of
successfully discovering a cell-type-specific promoter upon experimental validation, since we lack
complete information about how a sequence controls PE, and (2) to explore sequence space more
effectively during several rounds of design, leading to progressively better models and designs. It
is also important to choose candidates that have low uncertainty in model predictions while also
balancing their potential goodness. This sequence selection process is crucial for a principled MBO
workflow and has been overlooked by previous work.

Here, we present a systematic framework and case study for applying offline MBO to the real world
problem of promoter design, backed by empirical evidence from wetlab experiments evaluating
DE in three closely related blood-based cell types. To improve data-efficiency through transfer
learning, we follow previous work [[12] and pretrain sequence-based deep learning (DL) models of
PE using large existing MPRA datasets that measure PE in different contexts, and fine-tune them
using a small PE dataset collected from the target cell types. To address adversarial designs, we
extend the conservative objective models (COMs) framework [13]] to our setting: while fine-tuning
models, we use a loss term that reduces the predicted DE of adversarial designs. These fine-tuned
models are then used to design cell-type-specific promoters by performing gradient ascent on the
inputs. Upon generating multiple candidate sequences, we propose a selection scheme to choose a
diverse yet effective subset of final candidates that uses uncertainty estimates from an independently
trained ensemble. We use our workflow to design cell-type-specific promoters for three leukemia
cell lines (Jurkat, K562, and THP1) and present experimental evidence of its effectiveness. Existing
studies have designed promoters for markedly different cell types derived from different tissues and
germ layers [[11]], a simpler problem since such cell types typically have very different regulatory
environments with different transcription factors (TFs) expressed. We show that our MBO approach
works in a more difficult setting where we aim to design promoters that are only expressed in one
of three hematopoietic leukemia cell lines. Our designs improve upon the cell-type-specificity of
sequences from the fine-tuning dataset, improving 72.12% of sequences in Jurkat cells and 80.48 %
in K562 cells. Additionally, in K562 cells, we identify a promoter with 75.85% higher DE than
the best promoter from the fine-tuning dataset. These results suggest that applying our approach
over multiple rounds of modelling, design, and experimental validation will enable the discovery of
promoters with even higher cell-type-specificity, by shifting the training distribution towards higher
DE sequences at each iteration.
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2 Related work

Promoter design methods: Promoters have traditionally been designed using heuristics and manual
curation. For example, Selvakumaran et al. [3] and Yun et al. [4]] found cell-type-specific promoters
for ovarian and breast cancer cells, respectively, by identifying genes that are differentially expressed
in these cells and showing that their promoters exhibit cell-type-specificity. Nissim et al. [S]] designed
cell-type-specific promoters for ovarian and breast cancer cells by identifying differentially expressed
TFs and tiling their binding motifs. However, these studies do not provide a generalizable method
to design cell-type-specific promoters for any given cell type. In an attempt to address this issue,
recent work has sought to develop more automated and data-driven design methods. Kotopka and
Smolke [14] and Jores et al. [9] used sequence-based convolutional neural network (CNN) models
alongside simple optimization techniques such as in silico directed evolution and gradient ascent
to design promoters for high expression in yeast and various plant cells, respectively. Wang et al.
[8]] generated E. coli promoters by training a generative adversarial network (GAN) on natural E.
coli promoters and then using a PE predictor to further filter generated sequences. Gosai et al. [[11]]
trained a sequence-based CNN model of PE using a large MPRA dataset from three very different
cell lines. They used this model with three design algorithms to produce cell-type-specific promoters
that they show to be effective and diverse. Here, we build on previous work in three crucial ways.
First, we exploit the benefits of pretraining on large existing PE datasets to build accurate models
for target cell types in a more data efficient manner compared to previous methods. Second, we
leverage COMs [13]], a powerful offline MBO method, to design promoters using these models more
effectively, minimizing adversarial designs. Finally, we propose a sequence selection strategy that
explicitly accounts for sequence diversity and model uncertainty to choose a subset of sequences for
experimental validation from a larger set of design candidates.

Offline MBO for designing biological sequences: Apart from COMs, other offline MBO methods
have been proposed for designing biological sequences. While COMs only requires discriminative
models, most of the other methods rely on generative models. For example, Brookes et al. [15] built
variational autoencoders (VAEs) that generate desirable designs by iteratively improving the VAE
and its designs, guided by a design model. Jain et al. [[L6] used GFlowNets for sequence design,
another class of generative models that are trained to output designs that span all modes of some
design model’s prediction distribution. Linder et al. [/]’s deep exploration networks (DENSs) are
generative models that are trained to output diverse yet desirable sequences and again use design
model predictions to guide the training process. They experimentally validated their method and
showed that alternative polyadenylation (APA) sites designed using DENs were better than those
designed using gradient ascent. Here we use DENS as a baseline in our analyses, since it was validated
using wetlab experiments.

3 Background and motivation

The cell-type-specific promoter design problem: A typical promoter design experiment ([[17} 14,9}
10] among others) starts by identifying target cell types and defining an objective such as increasing
the absolute or differential expression levels of some gene. Then, an initial set of candidate promoters
is prepared by leveraging existing data sources and heuristics, or even using random sequences. To
test the efficacy of these promoters, reporter assays that collect PE measurements for a large batch
of promoters simultaneously are used (batch sizes range from a few hundred to many thousands or
even millions). Using these initial PE measurements, better promoters can be designed using various
methods such as directed evolution, shuffling motifs enriched in desirable sequences, or offline MBO.
The designed promoters then need to be experimentally validated using another reporter assay. If a
sufficiently desirable promoter is not discovered, the design and validation steps can be repeated.

Here, we focus on designing short cell-type-specific promoters in a data-constrained setting. In
this setting, we have a set of target cell types C, from which we have a small PE dataset — a few
thousand sequences and corresponding PE measurements from all cell types in C. Current pooled
oligonucleotide synthesis methods impose length constraints on DNA sequences. This technical
limitation restricts high-throughput synthesis and measurement capabilities to promoters of at most a
few hundred base pairs (bp). For any target cell type tc € C, we define the DE of a promoter x (i.e.
its cell-type-specificity) as:

DE' (x) = m > [PE“(x) — PE*(x)], M

oc#tce
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where PE®(x), ¢ € C, is the experimentally measured expression value induced by x in cell type c.
Our goal is to design sequences that maximize DE'® - the average difference in PE between the target
cell type tc and the other cell types.

Offline MBO: An offline MBO algorithm aims to produce designs that maximize some objective
function, using a provided static dataset D = {(x;,y;)} of designs x; and a corresponding mea-
surement of the objective value y;. The algorithm analyzes this dataset and produces an optimized
candidate design x*, which is evaluated against the true objective function. This process often
involves learning a proxy objective fy mapping designs to corresponding objective values, which
we hereafter refer to as the design model. Optimization is then performed to find an input which
maximizes this learned design model: x* = arg maxy fy(x), using methods such as in silico directed
evolution, gradient ascent, or by building generative models.

Here, we use offline MBO algorithms to design promoters that maximize the objective function
mentioned in Eqn[I] When several rounds of promoter design are performed, we can use all available
PE measurements from previous rounds as the “static” dataset for offline MBO. In our workflow, we
propose an additional selection step after running offline MBO that diversifies the final designs if
needed, making the pipeline more suitable for multi-round optimization.

4 Our MBO workflow for designing promoters in data-constrained settings

This section presents our approach to design cell-type-specific promoters that accounts for key
practical considerations. It is summarized in Figure[l] with a detailed flowchart in Figure[S.2]

4.1 Building models of promoter-driven expression in a data-efficient manner

As previously mentioned, offline MBO algorithms need a design model that approximates the
objective function. When designing cell-type-specific promoters for some target cell type tc € C, our
objective function is DE'(x) that is in turn computed using all PE®(x), ¢ € C, values. Therefore,
instead of directly modelling DE*“(x), we simultaneously model all PE®(x) values using multi-task
learning (MTL). This allows us to use one design model to design cell-type-specific promoters for
all ¢ € C. In this section, we provide guidelines for building these models based on the findings of
Reddy et al. [12], who studied model architectures and transfer learning strategies for modelling PE.

