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Computational modeling of mast cell tryptase
family informs selective inhibitor development

Ying Ma,'>¢* Bole Li,”> Xianggin Zhao, - Yi Lu," Xuesong Li," Jin Zhang,® Yifei Wang, Jie Zhang,? Lulu Wang,*
Shuai Meng,”* and Jihui Hao'*

SUMMARY

Mast cell tryptases, a family of serine proteases involved in inflammatory responses and cancer develop-
ment, present challenges in structural characterization and inhibitor development. We employed state-of-
the-art protein structure prediction algorithms to model the three-dimensional structures of tryptases o,
B, 3, v, and & with high accuracy. Computational docking identified potential substrates and inhibitors, sug-
gesting overlapping yet distinct activities. Tryptases 3, 3, and ¢ were predicted to act on phenolic com-
pounds, with B and ¢ additionally hydrolyzing cyanides. Tryptase 3 may possess unique formyl-CoA dehy-
drogenase activity. Virtual screening revealed 63 compounds exhibiting strong binding to tryptase
(TPSB2), 12 exceeding the affinity of the known inhibitor. Notably, the top hit (3-chloro-4-methylbenzimi-
damide) displayed over 10-fold selectivity for tryptase B over other isoforms. Our integrative approach
combining protein modeling, functional annotation, and molecular docking provides a framework for
characterizing tryptase isoforms and developing selective inhibitors of therapeutic potential in inflamma-
tory and cancer conditions.

INTRODUCTION

IgE-dependent (such as allergens)'” and IgE-independent (such as substance P or cytokines)® stimulation of mast cells lead to degranulation,”
resulting in the release of tryptase-B, along with other granule enzymes and histamine. Our previous work has shown that these factors play a
role in fibrosis and extracellular matrix turnover,” and especially, tryptase has been implicated in various diseases, including asthma and other
lung disorders, inflammatory conditions, autoimmune diseases, fibrotic disorders, and cancer.”® Recent reports”'® have linked tryptase to
tumor microenvironment, involving the formation of tumor-associated fibroblasts. It also contributes to the highly fibrotic nature of cancer
stroma,” immune cascade,'" lack of blood supply, and hypoxia, which are significant factors contributing to poor drug efficacy and rapid
chemo-resistance.

Tryptases, also known as mast cell tryptases, mast cell protease Il, skin tryptase, lung tryptase, pituitary tryptase, mast cell
neutral protease, and mast cell serine proteinase Il, encompass tryptase a (encoded by TPSAB1 in humans), tryptase B (encoded
by TPSAB1 and TPSB2 in humans), tryptase d (encoded by TPSD1 in humans), tryptase y (encoded by TPSG1 in humans), and tryptase
¢ (encoded by PRSS22 in humans).'”'® Tryptase @, B, and y proteins are soluble, while tryptase € protein is membrane-anchored.
Tryptase B and 7y are active serine proteases and exhibit distinct specificities. Tryptase o and d proteins are mainly inactive proteases
due to residue variations at critical positions compared to typical active serine proteases (low activity, limited substrates, consistent
with Table 1). Tryptase B is abundant in mast cells and can also be found in basophils.'® Human tryptase B, generated by the TPSAB1
and TPSB2 loci, exists in three subtypes: B1, B2, and B3, all of which are known as predominantly active tryptases.'” The specific cleav-
age sites, substrates, and corresponding potential small molecule inhibitors'® for these tryptase isoforms remain incompletely
elucidated.

Physiologically,'” tryptases have diverse biological roles during revolution, with significant variations among the isoforms a, B, 3, v, and e.
Both a-tryptase and B-tryptase are primarily secreted forms found in mast cell granules, playing crucial roles in immune responses, inflamma-
tion modulation, and tissue repair. These isoforms contribute to extracellular matrix remodeling and host defense by activating protein
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Table 1. Isoforms of tryptase family members in human

