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Although 3D cell culture models are considered to reflect the
physiological microenvironment and exhibit high concordance
with in vivo conditions, one disadvantage has been that cell
proliferation is slower in 3D culture as compared to 2D culture.
However, the signaling differences that lead to this slower
proliferation are unclear. Here, we conducted a cell-based
high-throughput screening study and identified novel small
molecules that promote cell proliferation, particularly under
3D conditions. We found that one of these molecules, desig-
nated GA-017, increases the number and size of spheroids of
various cell-types in both scaffold-based and scaffold-
independent cultures. In addition, GA-017 also enhances the
ex vivo formation of mouse intestinal organoids. Importantly,
we demonstrate that GA-017 inhibits the serine/threonine
protein kinases large tumor suppressor kinase 1/2, which
phosphorylate Yes-associated protein and transcriptional
coactivator with PDZ-binding motif , key effectors of the
growth- and proliferation-regulating Hippo signaling pathway.
We showed that GA-017 facilitates the growth of spheroids and
organoids by stabilizing and translocating Yes-associated pro-
tein and transcriptional coactivator with PDZ-binding motif
into the cell nucleus. Another chemical analog of GA-017 ob-
tained in this screening also exhibited similar activities and
functions. We conclude that experiments with these small
molecule large tumor suppressor kinase inhibitors will
contribute to further development of efficient 3D culture
systems for the ex vivo expansion of spheroids and organoids.

To investigate cellular functions and behaviors in vitro, 2D
cell culture models have become the established standard
method of practice. 2D culture methods have fulfilled a crucial
role for elucidating various cellular activities, including pro-
liferation, self-renewal of stem cells, and their differentiation
(1). However, many 2D culture methods involve attachment of
a cell monolayer to the flat and hard surface of artificial plastic
substrates, which are quite different from the in vivo extra-
cellular matrix (ECM) microenvironment in tissues and
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organs. Even if ECM factors are used to coat the surface of a
cell culture vessel, adhering cells recognize the stiffness of the
substrate as a factitious environment (2). The cells cultured
under 2D conditions completely differ from in vivo status
where cells grow under 3D conditions. Therefore, 2D cell
monolayer cultures are unlikely to accurately reflect the
physiological conditions of in vivo tissues and organs.

Various 3D cell culture methods have recently been developed
to address the aforementioned drawbacks of 2D culture. These
methods allow cells to form aggregates (spheroids) via the use of
scaffolds such as gel matrices and micro-carriers, liquid culture in
low-attachment plates, or hanging drops (3, 4). Spheroids formed
in 3D cell culture systems undergo cell—cell interactions from all
angles and also exhibit cell-ECM interactions (5). These in-
teractions likely mimic the iz vivo cellular microenvironment and
behavior and reflect in vivo physiological conditions better than
2D cultures. In particular, the drug sensitivity of 3D tumor
spheroids was shown to be more clinically relevant in anticancer
drug screening than that of 2D monolayer cells (6). Based on these
findings, we have developed 3D cell culture systems suitable for
high throughput screening (HTS) (7).

Recently developed organoid cultures also employ 3D cul-
ture methods coupled with ECM hydrogels (e.g., Matrigel) to
analyze organ behavior and function ex vivo (8, 9). Organoid
culture methods have been developed to study a wide range of
organs, including the intestines, kidney, liver, brain, stomach,
lung, and pancreas (10). Moreover, organoids have made a
significant impact on stem cell and developmental biology and
have become a useful tool for drug screening. As such, the
development of 3D culture methods for spheroid and organoid
formation has attracted considerable attention over the last
10 years. However, most cells in spheroids and organoids grow
slowly compared to those in 2D cultures (11), which lead to
difficulties in producing them readily and cost-effectively. This
is especially crucial with respect to spheroid/organoid-based
HTS that utilizes limited cellular resources in drug discovery.
Consequently, more efficient culture methods for ex vivo
spheroid/organoid expansion need to be identified.