Model architecture: Recent work has shown that genomic data can be accurately modelled using
sequence-based models — models that take in one-hot encoded DNA sequences as input to predict
associated experimental assay measurements such as gene expression, histone modifications, and
TF-binding (e.g. [18H20]). Reddy et al. [12]] find that a model consisting of convolutional layers
followed by transformer layers (MTLucifer) outperforms other architectures when used to model PE
without any transfer learning.

Transfer learning to boost accuracy: Effective offline MBO hinges on accurate design models,
and building accurate models often requires large datasets. However, collecting large datasets with
experimental PE measurements in multiple cell types is expensive and time-consuming. In such
data-constrained settings, transfer learning can be very beneficial. Reddy et al. [12] showed that
pretraining sequence-based models on large related genomic datasets before fine-tuning on a smaller
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Figure 1: Our workflow for designing cell-type-specific promoters. Five main steps are highlighted in
grey: (1) pretrain a base model using existing large genomic datasets; (2) fine-tune the pretrained model using
the experimentally measured PE data collected so far, while also using a conservative regularizer; (3) use a
gradient ascent-based optimizer to design sequences that have high predicted DE; (4) apply a final sequence
selection algorithm that balances optimality and diversity to choose a smaller subset of the designed sequences;
(5) experimentally measure the PE of the selected designed sequences. The last four steps can be repeated when
running multiple rounds of design iterations.
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PE dataset from target cells leads to significantly better modelling of the smaller dataset compared to
training exclusively on the smaller dataset. The three best approaches that they identified are:

1. Linear probinQ]_-] of Enformer [20] predictions using Lasso [21]]: Enformer is a large sequence-
based model (again, consisting of convolutional and transformer layers) trained on thousands of
epigenomic datasets from humans and mice, allowing it to accurately learn sequence features that
control gene expression. Since it is expensive to train Enformer (3 days on 64 TPU v3 cores), we
often need to rely on the pretrained models published by Avsec et al. [20]], limiting flexibility in terms
of changing architectures or using alternate deep learning (DL) libraries. It can also be difficult to
use Lasso with gradient-based optimization techniques when performing offline MBO. Therfore,
this approach is only recommended when the published pretrained Enformer model can be easily
incorporated into your code base without any architectural changes, and when the offline MBO
algorithm you are using is not reliant on gradients (e.g. CbAS [15]).

2. Fine-tuning Enformer by using its embeddings to predict PE in target cells: The performance
of this approach is very similar to the previous approach. Moreover, using fine-tuning instead of
Lasso allows us to easily employ gradient-based offline MBO methods. Thus, this approach is
recommended when the pretrained Enformer model is compatible with your code base and you do
not wish to make any changes to its architecture that would necessitate re-training.

3. Pretraining MTLucifer on large existing MPRA datasets before fine-tuning it to predict PE
in target cells: Certain MPRA datasets (e.g. [22][23]]) measure PE in selected cell lines from a large
number of sequences. These data are useful for transfer learning, since models can learn a broad set
of features that are generally useful for predicting PE. This approach is very inexpensive (33 hours for
pretraining on a single Nvidia A40 GPU), which makes it easier to experiment with architectures and
hyperparameters. Hence, this approach is recommended when you want to use custom architectures
for modelling your data, or if you want flexibility in the DL libraries used to build your code base.

Using any of these approaches should yield an accurate model of PE in our target cells. However,
since we focus on performing offline MBO using COMs, which require differentiable design models,
only the last two approaches are compatible with our workflow.

4.2 Performing offline MBO while mitigating adversarial designs using COMs

Once we have accurate design models, we can couple them with offline MBO algorithms to design
promoters. However, during the design process, we need to address adversarial designs that might
arise due to the distribution shift problem. We describe the problem below and how it can be mitigated
using COMs [[13]]. Then, we specify how COMs can be used to design cell-type-specific promoters.

Distribution shift problem in offline MBO and conservative regularization: While we can
train an accurate design model fp(x), it may still suffer from generalization failures common to
supervised regression models, especially when designed sequences are far away from the training
data’s distribution i.e. when there is a distribution shift. Such adversarial sequences can be easily
designed by optimizers by heavily mutating training sequences, especially those that are already
good. To alleviate this issue, we suggest learning and using conservative models of the objective
function, or COMs [13]], as design models. These models are trained using a conservative regularizer
that penalizes high predictions on the set of potentially undesirable promoters y(x) that are not in the
training set but appear promising under the current design model, thus preventing the optimizer from
designing adversarial promoters. Concretely, conservative models use the following loss:

min - Exop [(fo(%) = 9)*] +a (Exwp [fo(%)] = Exp [fo(x)]) @

:= supervised loss := conservative regularizer

where « is the conservatism coefficient and controls the degree of “conservatism”.

Training design models for designing cell-type-specific promoters using conservative regulariza-
tion: The previous subsection mentions two approaches for building differentiable design models. In
either approach, we have a pretrained model (either a pretrained Enformer or MTLucifer model) that
is fine-tuned using a small dataset from the target cells. To incorporate conservative regularization
into the fine-tuning process, we modify the loss. Let us denote the model prediction for PE in cell

!As an alternative to fine-tuning a pretrained network, which involves updating all weights in the network,
one can extract embeddings or outputs from the pretrained network and fit a simple linear model to make
predictions for a downstream task without updating the full pretrained network. This is called linear probing.

93037 https://doi.org/10.52202/079017-2954



type c as PE§(x), and the predicted DE in ¢ as DE§(x), then the overall fine-tuning objective is:

min Yy {Exp [(PEj(x) — PE*(x))’] + @ (Exwp, [DEj(x)] — Exwp DEGN)} ()
ceC

In contrast to the canonical formulation of COMs in Eqn 2| we use DE in the regularization term,
a value derived from the model’s expression predictions, instead of using expression itself, as our
goal is to maximize DE and we want to avoid adversarial sequences with erroneously high predicted
DE using the conservative regularizer. Furthermore, since we use a single design model for all target
cells, the regularization term needs to be computed for all target cells. In contrast, the canonical
COMs formulation works for only one objective function. Similar to Trabucco et al. [13]], to get
distribution p.(x) consisting of sequences with potentially overestimated DE in ¢ in every training
step, we can use the Adam optimizer [24] to perform T steps of gradient ascent on DE§(x) starting
from sequences in the training batch (in our experiments: learning rate = 0.5, 5; = 0.9, 52 = 0.999,
and T' = 100). Since the DNA sequences are discrete, we perform gradient ascent in the probability
simplex in the one-hot encoded space, parameterized by a softmax function. At the end of 7" steps of
gradient ascent, we perform a hard clipping so that the resulting sequence is a valid one-hot encoding.
The full fine-tuning objective is optimized until convergence and the model checkpoint with the
lowest validation set loss is used as the design model. Importantly, it is difficult to choose an o« a
priori. Therefore, we train multiple design models with different o values and use all of them to
design candidate promoters (in our experiments, o € {0,0.0003,0.001,0.003,0.01,0.03}).

Designing promoters using gradient ascent: After training a design model, starting from each
promoter in the fine-tuning dataset (henceforth referred to as the starting sequence), we apply the
same gradient ascent-based optimization process as that used to build p.(X) to generate a design.
This generation is performed using every design model (trained using different o values), yielding a
large pool of candidate designed sequences.

4.3 Balancing diversity, optimality, and uncertainty for final sequence selection

From the design process described in the previous subsection, we get a large pool of candidate cell-
type-specific promoters. Unlike typical offline MBO problems where an algorithm must produce only
a single design for evaluation, as discussed in Section 3] designed promoters are typically evaluated
in batches (say, of size K'). Moreover, multiple iterations of promoter design can be performed. In
this section we describe an algorithm to choose K promoters for experimental validation from the
large set of candidates for cell type ¢, accounting for these facets of the promoter design problem.

