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A natural DYRKI1A inhibitor as a potential stimulator for

B-cell proliferation in diabetes

Dear Editor,

Dual-specificity =~ tyrosine-phosphorylation-regulated
kinase 1A (DYRK1A) was demonstrated as a promising
therapeutic target for diabetes for its influence on pan-
creatic 8-cell mass and proliferation.”® In this study, we
identified desmethylbellidifolin (DMB) as a novel and
potent DYRKIA inhibitor. It was found to stimulate pro-
liferations of B-cell both in vitro and in vivo via targeting
DYRKIA.

Twelve xanthone compounds (1-12; Figure SIA) from
Swertia species were selected by molecular docking for fur-
ther testing (Table S1). Among them, DMB has the lowest
K, and ICs, values. The equilibrium dissociation constant
(K4) of DMB (compound 1, 5.11 + 0.33 uM) with DYRKIA
(Figure 1A) was much smaller than that of harmine (81.7 +
12.8 uM) (Figure 1B,C), suggesting a strong binding (Table
S1, Figure SIB). Enzymatic activities assay further con-
firmed that DMB strongly inhibited DYRK1A, with lower
ICsq values than harmine (Table S1).

The crystal structure of DMB-DYRKIA complex was
solved at 2.7 A (PDB ID 6LN1, Table S2). DMB was bound
with DYRKIA at the same binding pocket as harmine
(Figures 1D, S1C), adopted an extended conformation
and occupied the whole flat-shaped pocket (Figures 1D,
S1D). Hydrogen bonds were formed between 3-hydroxyl
and Leu241, also 8-hydroxyl and Lysl188. Besides, there
were hydrophobic interactions between DMB with Phel70,
Leu294, Val306, and Phe238 (Figure 1E,F). Interestingly,
the conformation of DMB in crystal structure was almost
completely overlapping with that predicted by docking
(Figure 1F). In crystal structure, DMB rotated approxi-
mately 10 degree toward the direction of Phel70 with 1-
hydroxyl oxygen shifted 0.958 A, impairing docking pre-
dicted hydrogen bonding with Glu239 (Figure 1G,H). How-
ever, the shorter bond lengths of other two hydrogen
bonds, and the closer distance to the hydrophobic environ-
ment of Phel70, favored the real conformation of DMB in
the crystal structure (Figure 1F, Table S3).

DMB stimulated proliferation of INS-1 cell with func-
tion and capability of insulin secretion (Figure 1LJ). The
number of EAU" INS-1 cells in treated group was markedly
increased (Figures S2A,B, S3). Even for INS-1 cells treated
by STZ, the number of proliferating cells was increased
after co-incubation with DMB for 24 hours (Figures 1K,L,
S2C,D, S3).

DMB (75 uM) increased the thermal stability of DYRK1A
in intact cells (Figure 1M). Administration of DMB in
siDYRKIA *1 and siDYRKIA *2 groups did not further
enhance proliferations of INS-1 cells (Figures 1N,O, S3),
suggesting that DMB-induced proliferations of INS-1 cells
depended on targeting DYRKI1A.

Compared to cytoplasmic NFATc1 in INS-1 cells, DMB
treatment induced increase in nuclear NFATcl, which
indicated that DMB may stimulate translocation of NFATc1
from the cytoplasm to the nucleus (Figure 2A). NFATc
proteins were translocated into the nucleus to alter gene
expression, ultimately activating transcription of insulin-
related genes such as Ccndl, Ccnd2, Ccnd3, and CDK4.°
RT-PCR revealed that levels of Ccndl, Ccnd2, and Ccnd3
mRNA were dose-dependently upregulated after DMB
treatment (Figure 2B). By treatment with DMB, expres-
sion levels of cell-cycle inhibitors (eg, p15™NK4, p16NK4,
and p57°'P2) were lower, whereas expression levels of rel-
evant cyclins and CDKs (eg, cyclin A, CDK1) remained
unchanged (Figure 2C). E2F1 expression was increased
but not in dose-dependence, and immunofluorescence
results further confirmed the increase of E2F1, suggest-
ing that DMB could promote cell cycles of INS-1 cells
(Figure 2D).