Isoform Gene Name Identifier Predicted EC Number Confidence Level
o TPSAB1 Tryptase a. EC:3.4.21.59 High
B TPSB2 Tryptase B EC:3.4.21.59 High
d TPSD1 Tryptase & EC:3.4.21.59 High
% TPSG1 Tryptase y EC:3.4.21.106 Low

targets through the cleavage of cell surface receptors or secreted proteins. y-Tryptase, which is membrane-anchored, helps regulate the local
mast cell environment and modulate cell signaling pathways, maintaining structural integrity and facilitating cell interactions. On the other
hand, d-tryptase lacks significant biological activity due to the absence of essential substrate-binding residues and is considered an evolu-
tionary remnant. Information on e-tryptase is limited, but it is presumed to regulate local tissue environments and immune responses, similar
to other tryptases.
Pathologically,'”*°
observed in conditions such as anaphylaxis and mastocytosis. They contribute to disease symptoms through the degradation of extracellular
matrix components and the activation of other proteases. a/B-tryptase heterotetramers exhibit unique substrate specificities and stability,
playing roles in conditions like hereditary alpha tryptasemia (HaT), which involves excessive mast cell degranulation. y-tryptase is involved

o and B-tryptases are heavily implicated in allergic reactions and inflammatory diseases, with elevated levels often

in chronic inflammatory diseases and potentially cancer metastasis by modulating the tumor microenvironment and promoting angiogenesis
due to its membrane-bound nature. Although 8-tryptase is inactive enzymatically, its gene presence might indicate a regulatory or structural
genomicrole, though its impact on pathology remains speculative. e-tryptase’s pathological functions are not well-documented but are likely
related to abnormal mast cell activation and extracellular matrix degradation, contributing to disease mechanisms. The varied activities of
these isoforms underline the complexity of mast cell functions and highlight the potential for targeted therapeutic interventions in mast
cell-related diseases.

Full-length, pro-tryptase B undergoes processing in two proteolytic steps. First, self-catalytic intermolecular cleavage occurs at R-3, partic-
ularly at acidic pH and in the presence of polyanions, such as heparin or heparan sulfate. Subsequently, the remaining pro-dipeptide is
removed, possibly by dipeptidylpeptidase I. The subunits of the tryptase B tetramer are held together by hydrophobic and polar interactions
between the subunits and stabilized by polyanions, especially heparin and heparan sulfate. Mature, enzymatically active tryptase B is stored as
a tetramer complexed with heparin in the secretory granules of mast cells.”’ The active sites of each subunit face the central pore of the
tetramer, which measures approximately 50 x 30 A, limiting access of inhibitors to the active sites.”””* Exemplary substrates for tryptase
B include, but are not limited to, PAR2, C3, fibrinogen, fibronectin, and kininogen.15

Currently, the crystal structures of tryptases 3, v, and & have not been reported, and their specific enzymatic functions, impact on down-
stream pathways, and corresponding pathophysiological processes are eagerly awaiting elucidation. In recent years, with breakthroughs in
protein structure prediction by Al algorithms such as AlphaFold2,%*% it has become possible to obtain high-quality protein and complex
structures through computational methods. However, the majority of current Al algorithms rely on training and learning from known protein
structures and gene evolutionary relationships, primarily obtained from multiple sequence alignments (MSAs) of existing gene se-
quences.”>? Therefore, the practical prediction accuracy of these Al algorithms often depends on the quality of the target protein’s
MSA. Yang Zhang's group, collaborating and leading the field,”**” has developed two new algorithms to improve the accuracy of pro-
tein-protein interaction structure prediction. First, they developed DeepMSA2,?” which utilizes recursive dynamic programming and hidden
Markov model algorithms to rapidly extract high-quality MSA data from massive genomic and metagenomic sequence libraries, creating
high-quality deep monomer MSAs. Then, monomer MSAs are paired based on species annotation to construct oligomeric MSAs. Finally,
the newly developed DMFold algorithm is used to construct the three-dimensional structure of protein complexes.*® Their results have shown
that DMFold/DeepMSA?2 outperforms algorithms such as AlphaFold2 in the prediction accuracy of protein complexes, particularly in the pre-
diction of antibody-antigen complex structures. Therefore, in this study, we employ the aforementioned algorithms for precise prediction of
the structures of the tryptase isoforms, and based on this, we utilize methods such as molecular docking to search for potential small molecule
inhibitors of these enzymes.