Given that we have multiple design models, we cannot simply take the top K designs with highest
predicted DE, since the predictions come from different models, making them difficult to compare
with each other. Taking the top designs might also yield sequences that are very similar to each
other. Finally, we also want to account for model uncertainty during selection and ideally choose
high performing sequences that have low uncertainty.

Using an ensemble to get pessimistic estimates of DE that account for model uncertainty: To
uniformly evaluate all candidate designed sequences, and potentially get more accurate predictions,
we build an ensemble model consisting of models with slightly different architectures, using a
train-validation-test split of the fine-tuning data that is different from the one used to build the
design models. The constituent models are still pretrained prior to fine-tuning, but the conservative
regularizer is not used during fine-tuning since these models are not directly used for design. To
reduce the computational overhead for building the ensemble, one can use the same pretrained
backbone in all constituent models but use different kinds of fine-tuning layers in each model. In
our experiments, we use 36 models in the ensemble (Appendix [E). To account for model uncertainty,

we use the ensemble to compute ﬁ; (x), a pessimistic estimate of the DE in cell type ¢, for all
candidates. The pessimistic estimate is defined as the lower confidence bound of the constituent
models’ predictions and is computed as the mean minus the standard deviation of the predictions.
Using this pessimistic estimate in the final selection process allows us to choose sequences that most
models are confident about, further reducing the risk of choosing adversarial designs.

Final selection algorithm: Our ultimate goal is to maximize the expected efficacy of the designs in
the set of final sequences selected for experimental validation. Intuitively, this can be achieved by: (i)
ensuring that our designs have high predicted DE, and (ii) ensuring that the designs are as diverse
as possible. Diversity is important as designs predicted to be optimal might not actually be optimal
when they are experimentally validated. Having a diverse set of sequences increases the likelihood
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of some design being optimal, since we cover a broad region of the sequence space. We define a
sequence set S’s diversity as:

D(S):% 3 [H(X,X'HK(X,X')]

xES,X'ES

where H is the normalized Hamming distance between two sequences (ensuring overall diversity)
and /C is the normalized Euclidean distance between the 6-mer frequency vectors of two sequences
(ensuring diversity in potential TF-binding motifs composition). The distances are normalized by
dividing them by their maximum possible values. To instantiate this intuition into a concrete strategy,
we aim to select a set of K sequences S* = {x7,x3, -+ , X} } such that S* is the optimal solution
to the following optimization problem:

S* = argmgx Z ]SE?Y(X) + B8D(S) %)
xeS

where ]5]\52 (x) denotes a pessimistic estimate of the DE computed using an ensemble, and /3 is the
diversity coefficient that controls the fitness vs. diversity trade-off. While in theory we can obtain S*
by optimizing over all sequences, doing so is computationally intractable. So, the optimization in Eqn
H)is performed using a greedy algorithm over a large subset of candidates from the previous step. The
subset consists of candidates that have positive ensemble average predicted DE, and also have high
predicted expression in the target cell type CE] since this is also crucial for gene therapy applications.
The algorithm sequentially chooses K sequences - in each step, given a set of sequences S’ already

1
chosen to be in the final set, it computes DE, (x) + 3D(S" U {x}) for every candidate sequence x
not in §’, and chooses the sequence that maximizes this value for inclusion in the final set.

4.4 Making adjustments to the design process based on performance and diversity metrics
We discuss common problems that may arise during design and provide heuristics to address them.

Designed sequences are generally not predicted to have higher DE than the starting sequences
from the fine-tuning dataset: This issue might arise when the conservative regularizer is too power-
ful, making it difficult for the optimizer to design good sequences. Here, reducing the conservatism
coefficient a should help. However, there might also be problems with the dataset that hinder the
optimizer. For example, if the fine-tuning dataset has very few sequences that drive some level of DE
in the target cell type, the design models might be poor at modelling such sequences. To determine if
this is the case, one can look at the distribution of DE values in the training set and if there are too
few sequences that have positive DE in the target cell type (e.g. less than 25% of the dataset), the
design problem might be too difficult to solve using the available data.

Designed sequences are not diverse: The diversity of a set of designs can be measured using
multiple metrics. We focus on base pair entropy and average pairwise edit distance (can be any edit
distance e.g. Hamming distance) as they are easy to interpret. If we are designing sequences of
length L, base pair entropy can be computed at every position in the sequence by determining the
frequency of the 4 DNA bases across all designed sequences. For a diverse sequence set, this metric
should be close to 2 at every position (near uniform usage of the 4 bases, entropy computed using
binary logarithms). The average pairwise edit distance should be comparable to L (e.g. L/2). If these
metrics are low, the diversity coefficient 5 can be increased to boost diversity. Using a more diverse
set of starting sequences during optimization with gradient ascent can also improve the diversity of
the designed sequences since we can converge upon different optima of the objective landscape.

S Implementation and experimental evaluation of our approach

Next, we use the workflow proposed in the previous section to design 250 bp long cell-type-specific
promoters for three leukemia cell lines: Jurkat, K562, and THP1. As mentioned in the introduction,
designing such promoters is difficult since these cell lines are all mesoderm-derived hematopoietic
cells compared to cell lines derived from different tissues or germ layers. Moreover, Jurkat and
THPI1 cells are relatively understudied and lack large sources of PE measurements. We also perform
experimental validation of the designed sequences to show the effectiveness of our approach.

Designs with ensemble average predicted PE in target cell type ¢ greater than the 90th percentile of predicted
PE in c for the fine-tuning dataset’s sequences.
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5.1 Setup

Model training (design and ensemble models): To train design models, we use an architecture
similar to MTLucifer [12] (shown in Figure[S.T). We pretrain the models on large existing MPRA
datasets before fine-tuning them using a small PE dataset consisting of 17,104 measurements collected
by Reddy et al. [12]] from Jurkat, K562, and THP1 cells (dataset is described in more detail in
Appendix [C). We use this approach over fine-tuning Enformer, since our codebase uses Jax [25]] for
efficiently performing conservative regularization, and pretrained Enformer models are not available
for Jax. Following Section .2 we train 5 design models, each with a different v value. We also
build an ensemble for final sequence selection using a different split of the same dataset. Appendix [E]
describes the training process in more detail.

Sequence design: We design 4,000 sequences for each cell type using our workflow. This number
was chosen based on experimental constraints, and to keep the total number of sequences close to the
size of the original training dataset. Each design model is used to design ~17K candidate sequences
(one design for every starting sequence from the fine-tuning dataset) using the process described in
Section[4.2] and the final 4,000 sequences are chosen from these candidates using the algorithm from
Section[4.3| As shown later in this section, the designed sequences are naturally diverse, and we set
the diversity coefficient 3 to zero since we did not need to improve diversity.

Baselines: We also design sequences using two baselines, in order to determine the usefulness of
various components of our workflow:

1. Motif tiling: This heuristic method to design cell type-specific promoters is similar in spirit to that
proposed by Nissim et al. [5], and aims to improve upon known high DE sequences. We use it to
determine the overall usefulness of our approach for designing promoters compared to traditional
methods. Briefly, the motif tiling approach inserts motifs associated with high DE into sequences
from the fine-tuning dataset that already have high DE, with the goal of increasing their DE even
further. We run it for the three target cell types to design 520, 630, and 515 sequences for Jurkat,
K562, and THP1 cells, respectively. Appendix [F.I] presents the details of this method.

2. DENSs: In Section4.2] we use gradient ascent to optimize starting sequences and produce designs
that increase the design model-predicted DE. However, as detailed in the Section [2] many previous
studies use generative models for this purpose. To determine which optimization algorithm is better,
we replace gradient ascent with DENSs in our workflow and produce 2000 sequences per cell type
(with 5 = 10). We specifically use DENS, as their designs were experimentally validated by Linder
et al. [7] and they are explicitly trained to produce diverse sequences. Appendix |[F.2|describes DENs
in more detail.