Gene expression profiling revealed that DMB strongly
up-regulated CDKL4, GPRI116, and INHBE, and down-
regulated GPRI80, IRS1, DCN, LTBPI, and SPI (Table
S4). These genes are involved in [-cell proliferation
and blood glucose regulation. Gene expression levels of
CDKL4, IRS1, and GPRI116 were confirmed by RT-PCR (Fig-
ures S4A, 2E). The KEGG revealed that TGF-g signaling
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FIGURE 1 DMB was bound to DYRKIA directly and promoted INS-1 cell proliferation and regeneration. (A) Molecular structure of
DMB with atoms numbered. (B, C) Measurement of binding affinity of DMB and harmine to DYRK1A by MST. The binding curves were
shown. (D) The overall view of DMB in the binding pocket. The protein was shown as the potential surface. (E) Close-up view of the DMB
binding pocket. DMB was shown as yellow sticks; the residues involved in inhibitor binding are shown as light blue sticks. Hydrogen bonds
with Lys188 and Leu241 were shown as orange dashed line. (F) Comparison of the binding modes between docking model and the crystal
structure for DMB-DYRKIA complex. DMB in the docking model was shown as cyan sticks; DMB in the crystal structure was shown as
yellow sticks. Hydrogen bonds with Lys188, Glu239, and Leu241 were shown as orange dashed line. (G) Ligand interaction diagram of DMB
with DYRKIA. (H) Low-energy binding conformations of DMB bound to DYRKI1A generated by virtual ligand docking. (I) The proliferation
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pathway was involved in $-cell proliferation (Figure S4B). to a reduction in SMAD3 phosphorylation and a con-
Previous research also revealed combined inhibition of comitant increase in SMAD3 abundance. Furthermore,
DYRKIA and TGF-f signaling generates further synergis- PDX1 expression in INS-1 cells was increased, while FOXO1
tic increases in f-cell proliferation.' DMB treatment led expression was reduced after DMB treatment (Figure 2F).

percentage of INS-1 cells in different DMB treated groups. The proliferation percentages were about 22.94% and 31.46% at 37.5 and 75 uM of
DMB, respectively, which were higher than that of control. (J) The insulin level in the supernatant of the culture medium was significantly
increased after treatment of DMB with the concentration of 18.75-75 uM. (K) DMB could promote the proliferation of S-cell in the
concentration range of 0-100 uM in STZ-induced cell damage model. (L) The insulin level in the supernatant of the culture medium was
significantly increased after treatment of DMB with the concentration of 18.75-75 uM in STZ-induced cell damage model. (M) Up: CETSA was
performed on INS-1 cells. The stabilizing effects of DMB on DYRKIA and f-actin at different temperatures were evaluated by Western blot
analysis. Below: Analysis of Western blot results in (M). (N) Up: Knockdown of DYRKI1A in INS-1 cells was established. The expression of
DYRKI1A was determined by Western blot. Below: Analysis of Western blot results in (N). (O) DAPI and EdU double staining was used to
determine the proliferation of INS-1 cells in different treated groups. There was no significant difference between siDYRK1A#1/%2 and
siDYRK1A"1/%2 + DMB groups. All data are the average of three experiments (n = 3). The results are presented as the mean + SD; NS: no
significant difference, *P < .05, **P < .01, by one-way analysis of variance (ANOVA). Experiments were performed in triplicates
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FIGURE 2 DMB regulated NFATcI nuclear localization and stimulated INS-1 cell proliferation involved in calcineurin/NFAT/DYRKIA
signaling pathway. (A) Representative images of the effects of DMB (37.5 and 75 uM) and harmine (37.5 uM) treatment on NFATc1 nuclear
localization of INS-1 cells. (Magnification 1200X, the scale bar indicates 20 um.) (B) The percentage of mRNA expression level of
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These gene expression changes induced by DMB were con- insulin* nuclei (Figure S5A). DMB also induced p-histone-
sistent with cellular proliferation. H3, a marker of cell-cycle transition. The proliferation-