RESULTS

Structural predictions for tryptases «, B, 3, v, and ¢

Since structural predictions and all functional annotations are derived from MSAs for both monomers and multimers, high-quality MSAs are
essential to whole prediction. Deep MSA is produced by whole-genome and metagenome sequence database for monomers and is evalu-
ated by calculated score for pairing sequences of multimers, which bring reliable results to this research. We employed the DMFold algorithm
to predict the three-dimensional structures of the monomeric forms of tryptases a, B, 3, v, and €. For each protease isoform, we selected the
top-scoring structure as the adopted model, using the predicted local distance difference test (oLDDT) score,®’ which ranges from O to 1, with
values closer to 1 indicating higher confidence in the predicted structure’s accuracy. As expected, the a and B isoforms, with available crystal
structures, exhibited high prediction scores greater than or equal 0.92. Notably, despite lacking experimental structures, the 3, v, and ¢
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Figure 1. Structural prediction models of tryptases isoforms

A) Predicted structure of tryptase o.

B) Predicted structure of tryptase B.

C) Predicted structure of tryptase d.

D) Predicted structure of tryptase vy.

E) Predicted structure of tryptase €. Each structure displayed in this figure is selected with the highest predicted score using pLDDT standard for monomer.

(
(
(
(
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isoforms also achieved reasonably high prediction scores above 0.80, attesting to the reliability of the DMFold algorithm in generating ac-

curate structural models (Figure 1). Besides, prediction models of tryptase isoforms that have non-maximum score are displayed in the
Figure S1.

Ligand binding site prediction

Based on the high-accuracy models generated by DMFold and the COFACTOR2 algorithm, which integrates structural, sequence, and pro-
tein-protein interaction information, we performed local and global structural matching against the BioLiP2 functional site database to iden-
tify functional sites and homologs, thereby generating corresponding functional annotations. The ligand binding site prediction provides
various scoring metrics representing different dimensions: Cscore® represents the confidence score of the predicted binding site, ranging
from O to 1, with higher values indicating more reliable predictions; BS-score reflects the local similarity between the template (homologous
protein) binding site and the predicted binding site, with values greater than 1 suggesting significant local matches; TM-score measures the
global structural similarity between the template and the predicted protein; RMSD? is the root-mean-square deviation of aligned residues
from the structural alignment by TM-align®%; IDEN? represents the percentage of sequence identity within the structurally aligned regions;
Cov denotes the coverage of the global structural alignment, calculated as the number of aligned residues divided by the query protein
length.

Using Cscore"® as the primary sorting criterion, the top 10 predicted homologous proteins and their corresponding binding sites were
listed for each protease isoform. By superimposing these 10 predictions, we observed that most of the predicted binding sites clustered
within a proximal region on the protein structure, suggesting that this area possesses favorable spatial constraints and binding free energies,
supporting the inference of the binding site location on the predicted protein structure. Predicted ligand binding sites showed in
Tables S1-S5.

Gene ontology prediction (predicted molecular function , biological process , cellular component)

Given the known amino acid sequences of the protease isoforms, we performed annotations for biological processes, molecular functions,
and cellular components through sequence alignment against the UniProt-GOA database. The Cscore represents the confidence score for
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Figure 2. Predicted molecular function of tryptases isoforms
A) Predicted functional activities of tryptase o.
B) Predicted functional activities of tryptase B.

(

(

(C) Predicted functional activities of tryptase 3.

(D) Predicted functional activities of tryptase 7.

(E) Predicted functional activities of tryptase e. Confidently score represented by different colors filled in the box, range between 0-1, where a higher value

indicates closer to real specific enzyme activities.

each gene ontology term, ranging from 0 to 1, with higher values indicating greater confidence. Additionally, color coding is used to distin-
guish the more significant terms. As shown in Figure 2, for tryptases a, B, 3, v, and g, the primary molecular function (MF) is serine-type pepti-
dase activity (confidence interval 0.9-1), specifically serine-type endopeptidase activity (confidence interval 0.8-0.9). The main biological
process (BP) is metabolism (confidence interval 0.8-0.9), particularly protein catabolic process (confidence interval 0.7-0.8). All three isoforms
are predicted to be localized intracellularly (CC). For tryptase v, the gene ontology predictions are less robust, possibly due to its potential
extracellular localization (confidence interval 0.8-0.9). As for tryptase ¢, its MF and BP predictions align with the first three isoforms, but its
cellular component (CC) predictions suggest both intracellular (confidence interval 0.8-0.9) and extracellular (confidence interval 0.5-0.6) lo-
calizations. The predicted results of BP and CC are shown in Figure S2.