Experimental validation of sequences: We use a similar protocol as Reddy et al. [12] to experimen-
tally determine the DE of designed sequences (Appendix D). Along with the designed sequences, we
also measure the DE of the top sequences from the fine-tuning dataset (top 100 sequences for each cell
type, so 300 sequences total), and of ~200 sequences from the fine-tuning dataset whose expression
roughly uniformly spanned the full range of PE values. These sequences with measurements in both
the fine-tuning set experiment and the validation experiment are used to determine whether designed
sequences improve upon their starting sequences, using a procedure described later in this section. In
total, we measure the DE of 20,741 sequences. After filtering out sequences with less than 100 reads
in any experiment, we are left with 14,315 high-quality measurements for use in all downstream
analyses.

5.2 Main Results

Evaluating the diversity of designed sequences: We analyze the diversity of the designs in terms of
their mean base pair entropy and the mean Hamming distance between any two designs (Table|[T).
Overall, our approach produces highly diverse sequences for all three cell types. We note that
for THP1, DENSs produce significantly less diverse designs. This is possibly due to the difficulty of
the design problem - the fine-tuning dataset has few sequences with high DE in THP1, leading to
the design model having fewer modes. This might make it difficult for a generative model trained
from scratch to discover the design model’s modes. Since gradient ascent starts from the sequences
in the fine-tuning dataset, it can more easily discover the various modes. Finally, to make sure that
our designs are distinct from the fine-tuning sequences, we also analyze the mean Hamming distance
between a design and the closest fine-tuning sequence (Table [S.I)). We see that our designs are
substantially different from the fine-tuning sequences, with designs being 125-140 bp away from
the closest fine-tuning sequence on average. Thus, given a diverse fine-tuning dataset, our workflow
produces designs that are not only distinct from one another but are also different from the fine-tuning
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Number of sequences . Mean base pair entropy = Mean Hamming distance

Method Jurkat | K562 = THPI | Jurkat = K562 THP1 | Jurkat , K562  THP1
Our approach 4000 | 4000 | 4000 1.87 1.96 1.96 | 176.18 | 183.73 | 184.17
DENSs used instead of grad. asc. 2000 | 2000 | 2000 1.89 1.87 1.00 | 178.17 | 177.39 | 108.22
Motif tiling 520 630 515 1.79 | 1.90 1.92 | 168.71 | 179.37 | 180.95

Table 1: Quantifying the diversity of designs. Mean base pair entropy (using binary logarithms,
maximum value = 2) and mean pairwise Hamming distance (maximum value = 250) are shown for
the designed sequences. Mean base pair entropy is calculated by determining the entropy of each
position across all designs and then averaging these values.

sequences, even with the application of conservative regularization, which might otherwise inhibit
diversity in certain scenarios.

Does our approach design sequences that are better than the corresponding starting sequences?
Next, we analyze the overall effectiveness of our workflow and compare it to motif tiling. Since we
aim to design promoters that have higher cell-type-specificity than promoters in the fine-tuning dataset,
we need to quantify the improvement in DE from the starting sequences to the designed sequences.
Direct comparison of DE values is challenging due to differences in experimental conditions and
potential confounding factors like batch effects, and re-measuring the DE of all starting sequences
is inefficient. To address this issue, we use a common set of sequences that span the expression
range for any given cell type to calibrate DE values between experiments. Since these common
set sequences have DE values from both experiments, we can compute percentile scores for both
the starting and corresponding designed sequences among this common set. The design process is
considered effective if the designed sequence achieves a higher percentile score than the starting
sequence. This calibration is valid since the ranks of the sequences in the common set are concordant
between experiments, as evidenced by the high Spearman correlation between DE values measured
by Reddy et al. [12] and our experiments: 0.953 for Jurkat, 0.921 for K562, and 0.950 for THPI.

Sequences designed using our workflow
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Figure 2: Comparing the DE of designed sequences with the DE of corresponding starting
sequences. The top row of plots compare the percentile scores of starting and designed sequences
from our approach, and the bottom row of plots compare the percentile scores for starting and
designed sequences from motif tiling. Each column represents sequences designed for one of the
three cell types. The x = y line is shown in red, with the number of sequences above it highlighted
in the top left corner and the number below it highlighted in the bottom right corner.
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Figure 3: Box plots comparing the DE of sequences designed using gradient ascent as the
optimizer in our workflow vs. those from DENs. p-values are computed using a Mann-Whitney-
Wilcoxon (MWW) test that tests whether sequences from gradient ascent have higher DE than
sequences from DENSs.

Figure 2] shows the percentile scores of the starting and designed sequences from our approach and
from motif tiling. Sequences designed for Jurkat and K562 using our approach improve upon the
majority of corresponding starting sequences, highlighting the overall effectiveness of our approach
in this difficult setting. In fact, we design a promoter for K562 that has 75.85% higher DE (=5.17)
than the best high DE sequence from the fine-tuning dataset (=2.94). On the other hand, we
observe that using motif tiling to improve on high DE sequences is ineffective, almost always leading
to worse sequences. We note that our workflow tends to choose designs that come from relatively
mediocre starting sequences. This is possibly because most sequences in the fine-tuning dataset have
DE similar to these sequences, likely making the design and ensemble models accurate and confident
near such sequences. Since our workflow significantly improves upon such sequences, we should be
able to discover progressively better sequences over multiple rounds of model training, design, and
experimental evaluation.

However, we fail to improve upon most starting sequences for THP1. This is likely because of the
difficulty of the design problem. As mentioned previously, there are few high DE sequences in the
fine-tuning dataset for THP1. Thus, it might be difficult for design models to be accurate in the space
of high DE sequences, leading to poor designs. In such cases, collecting more experimental data for
training might be the only effective way to improve designs.

Gradient ascent is better than DENSs for designing sequences: Finally, we compare gradient
ascent to DENs (Figure[3) to determine the better optimizer for use in our workflow. We observe that
gradient ascent is generally more effective than DENs. Given that gradient ascent is also easier to
implement and tune, we recommend it over generative models such as DENS.

6 Discussion and limitations

Designing cell-type-specific promoters is a crucial step in the effective application of gene delivery
technologies. We introduce a novel workflow for promoter design based on COMs [13]], tailored
for real-world applications due to its data efficiency and ability to produce diverse, non-adversarial
designs. We apply this approach to the challenging task of designing cell-type-specific promoters for
three leukemia cell lines. We then experimentally validate our designs, demonstrating effectiveness
for two out of three cell lines.

We also present limitations that practitioners should consider. The success of our workflow depends
on the accuracy of the design models, and effectiveness across the three cell lines was related to
design model accuracy for each cell line (Table[S.2)). This resulted in failure for THP1 cells, where
we had lower quality fine-tuning data with few high DE sequences. Pretraining data may also affect
performance, and many existing MPRA datasets used for pretraining come from K562 cells, likely
explaining our superior performance in K562 compared to Jurkat. Finally, conservative regularization
may inhibit diversity in certain cases as using conservatism leads to designs that are close to the
training data. Although we do not observe this in our experiments (Tables [S.1I] and [I)), using a
fine-tuning dataset with limited sequence diversity might lead to very similar designs and addressing
this issue is a good avenue for future work. Our MBO workflow highlights these and other practical
considerations. Our approach is valuable for practitioners targeting a wide range of cell types, and
will inspire further research in this area.
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A Supplementary figures and tables
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Figure S.1: Design model architecture: the convolutional layers use GELU activation [26], dropout
with 0.1 probability [27]], and are followed by a group norm layer [28] with each group size being
16. The MLP layers in the fine-tuning heads also use GELU activation. We apply the RoPE position
embeddings at each attention layer of the transformer.