In this study, we explored small molecules that would
promote cell proliferation, especially under 3D conditions,
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Small molecule LATS inhibitors

applying an in-house chemical library for target screening. To
this end, we employed a 3D culture method that leverages a
polysaccharide, gellan gum (7), to implement efficient cell-
based HTS. As a result of the screening, we identified several
small molecules with targeted activities, one of which was
designated GA-017. We found that GA-017 enhanced the
formation of spheroids and organoids under multiple 3D
conditions. Moreover, transcriptome and immunocytochem-
istry analyses revealed that GA-017 inhibited the phosphory-
lation of Yes-associated protein and transcriptional coactivator
with PDZ-binding motif (YAP/TAZ) (12, 13) and promoted
their nuclear translocation. This in turn led to the induction of
downstream cell growth—promoting genes. Finally, we
demonstrated that GA-017 inhibited the activity of large tu-
mor suppressor kinase 1 and 2 (LATS1/2) (14), components of
the Hippo pathway (15, 16) that mediate phosphorylation of
YAP/TAZ. Our results offer a novel 3D cell culture method
using GA-017 that can serve as a more efficient and practical
system for ex vivo expansion of spheroids/organoids.

Results

Identification of small molecules that enhance cell growth in
3D cultures by cell-based HTS

We assumed that some small molecule compounds prefer-
entially activate signals that facilitate the growth of cells under
3D conditions. For this reason, we first established an efficient
HTS system to detect the proliferation of cells under
anchorage-independent conditions (Fig. 1A4), utilizing gellan
gum to suspend cell spheroids homogeneously on low-
attachment plates (7). The addition of gellan gum to me-
dium is an effective way to prevent the formation of large-sized
spheroids and increase sensitivity to test compounds (7). We
employed SKOV3 ovary cancer cells as the target for screening
because of their robust spheroid-forming ability in gellan
gum-—containing medium, in addition to their clear sensitivity
to external stimuli such as growth factors under 3D culture
conditions (7). In this HTS system, the coefficient of variation
and Z'-factor for 384-well plates when counting the number of
SKOV3 cells using a water-soluble tetrazolium salt WST-8
were 5.76 + 1.77 and 0.74 t 0.07, respectively. We next
screened a library of over 50,000 chemically synthesized
compounds for activity in promoting the proliferation of sus-
pended SKOV3 cells. As a result, a total of nine of the pre-
liminary hit compounds increased the number of cells by more
than 1.5 times (Table S1). Furthermore, we performed
structure-activity optimization of the hit compounds, focusing
attention on one of the most active compounds, which we
designated GA-017 (Fig. 1B).

GA-017 increased the number of SKOV3 cells in anchorage-
independent cultures containing gellan gum more efficiently
than the vehicle control (dimethyl sulfoxide, DMSO), whereas
GA-017 did not affect cell growth under 2D conditions (Fig. 1,
C-E). While SKOV3 cells cultured in the control medium
presented compacted spheroids, those grown with GA-017
presented grape-like morphology, in which loosely attached
individual cells were identifiable (Fig. 1C). We also confirmed
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the positive effect of GA-017 on cell proliferation by directly
counting the number of individual cells within each spheroid
(Fig. S1A). Dose-response experiments revealed that GA-017
facilitated SKOV3 cell growth with a half-maximal effective
concentration (ECsp) of 3.51 + 0.26 pM (Fig. 1F). At the
maximally effective concentration, 10 pM, GA-017 increased
the number of SKOV3 cells over 2-fold. Furthermore, GA-017
significantly enhanced the growth of a variety of animal cells
including human, murine, hamster, monkey, and canine cell
types, except for HepG2 and LNCap cells, which are likely
independent of their origin or source (Table S2). In particular,
GA-017 markedly enhanced the growth of human umbilical
vein endothelial cells (HUVECs) wunder anchorage-
independent conditions (Table S2).