Enzyme commission number prediction

The enzyme commission (EC) number is a numerical classification scheme based on the chemical reactions catalyzed by enzymes, where each
EC number corresponds to a specific enzymatic reaction. Different protein folds may catalyze the same reaction, leading to non-homologous
isofunctional enzymes that are assigned the same EC number. Using COFACTOR2 for enzyme classification, our predictions indicate that
tryptases a, B, 3, v, and e belong to the EC class 3.4.21, serine endopeptidases. However, the specific catalytic functions of each isoform
may differ. For instance, tryptases o, B, and y are predicted to be functionally similar to chymotrypsin (3.4.21.1), pancreatic elastase
(3.4.21.36), pancreatic elastase-Il (3.4.21.71), and kallikrein (3.4.21.34), while tryptase y may possess coagulation factor Xla activity. Addition-
ally, tryptase 3, apart from exhibiting tryptase (3.4.21.59) and pancreatic elastase (3.4.21.36) activities, may also possess complement factor D
(3.4.21.46) activity. Tryptase €, in addition to trypsin-like functions, may exhibit enteropeptidase (3.4.21.9) activity. All EC number results pre-
dicted by COFACTOR?2 are shown in Table Sé.

Furthermore, we employed CLEAN,* an enzyme activity prediction tool, to predict the enzymatic functions. This tool outperforms others
in terms of accuracy, reliability, and sensitivity. EC numbers of different tryptase isoforms predicted by CLEAN are listed in Table 1. Under each
isoform, there are minor differences of the predicted putative endogenous substrates based on computational modeling and analysis. Given
the higher accuracy and reliability of this analysis, its reference value is more substantial. Tryptases a, B, and d are functionally classified as
trypsin-like enzymes, while tryptases y and € are assigned to the broader category of proteases with slightly lower confidence scores. None-
theless, all isoforms belong to the serine endopeptidase class, consistent with the previous results.

Prediction of small molecule substrates for enzymes

Next, we utilized a deep learning model “ESP" for predicting enzyme-substrate pairs™ to predict small molecule substrates for different

enzyme isoforms. This algorithm achieves over 91% accuracy on test data. We screened 1,126 small molecules, with prediction scores ranging

from 0to 1, where scores above 0.7 are considered more reliable. In our results, we list those small molecule substrates with scores above 0.75.
The results, summarized in Table 2, indicate that tryptase a exhibits catalytic activity toward chlorides; tryptases B, 3, v, and € all show cat-

alytic activity toward phenolic compounds. Specifically, tryptase B acts on cyanides, tryptase & on formyl-CoA, while tryptase e catalyzes

cyanides, naphthoquinones, and 4-nitrophenol.
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Table 2. Isoforms of tryptases and substrates

Protease Isoform Substrates Score
Tryptase a chloride 0.756
Tryptase B phenols 0.960
cyanate 0.888
Tryptase d phenols 0.939
formyl-CoA(4-) 0.787
Tryptase vy phenols 0.925
Tryptase € phenols 0.946
cyanate 0.865
ubiquiones 0.822
4-nitropheolate 0.817

Virtual screening of small molecule enzyme inhibitors

We employed the molecular modeling software Schrodinger to perform virtual screening of small molecule inhibitors against different tryp-
tase isoforms. Tryptases o and B are soluble proteases with 93-99% sequence homology.® The crystal structures of tryptase a (PDB: 1LTO)
and tryptase B (PDB: 1A0OL) and their alignment reveal high similarity between them (Figure 3). Tryptase a is inertia in proteolysis, and this
structure does not require heparin binding for stability. Therefore, we selected the tryptase B protein (PDB: 1AOL) as the target for screening
small molecule inhibitors.

The small molecule (25)-3-(4-carbamimidoylphenyl)-2-hydroxypropanoic acid is bound to tryptase B (Figure S3), forming hydrogen bonds
with the active site residues Asp189, Gly219, and the carbonyl and hydroxyl oxygens form hydrogen bonds with Ser195. The molecule forms a
covalent bond with the target. We centered the docking grid on this region (Figure S4). The Maybridge small molecule screening library con-
taining over 60,000 compounds with over 300 distinct heterocyclic systems, covering 87% of 400,000 theoretical pharmacophores, was
selected to balance chemical space coverage and the number of fragments to screen, as recognized by the experts in the field.