Number of sequences Average Hamming
distance to closest
fine-tuning sequence
Method Jurkat | K562 | THP1 | Jurkat K562 , THP1
Our workflow 4000 | 4000 | 4000 | 126.46 | 132.17 | 140.27
Using DENs instead of grad. asc. 2000 | 2000 | 2000 | 149.63 | 155.44 | 152.89
Motif tiling 520 630 515 96.43 | 90.17 | 98.99

Table S.1: Average Hamming distance to the closest fine-tuning sequence for designs from every method
(maximum value = 250, minimum value = 0). Even though our workflow optimizes sequences from the
fine-tuning dataset to produce designs, the designs are generally quite distinct from the fine-tuning sequences.
Since DENs are generative models that produce designs from random noise vectors, if they are trained properly,
we expect their designs to be different from the fine-tuning sequences. Finally, motif tiling inserts motifs
into sequences from the fine-tuning dataset. Thus, we expect its designs to be relatively more similar to the
fine-tuning sequences than designs from the other methods.
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B Detailed flowchart describing the steps in our workflow
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Figure S.2: Flowchart that shows every step of our workflow for a practitioner.
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C Experimental data used for training design models

We use the PE measurements collected by Reddy et al. [[12] for designing cell type-specific promoters.
They provide 17,104 PE values in Jurkat, K562, and THP1 cells derived from 250 bp long manually
designed promoters. They set out to measure the PE of 20,000 promoters chosen using heuristics that
try to maximize the number of differentially expressed promoters. Nearly 50% of the tested promoters
are from differentially expressed endogenous genes, another ~ 40% are crafted by assembling known
and de-novo motifs which are abundant in the promoters of differentially expressed endogenous
genes, and the remaining ~ 10% of promoters originate from highly expressed endogenous genes’
promoters. Each promoter is integrated upstream of a minimal CMV promoter and the enhanced
green fluorescent protein (EGFP) reporter gene within a lentiviral vector. The resulting expression in
each cell line post-transduction is quantified by the levels of induced fluorescence. They get 17,104
PE values of adequate quality with two replicates and average the values from each replicate to get
the final PE values - we use these values in our experiments.

This data was released with their codebase (https://github.com/anikethjr/promoter_models) under an
AGPL-3.0 license.

D Experimental protocol for measuring promoter-driven expression of
designed sequences

We used the same protocol as Reddy et al. [12] with the following modifications for testing the
newly designed sequences. First, the cycle number for PCR amplification of the Twist oligopool was
reduced from 12 to 10 cycles to reduce amplification bias, and the lentiviral backbone used a CMV
promoter instead of an RSV promoter to drive the expression of the cargo from the lentiviral transfer
plasmid to increase titer. To generate lentivirus, we used the LV-MAX kit (ThermoFisher A35684)
following the protocol for a 1L flask, followed by the same concentration method. For lentiviral
titration and full scale transduction, we used the same protocol, except we did not perform spinfection
as this was deemed not necessary for adequate transduction efficiency. 24 hours after transduction,
medium containing 8ug/mL polybrene and lentivirus was changed to fresh medium, and cells were
allowed to recover for another 48 hours before performing puromycin selection. This additional
time allowed for better expression of the puromycin resistance gene before selection, increasing
functional titer. Full scale transductions were performed at >500X library coverage and at an MOI
<0.3. Cells were sorted using the same general methodology at a similar coverage; however, gDNA
was extracted using the NucleoSpin Blood L (Machery-Nagel 740954) with the addition of RNAse A
(NEB T3018L) following the manufacturer’s instructions. No changes were made to NGS library
preparation, but sequencing was performed using an Illumina NovaSeq X Series, pooled with other
NGS libraries with non overlapping indices.

E Training of design and ensemble models and their prediction performance

In this section, we detail the process we use to train our design and ensemble models.
We train 5 design models with varying values of the conservatism coefficient o (@ €
{0,0.0003,0.001,0.003, 0.01, 0.03}). We also highlight their prediction performances.

E.1 Pretraining details

Here, we provide details about our pretraining process. All design models and all constituent models
of the ensembles are pretrained before being fine-tuned. Following Reddy et al. [[12], we pretrain our
models using data from Sharpr-MPRA [22] and SuURE MPRA [30, 23]. SURE MPRA measures the
expression induced by 150-500bp genomic fragments from 4 individuals from 4 different populations
in the K562 and HepG?2 cell lines. ~ 2.4B and ~ 1.2B fragments were found to be expressed in K562
and HepG?2 respectively. Most fragments have very low expression and training on all measurements
is time-consuming. Thus, Reddy et al. [[12]] define a classification task using this data that subsets the
data and bins each sequence into one of 5 expression bins. We also use this classification task for
pretraining. Sharpr-MPRA is a smaller MPRA that measures the expression from ~ 487K 145bp
sequences centered at DNase I peaks in K562 and HepG?2 cells and in two different settings. Reddy
et al. [[12] use a preprocessed version of this data from Movva et al. [31] that builds a regression task
with 12 outputs (2 replicates for expression measured in 2 settings in 2 cell lines, and 4 outputs that
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correspond to the average expression across replicates). We use the same formulation for pretraining
our models.

During pretraining, our models’ output layers produce the probability of a sequence belonging to
each of the expression bins for the SURE MPRA-based pretraining task and directly predicts the
expression values for the Sharpr-MPRA-based pretraining task. We minimize the sum of the negative
log-likelihood (NLL) loss for the SURE MPRA task and the mean squared error (MSE) loss for the
Sharpr-MPRA task (since both tasks have distinct sequences, a training sequence only contributes to
one of the two loss terms, the other loss is set to zero for that sequence).

We use the dataset splits defined by Reddy et al. [12]] and train with a batch size of 448 using the
AdamW optimizer [32] with le-4 learning rate and 3e-3 weight decay. We train the models for
20000 steps in total, with a cosine learning rate decay schedule that decays to 0. We retain the best
checkpoint that is selected by monitoring the validation loss throughput the training process.

E.2 Building an ensemble by combining models with slightly different architectures

The ensemble uses constituent models that slightly modify the design model architecture presented
in Figure [S.1]- each model uses a different type of MLP layer (shown in red in Figure[S.T)) in the
fine-tuning head. Within the set of constituent models, we vary the depth (2, 4, or 8 layers), number
of hidden units (512, 1024, or 2048), and activation functions (tanh, GELU, ReLLU, or SiLU [26]) of
the MLP layers. This gives us 36 constituent models for ensembling.

E.3 Fine-tuning details

After pretraining, all design models are fine-tuned using a certain split of the PE dataset collected by
Reddy et al. [12] (Split 1 in Table|S.2). The ensemble’s constituent models are fine-tuned using a
different split (Splits 2 in Table|S.2)). In each split, following Reddy et al. [12], we use ~ 70% of the
assayed promoters for training, ~ 10% for validation, and ~ 20% for testing. Since there are distinct
classes of promoters in the dataset with varying levels of GC content, our splits are stratified by both
promoter class and GC content.

When fine-tuning the design models using the conservative regularizer, the full fine-tuning objective
from Eqn [3]is optimized for up to 200 steps using the AdamW optimizer [32] (batch size = 512,
learning rate = Se-5, weight decay = 3e-3, 51 = 0.9, 82 = 0.999) with a cosine learning rate decay
schedule that decays to O after 10 warm-up steps and model checkpoints with the lowest validation
set loss are retained. Since the THP1 data is noisier compared to data from Jurkat and K562 cells
(illustrated by Reddy et al. [12] reporting significantly lower concordance between replicate PE
measurements), our fine-tuned models have generally lower prediction performance for this cell line.
Furthermore, there are few promoters in the training data with high DE and PE in THP1. These
problems make it difficult to design sequences for THP1 using sequence optimization — we often
could not find many designs with high predicted DE and PE in THP1 using the vanilla DE definition
presented in Eqn[I]during fine-tuning and sequence optimization. Therefore, we slightly modified the
DE definition for THP1 cells to boost the number of such desirable designs (especially those with
high predicted PE in THP1 since this is a requirement for gene therapy applications). This definition
is used both during fine-tuning (i.e. in Eqn[3)) and sequence optimization:

DETP!(x) = 1 > [1.5 % PE™P!(x) — PE*(x)), )

(I¢=1) 0c£THPI

The constituent models of the ensemble are fine-tuned without the conservative regularizer using
the AdamW optimizer with a batch size of 512, 5e-5 learning rate, 3e-3 weight decay, 5; = 0.9,
B2 = 0.999, and with a cosine learning rate decay schedule that decays to O after 10 warm-up
steps. They are fine-tuned for upto 250 steps, and we retain the best checkpoints that are selected by
monitoring the validation loss throughput the training process.
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E.4 Prediction performance

The prediction performance of our models on their respective test sets is shown in Table[S.2] These
results indicate that all of our models are accurate predictors of PE in the target cell types, justifying
their usage in designing promoters.