GA-017 expands spheroids and organoids under various 3D
cell culture conditions

We examined the effect of GA-017 on cell proliferation
under 3D conditions that are more commonly employed to
prepare spheroids and organoids, that is, the use of 3D cultures
in round-bottom (U-bottom) wells of low-attachment culture
plates and in hanging drops. GA-017 increased both spheroid
size and the number of SKOV3 cells, when cultured up to
6 days in U-bottom wells of low-attachment culture plates
(Fig. 2, A and B). Furthermore, an increase was observed in
multiple types of cells (Table S3). Among the tested cell types,
GA-017 augmented the growth of HUVECs most effectively
(Table S3). Fig. S1B shows that HUVEC:s lost their viability on
day 4 under 3D conditions, and GA-017 suppressed the cell
death of HUVECs and promoted their cell growth. On the
other hands, SKOV3 cells did not lose their viability and grew
mildly under 3D conditions (Fig. 2B). Therefore, the effects of
GA-017 were relatively modest on cancer cell lines such as
SKOV3 cells, while it was remarkable on HUVECs. HUVECs
cultured with GA-017 expressed the endothelial markers
PECAM1I and VWF mRNA at levels equal to or greater than
the vehicle control (Fig. S1C). HUVEC spheroids cultured with
GA-017 consistently expressed PECAM1 and vWF proteins
(Fig. S1D), suggesting that GA-017 promoted the growth of
HUVEC spheroids while maintaining their cell function.
GA-017 also promoted the growth of spheroids formed in
hanging drops (Fig. 2, C and D).

Next, we tested whether GA-017 affects cyst or organoid
formation in gel-embedded 3D cultures. To evaluate the effect
of GA-017 on the formation of cysts, we employed Madin-
Darby canine kidney (MDCK) cells, which are widely used as
an in vitro model of epithelial cysts. We cultured MDCK cells
in the presence of GA-017 in Matrigel for 6 days. MDCK cells
formed cysts in both control (DMSO)- and GA-017-treated
conditions, with actin cytoskeleton lining the lumen and
[-catenin on the lateral cell membrane (Fig. 2E). There was no
clear difference in apical-basal polarity between the two con-
ditions. We also found that the number of cysts in cultures
with GA-017 was 1.5-fold higher than the vehicle control
(DMSO) (Fig. 2F). The proportion of large-sized cysts
(>70 pm in diameter) was also increased in cultures with
GA-017 as compared to the vehicle control (Fig. 2G). The
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Figure 1. Identification of GA-017. A, illustration of high-throughput screening for cell growth regulators under 3D conditions using gellan gum. SKOV3
cells were suspended in medium containing gellan gum and dispersed in wells of low-attachment microplates. The cells formed spheroids during the
culture while suspended. B, the chemical structure of GA-017. C, images of SKOV3 cells cultured in gellan gum-containing medium with DMSO or 10 uM
GA-017 for 4 days. Left: control (DMSO), right: 10 uM GA-017, upper: low magnification, lower: high magnification. The bars represent 50 or 500 um. D and
E, time course of SKOV3 cell growth under 2D (D) or 3D (E) conditions evaluated using an ATP assay. The cell numbers on each day were normalized by the
value on day 0. DMSO: vehicle control, GA-017: 10 uM GA-017. F, dose-dependent effect of GA-017 on SKOV3 cell growth evaluated using an ATP assay
under 2D or 3D (with gellan gum) conditions for 4 days of culture. Y-axis indicates relative cell number (% of control) to vehicle control (DMSO). The data
represent means + SD of 3 to 4 independent experiments. Statistical significance was analyzed using Dunnett’s test for D, E, and F. *p<0.01. DMSO, dimethyl

sulfoxide; NT, nontreatment,.

results of Figure 2, F and G show that GA-017 not only
increased the size of individual cysts but also enhanced the cyst
formation starting from single cells. Thus, it is speculated that
GA-017 enhances the cyst formation by promoting both initial
cyst formation and cell proliferation. In addition, GA-017
significantly enhanced the ex vivo formation of intestinal
organoids as compared with the vehicle control (Fig. 2,H and
I). Intestinal organoids cultured with GA-017 showed similar
morphology to those with DMSO, where the central lumen
was surrounded by budding crypt-like domains (Fig. 2H).