Screening results (Figures 4 and S5) showed 63 compounds with absolute docking scores above 7.5. These compounds form hydrogen
bond networks or -7 interactions with active site residues: Asp189 (hydrogen bonding); Ser190 (hydrogen bonding); Gly219 (hydrogen
bonding); Ser195 (hydrogen bonding); Gly216 (hydrogen bonding); GIn192 (hydrogen bonding); His57 (rt-7t interaction). Twelve compounds
scored higher than the existing ligand (25)-3-(4-carbamimidoylphenyl)-2-hydroxypropanoic acid (docking score = —8.238) (Figures 5A and S5;

]
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Figure 3. Crystal structures of tryptases o (PDB: 1LTO) and 8 (PDB: 1A0L), and alignment of them
(A) Crystal structure of tryptase a.

(B) Crystal structure of tryptase B.

(C) Alignment of sequences of two tryptases.

(D) Alignment of structures of tryptases o and B.
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Figure 4. Generalized binding sites for small molecules docking to tryptase 8

(A) Generalized binding sites for compounds from Maybridge library docking to tryptase B, including hydrogen bonding with ASP189, SER190, GLY219, Ser195,
GLY216, GLN192, and 7t-Tt interaction with HIP57.

(B) Alignment of all selected compounds, which scoring range from —7.5 to 9.395.

Table S7). Among them, 3-chloro-4-methylbenzimidamide has a docking score of —9.395, and its interaction diagram is shown (Figures 5B
and 5C).

Next, we docked these 63 compounds against tryptases 3, y and € to assess their selectivity. We performed molecular docking using the
tryptases 3, v, and & structures built by the DMFold algorithm, as their active sites are unknown. The SiteMap algorithm,***” which combines
geometric, energetic, and chemical properties to predict binding sites with 86% accuracy on a set of 538 protein-ligand complexes from the
PDBbind database, was used to identify and score potential binding pockets (Figure S6; Table S8).
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Figure 5. Results of compounds docking to tryptase B

(A) Structures of top 12 score compounds docking to tryptase B.

(B) Small molecule MFCD00220756 interact with tryptase B in 3D perspective.
(C) MFCD00220756 interacts with tryptase B in 2D perspective.
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Figure 6. Results of compounds docking to tryptase 3

(A) Structures of top 10 score compounds docking to tryptase 3.

(B) Small molecule MFCD01935551 interact with tryptase B in 3D perspective.
(C) MFCDO01935551 interacts with tryptase B in 2D perspective.

Docking results of candidate inhibitors with tryptase & are shown in Figure 6; 10 compounds had absolute docking scores above 8.2.
Except for MFCD01935551, the others differed from the high-affinity compounds for tryptase p. MFCD01935551 forms hydrogen bonds
with Asp230, Gly233, and Ala219 of tryptase 3.

Candidate inhibitors binding to tryptase y are shown in Figure 7; 3 compounds had absolute docking scores above 8.2. MFCD02678496
formed a cation-m interaction with His78, hydrogen bonds with Ser241 and Gly118, and a salt bridge with Asp125. Interestingly, it also bound
tryptase d (docking score —8.816).

Tryptase € generally showed weaker binding to these candidate inhibitors, with the strongest being —7.655, as shown in Figure S7.

The compound MFCD00220756 with the highest affinity for tryptase B only had a docking score of —6.639 for tryptase 3, and —7.469 and
—7.425 for tryptases v and g, respectively, suggesting the selectivity of MFCD00220756 for tryptase .

Experimental validation of small molecule enzyme inhibitors
To validate our virtual screening results, we experimentally evaluated three available compounds (Table S7) for their ability to inhibit tryptase
B-mediated proliferation of human pancreatic stellate cells (HPSCs) using an assay generated in our platform.”