Model Dataset Split Jurkat K562 THP1

T P T P r P
Design model with a« = 0 Split 1 0.699 | 0.666 | 0.705 | 0.698 | 0.644 | 0.542
Design model with o = 0.0003 Split 1 0.700 | 0.666 | 0.706 | 0.698 | 0.644 | 0.542
Design model with a = 0.001 Split 1 0.700 | 0.666 | 0.706 | 0.698 | 0.643 | 0.542
Design model with o = 0.003 Split 1 0.701 | 0.667 | 0.706 | 0.698 | 0.642 | 0.543
Design model with & = 0.01 Split 1 0.700 | 0.668 | 0.705 | 0.698 | 0.639 | 0.545
Ensemble model used for final selection | Split2 | 0.702 | 0.659 | 0.691 | 0.690 | 0.627 | 0.529
" Test Set Replicate Concordance | Splitl | 0.819 | 0.735 | 0.737 | 0.666 | 0.730 | 0.483

Table S.2: Prediction performance obtained using our models.

F Details about baselines

In this section, we describe the baselines in more detail.

F.1 Designing cell type-specific promoters using motif tiling

In this section, we detail how we design cell type-specific promoters using motif tiling. First, to
identify motifs that might contribute to DE, we use FIMO [33] with default settings to detect instances
of clustered TF-binding motifs defined by Vierstra et al. [|34]] E]in the sequences assayed by Reddy
et al. [12]], and retain detected motif occurrences with q-value < 0.01. Let’s now consider designing
a cell type-specific promoter for Jurkat. For every motif, we first run a Welch’s t-test to determine
if sequences that contain it have higher expression in Jurkat than sequences that do not contain it,
and retain motifs with g-values < 0.01. Then, for every motif, we run 2 pairwise Welch’s t-tests to
determine if its presence leads to higher expression in Jurkat compared to K562 or THP1. Motifs
that have positive effect sizes in both t-tests (i.e. leads to higher expression in Jurkat compared to
both K562 and THP1) with g-values < 0.01 are retained as those that could be contributing towards
DE in Jurkat. Then, these motifs are used to design two sets of sequences - one set of sequences is
designed by inserting the same motif into a background sequence as many times as possible while
separating the motifs by 10bp (we get 5 sequences per motif using different background sequences),
and the second set is designed by randomly sampling motifs (weighted by average effect size from
the two pairwise tests) from the list of retained motifs and inserting as many of them as possible into
a background sequence while separating the motifs by 10bp. While generating each sequence, the
background sequence is a randomly chosen sequence from those assayed by Reddy et al. [12] that
exhibits a DE of at least 2 and also has PE in the target cell that is greater than the 90th percentile of
PE. Inserted motif sequences are sampled from the motif’s position weight matrix (PWM). The same
process is repeated for K562 and THP1.

We discover 4, 26, and 3 motifs that may be causing DE in Jurkat, K562 and THP1 respectively.
Thus, we get 20, 130, and 15 sequences in Jurkat, K562, and THP1 respectively by tiling the same
motif repeatedly. Then, for each cell line, we design 500 sequences by randomly sampling motifs.
Therefore, we get a total of 520, 630, and 515 sequences for Jurkat, K562, and THP1 respectively
using this design method.

F.2 Deep Exploration Networks (DENs)

DENSs are generative models that are trained to output diverse sequences that maximize a design
model’s predictions. The generator takes random noise as input and transforms it into a sequence
PWM. We use a UNet-style [35] generator that first transforms the noise vector into a sequence
PWM-sized matrix (i.e. of size (250, 4)). Then, it applies 6 downsizing convolutional layers followed
by 5 upsizing convolutional layers. A final convolutional layer then pools information across the final
set of filters’ outputs to produce the sequence PWM. The PWM is used to sample sequences that are
fed to the design model to get its predictions and a fitness-based loss that trains the DEN to output
high-fitness sequences is computed. Additionally, to explicitly increase the diversity of the generated

*https://resources.altius.org/~jvierstra/projects/motif-clustering-v2.0beta/
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sequences, in every training step, random noise vectors are input to the DEN in pairs to get two
sequence PWMs per pair. Then, a diversity-based loss is computed that incentivizes the sequences
generated using the two different noise vectors to be distinct from each other, both in sequence and
design model embedding space. An entropy-based loss is also minimized to reduce the entropy of the
PWM output by the DEN at every position.

Thus, when training a DEN to generate cell type-specific promoters for a target cell : €
{Jurkat, K562, THP1}, the training objective we use is:

2 2
min — DE:(s;) + DE:(q.
5 Z 6(55) Z o(q;)
Jj=1, Jj=1,
sj~ge(u1) qj~e

:= fitness loss

2 N
1 1
+ Biversity max | —0.3 + agﬁi{o] N_o |32 ; 1;7 Sjk-Qjk—o | 50

85~gep(u1)
q;~9ge(u2)

:= sequence-based diversity loss

2
L Ro(s;)-Ro(4;)
+ﬁdiversi max [—0.3 4+ = 7
’ 2 Jz::l 1R (s;)]]-I|Ro(q;)l|
sj~gg(u1)
aj~gp(uz)

:= embedding-based diversity loss

N
1
+ Bentmpy max [1.8 — N Z [logg 4— Z _g¢(u1)k 10g2 (g¢(u1)k + 10_8)} aO]

k=1

= entropy loss

where ¢ is the set of trainable parameters of DEN g, which outputs N = 250 base pairs long
sequence PWMs by taking u; or uy - 200-dimensional random noise vectors sampled from the
uniform distribution over [-1, 1], as inputs. From the sequence PWMs output by g4, we sample two
one-hot encoded sequences per noise vector denoted by s; and ¢;. These sequences are then input to
the trained design model that predicts PE induced in each of the three cell types. Then, the predicted
DE in the target cell ¢ induced by a sequence x is given by Eqn[I] The fitness loss maximizes this
predicted DE. The other loss terms increase sequence diversity and reduce entropy in the sequence
PWM. Here, s; 1, is the one-hot encoded base pair at position k in s; (similarly for g; 1), Ro(s;) is
an embedding for s; extracted from the design model fy, g4(u1)y is the probability distribution over
base pairs in the sequence PWM g4 (u;) at position k. Finally, the coefficients Bgiversity and Bentropy
are used to weight the diversity and entropy losses relative to the fitness loss and to one another.
They can be varied to regulate the diversity vs. fitness trade-off. We refer readers to the original
work by Linder et al. [[7]] that proposed DENSs for more details on the method. We tune the various
hyperparameters reflected in the training objective by observing the overall quality of the generated
sequences.

We train a total of 15 DENS per target cell type, each using a different design model to compute the
fitness loss, or making a different diversity vs. fitness trade-off by using different Bgjversiy Values. We
have 5 different design models, each trained using a different conservatism coefficient o (Table[S.2).
We also try 3 different SBgiversiy values — 1, 5, and 10, yielding 15 DENSs in total. Each DEN is used
to generate 20000 sequences and we use the final sequence selection algorithm from Section [d.3]to
choose the final set of 2000 sequences per target cell.
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G Computational resources used for training

Our workflow is mostly run on a system equipped with 128 CPU cores and 8 Nvidia A100 GPUs
with 80GB VRAM each. Pretraining takes around 3.5 hours and it takes around 2 hours to fine-tune a
design model and optimize sequences using gradient ascent. We performed a hyperparameter sweep
consisting of 4 pretraining runs to tune model architectures. Overall, we estimate that it took around
50 hours on this machine to produce designs using our workflow.