SASBMB

GA-017 increased the proportion of large-sized organoids
(>300 pm in diameter) as compared to DMSO (Fig. 2J).
Immunofluorescent analysis exhibited that intestinal organo-
ids cultured with both DMSO and GA-017 contained cell
types such as intestine cells (villin"), enteroendocrine cells
(CHGA"), and paneth cells (Lysozyme™) as shown in Fig. S2,
A-C. Furthermore, there was no significant difference in the
expression of the intestine marker villinl (VilI), the stem cell
marker LGR5 (Lgr5), and the differentiation marker intestinal
alkaline phosphatase (Alpi) between organoids cultured with
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Figure 2. GA-017 promotes growth and/or organoid formation of SKOV3 and A431 spheroids, MDCK cysts, and mouse intestinal organoids. A and
B, SKOV3 cells were cultured in wells of low-attachment U-bottom plates with DMSO or GA-017 for up to 6 days. A, images of SKOV3 cells cultured for 4 days
in the well. Left: control (DMSO), right: 10 uM GA-017. The bars represent 500 pm. B, time course of SKOV3 cell growth evaluated using an ATP assay. Each
RLU was normalized by that on day 0. DMSO: vehicle control, GA-017: 10 uM GA-017. The data represent means + SD of three independent experiments.
*p<0.01. C and D, A431 cells were cultured in hanging drops with DMSO or 10 pM of GA-017 for 2 days. C, images of A431 cells cultured in the drop. Left:
control (DMSO), right: 10 pM GA-017. D, the number of cells cultured with DMSO or GA-017. Y-axis indicates relative cell number (% of control) to vehicle
control (DMSO). The data represent means + SD of 11 independent experiments. *p<0.01. E and G, MDCK cells were cultured in Matrigel for 6 days with
DMSO (0.01%) or 10 uM GA-017. E, fluorescent images of MDCK cysts cultured for 6 days. Upper: control (DMSO), lower: 10 uM GA-017. 3-catenin: magenta,
phalloidin: green, nuclear (DAPI): blue. F, total number of MDCK cysts (diameter >30 um). The data represent means + SD of three independent experiments.
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GA-017 and DMSO (Fig. 2K), suggesting that GA-017 pro-
moted the expansion of intestinal organoids without affecting
cell differentiation. Collectively, these results indicate that
GA-017 is a specific small molecule with an ability to enhance
the ex vivo formation of spheroids and organoids.

Next, we examined whether GA-017 is suitable for long-term
3D cultures. GA-017 increased the number of SKOV3 cells in
gellan gum—containing 3D cultures more efficiently than the
vehicle control (DMSO) over a period of 14 days (Fig. S1, E and
F). Real-time quantitative PCR showed that SKOV3 cells
cultured with GA-017 expressed the stem cell marker POUSFI,
the migration marker THBS, and the invasion marker MMP9 at
the same level as cells cultured with DMSO (Fig. S1G). By
contrast, expression of the epithelial-mesenchymal transition
marker SNAII was significantly decreased in cells cultured with
GA-017 (Fig. S1G). SKOV3 cells cultured with GA-017 exhibi-
ted migration capability comparable to cells cultured with
DMSO (Fig. S1H). Furthermore, GA-017 augmented the num-
ber of mesenchymal stem cells (MSCs) in gellan gum-—
containing 3D cultures over a period of 10 days, whereas
MSCs did not grow in the presence of the vehicle control
(DMSO) (Fig. S1I). GA-017 also increased the number of MSCs
in 2D cultures as compared to DMSO, although the difference
was not statistically significant (Fig. S1J). In both cultures,
addition of GA-017 did not change the expression level of the
MSC surface markers CD73 and CD90 (Fig. S1J). Real-time
quantitative PCR showed that the expression of the stem cell
marker POUSFI, the differentiation markers PPARG and
RUNX?2, and tumor-related genes TP53, RB1, KRAS, SRC, and
VEGFA in MSCs cultured with GA-017 for 10 days was at the
same level as on day O (Fig. S1K). In addition, GA-017 facilitated
the expansion of intestinal organoids over a period of 21 days
with two passages (Fig. S1L), suggesting the self-renewal ca-
pacity. Collectively, these results suggest that GA-017 exhibits
growth-promoting effects even in long-term 3D cultures while
maintaining the original cell function and stemness.