Compound 22978-61-6 demonstrated a potent, dose-dependent inhibition of HPSC proliferation (Figure 8A). At 1 uM concentration, it
significantly reduced proliferation to levels comparable with serum-free medium (SFM) conditions (p < 0.01). This inhibitory effect was further
presented by CFSE (carboxyfluorescein succinimidyl ester) dilution assay (Figure 8B), where HPSCs treated with 1 pM of 22978-61-6 retained
more CFSE fluorescence compared to untreated cells, indicating reduced cell division, and effective inhibition of the tryptase inhibitor.

In contrast, compounds 59855-11-7 and 18881-17-9 did not exhibit significant inhibition of HPSC proliferation across the tested concen-
tration range (0.03-1 uM) (Figure 8A).

As expected, HPSCs cultured in RPMI1640 plus fetal bovine serum (FBS) showed significantly higher proliferation rates compared to those
in SFM (p < 0.001), validating the assay'’s sensitivity to proliferative stimuli.

These experimental findings provide strong support for our virtual screening approach, particularly in identifying compound 22978-61-6 as
a potent tryptase B inhibitor. The results underscore the potential of our computational method for discovering tryptase B inhibitors and high-
light the importance of experimental validation in drug discovery pipelines.

DISCUSSION

Our study demonstrates the power of integrating computational predictions with experimental validation in the search for tryptase inhibitors,
yielding several significant insights. The successful identification of compound 22978-61-6 as a potent inhibitor of tryptase B-mediated HPSC
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proliferation validates our virtual screening approach, underscoring the potential of in silico methods to accelerate drug discovery processes,
particularly for challenging targets like tryptase B. The differential effects observed among the three tested compounds provide valuable in-
sights into structure-activity relationships, with the unique structural features of 22978-61-6 potentially guiding future optimization efforts and
the design of more potent and selective tryptase B inhibitors. Furthermore, the inhibition of HPSC proliferation by 22978-61-6 suggests a po-
tential role for tryptase B in pancreatic fibrosis, a hallmark of chronic pancreatitis and pancreatic cancer, opening new avenues for investi-
gating the role of mast cells and tryptase in pancreatic pathologies. However, it's important to note that while our approach successfully iden-
tified one potent inhibitor, the lack of activity in the other two compounds emphasizes the importance of experimental validation and
highlights the current limitations of computational methods, underscoring the need for continued refinement of predictive algorithms.
This balanced perspective on our findings not only validates our approach but also acknowledges areas for improvement, setting the stage
for future advancements in treating mast cell-related disorders, including anaphylaxis,® such as airway hyperreactivity,’ food allergy,”® or
tissue damage caused by environmental hazards or animal venoms”'; chronic inflammatory diseases****; and cancers, such as pancreatic can-
cer,”’ mastocytosis,44 tumor-associated hydrocephalus, Li et al.’®

Taken together, we employed Schrodinger to screen for small molecule inhibitors against tryptase B, and then performed virtual docking
of these inhibitors against other tryptase isoforms. We found that the screened small molecule inhibitors exhibited relatively high selectivity
for tryptase B, providing a theoretical basis for the further development of tryptase inhibitors.

Our study highlights the potential of computational methods, such as DMFold and DeepMSA2, in predicting protein structures and facil-
itating the discovery of selective inhibitors for therapeutic targets. The identified compounds serve as promising starting points for the devel-
opment of selective tryptase inhibitors, which may have applications in the treatment of various diseases associated with tryptase activity, such
as asthma, inflammatory conditions, and cancer.

In conclusion, our study demonstrates the power of integrating advanced computational methods, such as DMFold, DeepMSA2, and mo-
lecular docking, in the discovery of selective small molecule inhibitors for therapeutic targets. The identified compounds provide a solid foun-
dation for the development of selective tryptase inhibitors, which may have broad implications in the treatment of various diseases. Further
experimental validation and optimization of these compounds are warranted to translate these findings into clinical applications.