DENSs are trained a system equipped with 32 CPU cores and 8 Nvidia A5000 GPUs with 24GB
VRAM each. It takes about 3 hours to train each model on a single GPU. Overall, we estimate that it
took around 20 hours on this machine to produce designs using DENs.
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NeurlIPS Paper Checklist

1. Claims

Question: Do the main claims made in the abstract and introduction accurately reflect the
paper’s contributions and scope?

Answer: [Yes]

Justification: We support all claims made in the abstract and introduction using our workflow
description and experimental evaluation sections.

Guidelines:

* The answer NA means that the abstract and introduction do not include the claims
made in the paper.

* The abstract and/or introduction should clearly state the claims made, including the
contributions made in the paper and important assumptions and limitations. A No or
NA answer to this question will not be perceived well by the reviewers.

* The claims made should match theoretical and experimental results, and reflect how
much the results can be expected to generalize to other settings.

* It is fine to include aspirational goals as motivation as long as it is clear that these goals
are not attained by the paper.

2. Limitations
Question: Does the paper discuss the limitations of the work performed by the authors?
Answer: [Yes]
Justification: Yes, they are discussed in the last section titled "Discussion and limitations".
Guidelines:

* The answer NA means that the paper has no limitation while the answer No means that
the paper has limitations, but those are not discussed in the paper.

* The authors are encouraged to create a separate "Limitations" section in their paper.

* The paper should point out any strong assumptions and how robust the results are to
violations of these assumptions (e.g., independence assumptions, noiseless settings,
model well-specification, asymptotic approximations only holding locally). The authors
should reflect on how these assumptions might be violated in practice and what the
implications would be.

* The authors should reflect on the scope of the claims made, e.g., if the approach was
only tested on a few datasets or with a few runs. In general, empirical results often
depend on implicit assumptions, which should be articulated.

* The authors should reflect on the factors that influence the performance of the approach.
For example, a facial recognition algorithm may perform poorly when image resolution
is low or images are taken in low lighting. Or a speech-to-text system might not be
used reliably to provide closed captions for online lectures because it fails to handle
technical jargon.

* The authors should discuss the computational efficiency of the proposed algorithms
and how they scale with dataset size.

* If applicable, the authors should discuss possible limitations of their approach to
address problems of privacy and fairness.

* While the authors might fear that complete honesty about limitations might be used by
reviewers as grounds for rejection, a worse outcome might be that reviewers discover
limitations that aren’t acknowledged in the paper. The authors should use their best
judgment and recognize that individual actions in favor of transparency play an impor-
tant role in developing norms that preserve the integrity of the community. Reviewers
will be specifically instructed to not penalize honesty concerning limitations.

3. Theory Assumptions and Proofs

Question: For each theoretical result, does the paper provide the full set of assumptions and
a complete (and correct) proof?

Answer: [NA]
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Justification: We do not present any theoretical results in this paper.
Guidelines:

* The answer NA means that the paper does not include theoretical results.

* All the theorems, formulas, and proofs in the paper should be numbered and cross-
referenced.

* All assumptions should be clearly stated or referenced in the statement of any theorems.

* The proofs can either appear in the main paper or the supplemental material, but if
they appear in the supplemental material, the authors are encouraged to provide a short
proof sketch to provide intuition.

* Inversely, any informal proof provided in the core of the paper should be complemented
by formal proofs provided in appendix or supplemental material.

* Theorems and Lemmas that the proof relies upon should be properly referenced.
4. Experimental Result Reproducibility

Question: Does the paper fully disclose all the information needed to reproduce the main ex-
perimental results of the paper to the extent that it affects the main claims and/or conclusions
of the paper (regardless of whether the code and data are provided or not)?

Answer: [Yes]

Justification: We provide high-level details about the methods used to produce our experi-
mental results in Section [5|and provide more details in the appendix with the experimental
protocol in Section[D] training details in Section[E] and details about the baselines in Sec-
tion B Our code, data, and instructions to reproduce our main results will be available at
https://github.com/young-geng/promoter_design.

Guidelines:

» The answer NA means that the paper does not include experiments.
« If the paper includes experiments, a No answer to this question will not be perceived
well by the reviewers: Making the paper reproducible is important, regardless of
whether the code and data are provided or not.
If the contribution is a dataset and/or model, the authors should describe the steps taken
to make their results reproducible or verifiable.
Depending on the contribution, reproducibility can be accomplished in various ways.
For example, if the contribution is a novel architecture, describing the architecture fully
might suffice, or if the contribution is a specific model and empirical evaluation, it may
be necessary to either make it possible for others to replicate the model with the same
dataset, or provide access to the model. In general. releasing code and data is often
one good way to accomplish this, but reproducibility can also be provided via detailed
instructions for how to replicate the results, access to a hosted model (e.g., in the case
of a large language model), releasing of a model checkpoint, or other means that are
appropriate to the research performed.

While NeurIPS does not require releasing code, the conference does require all submis-

sions to provide some reasonable avenue for reproducibility, which may depend on the

nature of the contribution. For example

(a) If the contribution is primarily a new algorithm, the paper should make it clear how
to reproduce that algorithm.

(b) If the contribution is primarily a new model architecture, the paper should describe
the architecture clearly and fully.

(c) If the contribution is a new model (e.g., a large language model), then there should
either be a way to access this model for reproducing the results or a way to reproduce
the model (e.g., with an open-source dataset or instructions for how to construct
the dataset).

(d) We recognize that reproducibility may be tricky in some cases, in which case
authors are welcome to describe the particular way they provide for reproducibility.
In the case of closed-source models, it may be that access to the model is limited in
some way (e.g., to registered users), but it should be possible for other researchers
to have some path to reproducing or verifying the results.
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5. Open access to data and code

Question: Does the paper provide open access to the data and code, with sufficient instruc-
tions to faithfully reproduce the main experimental results, as described in supplemental
material?

Answer: [Yes]

Justification: Our code, data, and instructions to reproduce our main results will be available
at https://github.com/young-geng/promoter_designl

Guidelines:

» The answer NA means that paper does not include experiments requiring code.

* Please see the NeurIPS code and data submission guidelines (https://nips.cc/
public/guides/CodeSubmissionPolicy) for more details.

* While we encourage the release of code and data, we understand that this might not be
possible, so “No” is an acceptable answer. Papers cannot be rejected simply for not
including code, unless this is central to the contribution (e.g., for a new open-source
benchmark).

* The instructions should contain the exact command and environment needed to run to
reproduce the results. See the NeurIPS code and data submission guidelines (https:
//nips.cc/public/guides/CodeSubmissionPolicy) for more details.

* The authors should provide instructions on data access and preparation, including how
to access the raw data, preprocessed data, intermediate data, and generated data, etc.

* The authors should provide scripts to reproduce all experimental results for the new
proposed method and baselines. If only a subset of experiments are reproducible, they
should state which ones are omitted from the script and why.

* At submission time, to preserve anonymity, the authors should release anonymized
versions (if applicable).

* Providing as much information as possible in supplemental material (appended to the
paper) is recommended, but including URLSs to data and code is permitted.
6. Experimental Setting/Details

Question: Does the paper specify all the training and test details (e.g., data splits, hyper-
parameters, how they were chosen, type of optimizer, etc.) necessary to understand the
results?

Answer: [Yes]

Justification: Details about our workflow are provided in Section ] the high-level setup
for our experiments is described in Section[5] and the appendix has more details about the
training and testing in Sections [E and [/

Guidelines:

* The answer NA means that the paper does not include experiments.

* The experimental setting should be presented in the core of the paper to a level of detail
that is necessary to appreciate the results and make sense of them.

* The full details can be provided either with the code, in appendix, or as supplemental
material.

7. Experiment Statistical Significance

Question: Does the paper report error bars suitably and correctly defined or other appropriate
information about the statistical significance of the experiments?

Answer: [Yes]

Justification: Wherever appropriate, we add error bars and details about the significance
testing (only used to produce Figure [3)).

Guidelines:

* The answer NA means that the paper does not include experiments.