DMB-induced inhibition of DYRKIA activated prolif- related indicators, p-P38 and p-erk, were increased at the
eration of f3-cells that yielded double-labeled Ki67t and protein levels in S-cells (Figure S5B). 5-cell death or DNA

proliferation-related factors (Ccndl, Cend2, Cend3, and CDK4) after DMB administration compared with control (n = 3, "P < .05, P < .01,
***P <.001). (C) Representative Western blot of key cell cycle molecules in INS-1 cells treated with DMB. Protein levels were quantified using
grey value analyses by Image J software in the right. (n = 3, *P < .05, **P < .01, ***P < .001) (D) Representative images of immunofluorescence
in INS-1 cells for E2F1 in response to DMB treatment (Magnification 400X, the scale bar indicates 50 um.) (E) Relative gene expression levels
determined by qPCR after treatment with DMSO or DMB for 72 hours (n = 3, *P < .05, **P < .01, ***P < .001). (F) Western blot analysis of
PDK1, FOXO1, TGF-f2, SMAD3, and phospho-SMAD?3 after treatment with DMSO or DMB for 72 hours. Protein levels were quantified using
grey value analyses by Image J software in the right (n = 3, *P < .05, **P < .01, ***P < .001)
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FIGURE 3 Effects of DMB on markers of 5-cells proliferation and glycemic control in db/db mice in vivo. (A) Blood glucose
concentrations measured weekly for 6 weeks. (B) Body weight increased steadily in each administration group. There was no significant
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damage induced by DMB was not observed by p-y-H2AX
labeling (Figure S6).

The B-cell mass and size were higher in DMB- and
harmine-treated db/db mice groups, insulin/EdU double-
positive cells were a little higher in DMB-treated group
(Figure S7A,B). The number of insulin/Ki67 double-
positive cells was approximately four-fold higher increased
after DMB treatment (Figure S7C,D).

For groups of db/db mice treated with DMB, harmine,
and metformin, the 6-hour fasting blood glucose levels
and symptoms of diabetes were ameliorated (Figures 3A,
S8, S9), with no significant changes of body weight (Fig-
ures 3B). The glucagon and insulin were gradually restored
to normal levels after DMB treatment (Figure 3C).

The blood glucose levels in all treated mice was
decreased from 30 minutes after drug administration, and
the areas under the curves (AUCs) of the DMB-treated
groups were reduced (Figure 3D,E). The serum insulin lev-
els of treated group were increased at the sixth week after
drug administration (Figure 3F). Furthermore, DMB par-
tially ameliorated dyslipidaemia and antioxidative stress in
db/db mice (Figure S10, Table S5). After treated with DMB,
expressions of increased PDX1 and insulin, and reduced
FOXO1 were consistent with the enhanced antioxidative
capacity in serum (Figure 3G).

In conclusion, DMB from Swertia bimaculata was found
to be a novel and potent DYRKIA inhibitor. The crys-
tal structure of DYRKIA-DMB complex revealed that
hydrogen bonding and hydrophobic interactions enabled
the shape-driven binding mode of DMB onto DYRKIA.
Finally, we elucidated additional -cell replication path-
ways, including Ca*"/CaN/NFAT/DYRKIA and TGF-
B signaling pathways, which were mediated by DMB-
dependent DYRKI1A inhibition. Compared to these known
DYRKIA inhibitors, DMB exhibits better druggability, with
low toxicity and broad availability. Next, DMB as a stimu-
lator for $-cell proliferation will be combined with other
classes of drugs to achieve therapeutic effect on diabetes.
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difference. (C) Double-immunofluorescence analysis of the expression level of insulin (green) and glucagon (red) in pancreas tissue
(Magnification 400X, the scale bar indicates 50 um). (D) The blood glucose level of OGTT (mM). (E) The AUC of OGTT. (F) Quantification of
blood insulin level. Data are presented as mean + SD (n = 8). *P < .05, **P < .01, compared to the normal group; “P < .05, P < .01, compared
to the diabetic group. Metformin (200 mg/kg) and harmine (200 mg/kg) were used as positive controls. DMB low-dose group: 75 mg/kg; DMB
high-dose group: 150 mg/kg. (G) The expression level of FOXO1, PDX1, and insulin in pancreatic tissue by Western blot. DMB induced
production of PDX1 and decreased FOXO1 expression. Protein levels were quantified using grey value analyses by Image J software in the

right (n = 3, *P < .05, **P < .01, ***P < .001)


https://orcid.org/0000-0003-1903-836X

60f6 CLINICAL AND TRANSLATIONAL MEDICINE
- ‘OpenAccess.