Limitations of the study

Our study has several limitations that should be acknowledged. First, the computational protein structure predictions, while highly accurate,
have not been experimentally validated through crystallographic or other structural biology techniques. Further experimental work will be
necessary to confirm the predicted structures and active site configurations of the tryptase isoforms. Additionally, the computational docking
and virtual screening approaches used to identify potential substrates and inhibitors provide promising leads, but the actual biochemical
activities and selectivity of the top compounds will need to be verified through selectivity profiling. Finally, this study was focused solely
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Figure 8. Experimental validation of virtually screened tryptase B inhibitors

(A) Proliferation rate of human pancreatic stellate cells (HPSCs) under various conditions. Cells were cultured in RPMI1640 plus fetal bovine serum (FBS), serum-
free RPMI1640 medium (SFM), or mast cell conditioned medium with different concentrations (01 uM) of compounds 22978-61-6, 59855-11-7, and 18881-17-9.
Proliferation rate is expressed as Max/MFI (maximum/median fluorescence intensity). Each point represents an individual replicate; error bars show mean + SD.
p < 0.0001 is for all groups as determined by use of a one-way ANOVA, followed by Tukey’s multiple comparison test. Statistical significance: ***p < 0.001,
**p < 0.01, ns: not significant.

(B) CFSE dilution assay showing cell proliferation. The histogram displays CFSE fluorescence intensity for unlabeled control, initial labeling control, HPSCs in mast
cell conditioned medium without compound (red), and HPSCs treated with 1 uM of compound 22978-61-6 (blue). Higher CFSE retention indicates reduced cell
division.

on the structural and functional predictions of the tryptase family; following in vitro and in vivo studies are necessary to confirm the binding
affinity, selectivity, and efficacy of the identified compounds. The next critical step will be to evaluate the biological relevance and translational
potential of these findings in appropriate in vivo animal models of inflammatory diseases and cancer.*® Especially, the potential off-target
effects and toxicity of these compounds should be carefully evaluated before considering them for clinical applications.* Despite these lim-
itations, we believe the integrative computational framework developed here represents a significant step forward in characterizing this
important family of proteases and identifying selective therapeutic candidates worthy of further investigation.
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KEY RESOURCES TABLE

REAGENT or RESOURCE SOURCE IDENTIFIER
Chemicals, peptides, and recombinant proteins

CFSE (carboxyfluorescein BioLegend Cat#423801
succinimidy! ester)

Compound (18881-17-9) Bidepharm Cat#BD0195-250mg
Compound (59855-11-7) Bidepharm Cat#BD5142-1g
Compound (22978-61-6) MCE Cat#HY-W296205
Experimental models: cell lines

HMC-1 (Human mast cell line) https://doi.org/10.1158/0008-5472.CAN-12-4479 N/A

Human pancreatic stellate cells (HPSCs) https://doi.org/10.1158/0008-5472.CAN-12-4479 N/A

Deposited data

Protein sequences UniProt database N/A

Software and algorithms

DMFold Zhang Lab (https://zhanggroup.org/DMFold/) https://doi.org/10.1038/s41592-023-02130-4

DeepMSA2 Zhang Lab (https://zhanggroup.org/DeepMSA/) https://doi.org/10.1038/s41592-023-02130-4

COFACTOR2 Zhang Lab (https://zhanggroup.org/COFACTOR/) https://doi.org/10.1038/s41592-023-02130-4

CLEAN Molecule Maker Lab Institute https://doi.org/10.1126/science.adf2465
(https://github.com/tttianhao/CLEAN)

SiteMap Schrédinger https://doi.org/10.1021/ci800324m

ESP DeepMolecules@hhu.de https://doi.org/10.1038/s41467-023-38347-2
(https://github.com/AlexanderKroll/ESP)

CytExpert Beckman Coulter N/A

Flow cytometer
Beckman Coulter Flow Cytometer Beckman Coulter

(21 Detectors, 6 Lasers)

CytoFLEX LX U3-V5-B3-Y5-R3-12

EXPERIMENTAL MODEL AND STUDY PARTICIPANT DETAILS

The HMC-1 cell line originated from a patient diagnosed with mast cell leukemia. These cells were extracted from the patient’s peripheral
blood and successfully cultivated them as continuously dividing clones in laboratory conditions. Additionally, these cells were able to
form solid mast cell tumors when introduced into nude mice. DOls are listed in the key resources table.

The human pancreatic stellate cells (HPSCs) were obtained from a patient undergoing surgery for pancreatic adenocarcinoma. These cells
were isolated in primary culture from the surgical sample. To create a stable, long-lasting cell line for research purposes, the isolated PSCs
underwent an immortalization process. DOls are listed in the key resources table.