* The authors should answer "Yes" if the results are accompanied by error bars, confi-
dence intervals, or statistical significance tests, at least for the experiments that support
the main claims of the paper.
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* The factors of variability that the error bars are capturing should be clearly stated (for
example, train/test split, initialization, random drawing of some parameter, or overall
run with given experimental conditions).

* The method for calculating the error bars should be explained (closed form formula,
call to a library function, bootstrap, etc.)

* The assumptions made should be given (e.g., Normally distributed errors).

« It should be clear whether the error bar is the standard deviation or the standard error
of the mean.

It is OK to report 1-sigma error bars, but one should state it. The authors should
preferably report a 2-sigma error bar than state that they have a 96% CI, if the hypothesis
of Normality of errors is not verified.

* For asymmetric distributions, the authors should be careful not to show in tables or
figures symmetric error bars that would yield results that are out of range (e.g. negative
error rates).

o If error bars are reported in tables or plots, The authors should explain in the text how
they were calculated and reference the corresponding figures or tables in the text.

8. Experiments Compute Resources

Question: For each experiment, does the paper provide sufficient information on the com-
puter resources (type of compute workers, memory, time of execution) needed to reproduce
the experiments?

Answer: [Yes]
Justification: These details are provided in appendix section G|
Guidelines:

* The answer NA means that the paper does not include experiments.

* The paper should indicate the type of compute workers CPU or GPU, internal cluster,
or cloud provider, including relevant memory and storage.

* The paper should provide the amount of compute required for each of the individual
experimental runs as well as estimate the total compute.

* The paper should disclose whether the full research project required more compute
than the experiments reported in the paper (e.g., preliminary or failed experiments that
didn’t make it into the paper).

9. Code Of Ethics

Question: Does the research conducted in the paper conform, in every respect, with the
NeurIPS Code of Ethics https://neurips.cc/public/EthicsGuidelines?

Answer: [Yes]

Justification: We have reviewed the NeurIPS Code of Ethics and our work conforms to it in
every respect.

Guidelines:

e The answer NA means that the authors have not reviewed the NeurIPS Code of Ethics.

* If the authors answer No, they should explain the special circumstances that require a
deviation from the Code of Ethics.

* The authors should make sure to preserve anonymity (e.g., if there is a special consid-
eration due to laws or regulations in their jurisdiction).

10. Broader Impacts

Question: Does the paper discuss both potential positive societal impacts and negative
societal impacts of the work performed?

Answer: [Yes]

Justification: We talk about the potential positive impacts of this work in the abstract and
introduction. We do not think our work can have any negative societal impacts.

Guidelines:

* The answer NA means that there is no societal impact of the work performed.
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* If the authors answer NA or No, they should explain why their work has no societal
impact or why the paper does not address societal impact.

» Examples of negative societal impacts include potential malicious or unintended uses
(e.g., disinformation, generating fake profiles, surveillance), fairness considerations
(e.g., deployment of technologies that could make decisions that unfairly impact specific
groups), privacy considerations, and security considerations.

* The conference expects that many papers will be foundational research and not tied
to particular applications, let alone deployments. However, if there is a direct path to
any negative applications, the authors should point it out. For example, it is legitimate
to point out that an improvement in the quality of generative models could be used to
generate deepfakes for disinformation. On the other hand, it is not needed to point out
that a generic algorithm for optimizing neural networks could enable people to train
models that generate Deepfakes faster.

* The authors should consider possible harms that could arise when the technology is
being used as intended and functioning correctly, harms that could arise when the
technology is being used as intended but gives incorrect results, and harms following
from (intentional or unintentional) misuse of the technology.

* If there are negative societal impacts, the authors could also discuss possible mitigation
strategies (e.g., gated release of models, providing defenses in addition to attacks,
mechanisms for monitoring misuse, mechanisms to monitor how a system learns from
feedback over time, improving the efficiency and accessibility of ML).

11. Safeguards

Question: Does the paper describe safeguards that have been put in place for responsible
release of data or models that have a high risk for misuse (e.g., pretrained language models,
image generators, or scraped datasets)?

Answer: [NA]
Justification: We do not think our paper poses such risks.
Guidelines:

* The answer NA means that the paper poses no such risks.

* Released models that have a high risk for misuse or dual-use should be released with
necessary safeguards to allow for controlled use of the model, for example by requiring
that users adhere to usage guidelines or restrictions to access the model or implementing
safety filters.

* Datasets that have been scraped from the Internet could pose safety risks. The authors
should describe how they avoided releasing unsafe images.

* We recognize that providing effective safeguards is challenging, and many papers do
not require this, but we encourage authors to take this into account and make a best
faith effort.

12. Licenses for existing assets

Question: Are the creators or original owners of assets (e.g., code, data, models), used in
the paper, properly credited and are the license and terms of use explicitly mentioned and
properly respected?

Answer: [Yes]

Justification: The only existing asset we use is the data released by Reddy et al. [12]. We
mention that it was released with their codebase under an AGPL-3.0 license in appendix
section[C]

Guidelines:
* The answer NA means that the paper does not use existing assets.

* The authors should cite the original paper that produced the code package or dataset.

* The authors should state which version of the asset is used and, if possible, include a
URL.

* The name of the license (e.g., CC-BY 4.0) should be included for each asset.
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* For scraped data from a particular source (e.g., website), the copyright and terms of
service of that source should be provided.

o If assets are released, the license, copyright information, and terms of use in the
package should be provided. For popular datasets, paperswithcode.com/datasets
has curated licenses for some datasets. Their licensing guide can help determine the
license of a dataset.

* For existing datasets that are re-packaged, both the original license and the license of
the derived asset (if it has changed) should be provided.

* If this information is not available online, the authors are encouraged to reach out to
the asset’s creators.
13. New Assets

Question: Are new assets introduced in the paper well documented and is the documentation
provided alongside the assets?

Answer: [Yes]

Justification: Our code, data, and instructions to reproduce our results will be available at
https://github.com/young-geng/promoter_design. We provide details on how we collected
the data in appendix section

Guidelines:

» The answer NA means that the paper does not release new assets.

* Researchers should communicate the details of the dataset/code/model as part of their
submissions via structured templates. This includes details about training, license,
limitations, etc.

* The paper should discuss whether and how consent was obtained from people whose
asset is used.

* At submission time, remember to anonymize your assets (if applicable). You can either
create an anonymized URL or include an anonymized zip file.
14. Crowdsourcing and Research with Human Subjects

Question: For crowdsourcing experiments and research with human subjects, does the paper
include the full text of instructions given to participants and screenshots, if applicable, as
well as details about compensation (if any)?

Answer: [NA]
Justification: We do not use crowdsourcing or human subjects to collect data.
Guidelines:
* The answer NA means that the paper does not involve crowdsourcing nor research with
human subjects.

* Including this information in the supplemental material is fine, but if the main contribu-
tion of the paper involves human subjects, then as much detail as possible should be
included in the main paper.

* According to the NeurIPS Code of Ethics, workers involved in data collection, curation,
or other labor should be paid at least the minimum wage in the country of the data
collector.

15. Institutional Review Board (IRB) Approvals or Equivalent for Research with Human
Subjects

Question: Does the paper describe potential risks incurred by study participants, whether
such risks were disclosed to the subjects, and whether Institutional Review Board (IRB)
approvals (or an equivalent approval/review based on the requirements of your country or
institution) were obtained?

Answer: [NA]
Justification: We do not use crowdsourcing or human subjects to collect data.
Guidelines:

* The answer NA means that the paper does not involve crowdsourcing nor research with
human subjects.
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paperswithcode.com/datasets
https://github.com/young-geng/promoter_design

* Depending on the country in which research is conducted, IRB approval (or equivalent)
may be required for any human subjects research. If you obtained IRB approval, you
should clearly state this in the paper.

* We recognize that the procedures for this may vary significantly between institutions
and locations, and we expect authors to adhere to the NeurIPS Code of Ethics and the
guidelines for their institution.

* For initial submissions, do not include any information that would break anonymity (if
applicable), such as the institution conducting the review.
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