LETTER TO EDITOR

2 Wuya College of Innovation, Key Laboratory of

Structure-Based Drug Design & Discovery, Ministry of
Education, Shenyang Pharmaceutical University,
Shenyang, China

3 Department of Pharmacy, Tongji Hospital, Tongji Medical
College, Huazhong University of Science and Technology,
Wuhan, China

Correspondence

Lixia Chen, Wuya College of Innovation, Key Laboratory
of Structure-Based Drug Design & Discovery, Ministry of
Education, Shenyang Pharmaceutical University,
Shenyang 110016, China.

Email: syzyclx@163.com

Hua Li and Jiachun Chen, Hubei Key Laboratory of
Natural Medicinal Chemistry and Resource Evaluation,
School of Pharmacy, Tongji Medical College, Huazhong
University of Science and Technology, Wuhan, 430030,
China.

Email: li_hua@hust.edu.cn; homespringchen@126.com

Mengzhu Zheng, Qingzhe Zhang and Chengliang Zhang
contributed equally to this work.

ORCID
Hua Li® https://orcid.org/0000-0003-1903-836X
REFERENCES
1. Wang P, Alvarez-Perez JC, Felsenfeld DP, et al. A high-
throughput chemical screen reveals that harmine-mediated

inhibition of DYRKIA increases human pancreatic beta cell
replication. Nat Med. 2015;21(4):383-388.

2. Dirice E, Walpita D, Vetere A, et al. Inhibition of DYRKIA stim-
ulates human S-cell proliferation. Diabetes. 2016;65(6):1660-1671.

3. Shirakawa J, Kulkarni RN. Novel factors modulating human g-
cell proliferation. Diabetes Obes Metab. 2016;18(Suppl 1):71-77.

4. AbdolazimiY, Zhao Z, Lee S, et al. CC-401 promotes 3-cell repli-
cation via pleiotropic consequences of DYRK1IA/B inhibition.
Endocrinology. 2018;159(9):3143-3157.

5. Kumar K, Wang P, Wilson J, et al. Synthesis and Biolog-
ical Validation of a Harmine-Based, Central Nervous Sys-
tem (CNS)-Avoidant, Selective, Human (-Cell Regenerative
Dual-Specificity Tyrosine Phosphorylation-Regulated Kinase A
(DYRKI1A) Inhibitor. J Med Chem. 2020;63(6):2986-3003.

6. Liu YA, Jin Q, Zou Y, et al. Selective DYRK1A Inhibitor for the
Treatment of Type 1 Diabetes: Discovery of 6-Azaindole Deriva-
tive GNF2133. J Med Chem. 2020;63(6):2958-2973.

7. Kumar K, Suebsuwong C, Wang P, et al. DYRKI1A Inhibitors as
Potential Therapeutics for §-Cell Regeneration for Diabetes. J
Med Chem. 2021;64(6):2901-2922.

8. Ackeifi C, Wang P, Karakose E, et al. GLP-1 receptor
agonists synergize with DYRKIA inhibitors to potenti-
ate functional human f§ cell regeneration. Sci Transl Med.
2020;12(530):eaaw9996.

9. Heit JJ, Apelqvist AA, Gu X, et al. Calcineurin/NFAT signalling
regulates pancreatic beta-cell growth and function. Nature.
2006;443(7109):345-349.

10. Wang P, Karakose E, Liu H, et al. Combined Inhibition of
DYRKI1A, SMAD, and Trithorax Pathways Synergizes to Induce
Robust Replication in Adult Human Beta Cells. Cell Metab.
2019;29(3):638-652.€5.

SUPPORTING INFORMATION

Additional supporting information may be found online
in the Supporting Information section at the end of the
article.


mailto:syzyclx@163.com
mailto:li_hua@hust.edu.cn
mailto:homespringchen@126.com
https://orcid.org/0000-0003-1903-836X
https://orcid.org/0000-0003-1903-836X

	A natural DYRK1A inhibitor as a potential stimulator for &#x03B2;&#x2010;cell proliferation in diabetes
	AUTHOR CONTRIBUTIONS
	FUNDING INFORMATION
	CONSENT FOR PUBLICATION
	CONFLICT OF INTEREST
	DATA AVAILABILITY STATEMENT
	ORCID
	REFERENCES
	SUPPORTING INFORMATION