GA-017 promotes YAP/TAZ activation and nuclear
translocation

We further investigated how GA-017 accelerates the growth
of cells under 3D conditions. We first performed DNA
microarray—mediated transcriptional profiling of SKOV3 cells
cultured with GA-017 under 3D conditions and found greater
up-regulation of Hippo pathway-regulated genes (e.g,
ANKRDI, CYR6I, and CTGF) in GA-017-treated cells
(Table S4). Gene ontology enrichment analysis revealed that
regulation of Hippo signaling (GO term: 0035330) was enriched
19.6-fold (p < 0.001) in GA-017-treated cells (Table S5). GA-
017 also altered the expression of Hippo signaling—related
genes (Fig. 3A). These data suggest that GA-017 affects the

Small molecule LATS inhibitors

expression of genes in the Hippo pathway, which reportedly
plays an important role in organ size control, stem cell function,
and tissue regeneration by governing cell growth and apoptosis
(15, 16). We therefore hypothesized that GA-017 promotes cell
proliferation by regulating the Hippo pathway. Real-time
quantitative PCR analysis confirmed that GA-017 significantly
induced the expression of the Hippo pathway—regulated genes
ANKRDI, CYR61, and CTGF in SKOV3 cells in a time- and
dose-dependent manner (Figs. 3, B and C and S3, A-D).
Although these genes were up-regulated by GA-017 in both 2D
and 3D cultures, the levels of increase were clearly higher in 3D
compared to 2D cultures (Figs. 3, B and C and S3, A-D). These
data indicate that GA-017 increases the expression of Hippo
pathway—regulated genes more efficiently in cells under 3D
versus 2D conditions, which may explain why GA-017 has little
effect on cell proliferation in 2D cultures as shown in Figure 1D.

We next examined the effect of GA-017 on the activation
state of YAP/TAZ (12, 13), known transcriptional co-
activators in the Hippo pathway. Through Western blot
analysis, we found that GA-017 inhibited the phosphorylation
of YAP/TAZ in a dose-dependent manner under both 2D and
3D culture conditions and the inhibitory effect of GA-017
continued over 6 h (Fig. 3, D and E and Table S6). We also
confirmed a GA-017 dose-dependent decrease in YAP phos-
phorylation using a quantitative assay involving homogeneous
time-resolved fluorescence technology (Fig. S4, A and B). In
other respects, GA-017 increased the levels of total TAZ
protein under 3D conditions by time, and the repressed level of
phosphorylated TAZ began to show some recovery by 6 h after
the treatment (Fig. 3E and Table S6). We also observed that
GA-017 increased the levels of phosphorylated LATS1/2 (14),
core kinases for YAP/TAZ phosphorylation, over the indicated
time course (Fig. 3, D and E and Table S6). Phosphorylation of
LATS1/2 increases its kinase activity and subsequently phos-
phorylates YAP/TAZ (14). Mammalian Ste20-like kinase 1
(MST1) and MST2 phosphorylate and activate LATS1/2 (17).
Real-time quantitative PCR showed that GA-017 significantly
induced LATS2 and MST1/2 (STK3/4) mRNA expression in
SKOV3 cells (Fig. S3, E and F). Western blot analysis showed
that GA-017 mildly increased the levels of total and phos-
phorylated MST1/2 protein while decreasing the level of LATS
protein (Fig. S3G and Table S6). We additionally observed that
GA-017 mildly increased the level of autophosphorylated
LATS (Fig. S3G and Table S6). It has been reported that the
Hippo pathway contains several levels of feedback systems (14,
18). One possible explanation of these data is GA-017-
induced negative feedback loop that increased the MST1/2
expression, which subsequently increased phosphorylation of
LATS1/2. However, despite the increase of LATS2 at the
mRNA level, the total LATS protein level decreased over time