The co-culture of HMC-1 conditional medium with HPSC was used for tryptase activity assay created in the author’s group.”

METHOD DETAILS
Computational analysis

Digital consents for the profiling of sequence alignments, structural predictions, gene ontology (GO) terms prediction, enzymes commission
(EC) numbers prediction, predicted ligand binding sites and respective ligands, predicted enzyme-substrate pair, and small molecule inhib-
itors for enzymes were obtained from open access online services.

Sequences associated analyses were performed on web server of Dr. Yang Zhang's research group (https://zhanggroup.org/).?*?? Multi-
ple sequence alignments were executed on tryptases a, B, 3, v, and € utilizing DeepMSA (version 2).%? Predicted models of tryptases , B, d, v,
and & generated by DMFold deep learning-based approach,”®?? and the top-scoring 4 to 5 models were then assigned with pLDDT scores,
and highest score models were selected to perform subsequent prediction and screening. GO terms, inclusive of molecular function, biolog-
ical process, and cellular component, were predicted also using the DMFold approach. Each GO term was assigned with a Cscore®®, where a

higher value indicates a better confidence in predicting the function. Concurrently, Enzymes Commission (EC) numbers, along with Cscore®
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and TM-score, were estimated by DMFold approach. Meanwhile, for exploring more, we also predict EC numbers using a refined algorithm in
predicting enzyme function developed by Dr. Huimin Zhao, named the CLEAN machine learning model, which is available on the CLEAN
platform.*

Results obtained by different algorithms provide the possibility to compare EC numbers and their enzyme functions. The enzymes binding
sites and their respective small molecule ligands were predicted on the basis of similar protein structure of top-scoring structure models of
tryptases a, B, §, v, and €. The high-ranked ligand-binding sites, i.e., high Cscore'®, indicate that a more reliable grid could be selected to
predict small molecule inhibitors. Enzyme-substrate pairs were predicted through the original Enzyme-Substrate Pair (ESP) model, which
developed by Alexander Kroll.** Thereafter, small molecule inhibitors for enzymes were screened and analyzed by SiteMap in Schrodinger
software (Schrodinger 2018, US),***” a widely recognized platform®’ for the discovery of therapeutic compounds. Upon review, sequences of
tryptases a, B, 3, v, and & were obtained from the Uniprot database.

Experimental evaluation of tryptase inhibitor efficacy via cell proliferation analysis

Using our previous developed fluorescence-based assay,” we assessed the impact of potential tryptase inhibitors on cell division. Human
pancreatic stellate cells (HPSCs), authenticated and tested negative for mycoplasma contamination, were first labeled with the intracellular
fluorescent tracker CFSE (5 pM) through a 10-min incubation at 37°C. Post-labeling, 25,000 HPSCs were distributed into each well of a 96-well
plate. The culture medium was enriched with mast cell-derived conditioned medium and varying concentrations of the candidate compounds
identified in Figure S7.

The cells were cultured for 48 h under these conditions. Following this period, HPSCs were collected, washed, and suspended in a solution
of phosphate-buffered saline containing 2% fetal bovine serum.

The principle behind this assay is that CFSE fluorescence intensity diminishes with each cell division, as the dye is equally partitioned be-
tween daughter cells. We utilized a Beckman Coulter CytoFLEX LX U3-V5-B3-Y5-R3-12 flow cytometer to measure this fluorescence dilution.
The acquired data were subsequently processed using CytExpert software.

To quantify the relative proliferation rates under different experimental conditions, we calculated the median fluorescence intensity (MFI)
for each sample. This metric served as a proxy for cell division frequency, allowing us to evaluate the effectiveness of the tested compounds in
inhibiting tryptase-mediated cell proliferation.

QUANTIFICATION AND STATISTICAL ANALYSIS

To assess statistical significance between multiple groups, we conducted a one-way analysis of variance (ANOVA), followed by Tukey's post-
hoc test for multiple comparisons. Prior to evaluating statistical significance, we performed normality tests and assessed both intra-group and
inter-group variations. This ensured that the assumptions underlying our chosen statistical methods were met. We considered results with
p-values below 0.05 to be statistically significant. All experiments were independently repeated at least three times to ensure reproducibility,
with representative results presented in our findings.
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