*p<0.05. G, size distribution of MDCK cysts formed in Matrigel with GA-017 or DMSO. Shown is the ratio to the total cyst number. H-K, mouse intestinal
organoids were cultured in Matrigel for up to 9 days with DMSO (0.01%) or 10 uM GA-017. H, images of organoids cultured for 9 days in Matrigel. Left:
control (DMSO), right: 10 pM GA-017. I, time course of organoid formation. Y-axis indicates the total volume of organoids/total volume of initial crypts (day
1). *p<0.05, **p<0.01. J, size distribution of intestinal organoids formed in Matrigel with GA-017 or DMSO. Shown is the ratio to the total organoid number.
K, relative Lgr5, Vil1, and Alpi mRNA expression in organoids on day 9, normalized by Gapdh. The data represent means + SD of three independent ex-
periments. Statistical significance was analyzed using Dunnett’s test for B or Student’s t test for D, F, |, and K. *p<0.01. DMSO, dimethyl sulfoxide; MDCK,

Madin-Darby canine kidney; NS, not significant; NT, nontreatment.
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Figure 3. GA-017 promotes YAP nuclear translocation. A, heat map of Hippo signaling-related genes (GO:0035329) from DNA array data of SKOV3 cells
cultured in gellan gum-containing medium with DMSO (control) or 10 uM GA-017 for 24 h. B and C, relative ANKRDT mRNA expression in SKOV3 cells
cultured under 2D or 3D (with gellan gum) conditions with DMSO or GA-017. Signals were normalized by that of the GAPDH gene. Y-axis indicates relative
mRNA expression to vehicle control (DMSO). Note the different scales of the Y-axes between 2D and 3D. The data represent means + SD of three inde-
pendent experiments. B, time course of ANKRD1 expression in response to DMSO or 10 uM GA-017. Left: 2D, right: 3D. **p<0.01, ***p<0.001. C, dose-
response to GA-017 at 24 h. Left: 2D, right: 3D. ***p<0.001. D and E, western blot analysis of protein expression and phosphorylation levels of LATS,
YAP, and TAZ in SKOV3 cells cultured in 2D or 3D (with gellan gum) with DMSO or GA-017. 3-Actin was used for an internal control. The data are
representative of three independent experiments. D, dose-response to GA-017 for 1 h. E, time course response to 10 uM GA-017. F-H, nuclear translocation
of YAP in SKOV3 cells cultured in 2D with DMSO or GA-017, detected by immunofluorescent staining. The data represent means + SD of three independent
experiments. F, fluorescent images of YAP nuclear translocation after treatment with 10 pM GA-017 for 4 h. The data are representative of three
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(Figs. 3E and S3, E and G and Table S6).The decrease of LATS
proteins appeared a secondary effect, as it was seen 6 to 24 h
after the GA-017 treatment, which contrasts with the imme-
diate decrease of phosphorylated YAP/TAZ in 1 h (Figs. 3E
and S3G and Table S6). We observed that MG-132, a pro-
teasome inhibitor, restored the decrease of LATS proteins by
GA-017 (Fig. S3H and Table S6), suggesting the LATS
degradation via the ubiquitin-proteasome system (14). How-
ever, the detailed mechanism of LATS degradation by GA-017
remains to be elucidated.

We next evaluated the effect of GA-017 on the nuclear
translocation of YAP/TAZ. Consistent with the previous results
highlighting the decreased phosphorylation of YAP, GA-017-
treated cells exhibited a marked localization of YAP in the nu-
cleus, apparent in data provided by immunofluorescence mi-
croscopy (Figs. 3F and S4, C and D). GA-017 enhanced YAP
nuclear translocation more efficiently at high cell density (>90%
confluence) than at low cell density (<20% confluence) (Fig. S4,
Cand D). Subcellular fractionation analysis also revealed a time-
and dose-dependent YAP nuclear translocation in cells treated
with GA-017 (Fig. 3, G and H). We observed enhanced YAP
nuclear translocation by GA-017 in HUVECs and MSCs as well
as SKOV3 cells (Fig. S4, E and F) and a GA-017 dose-dependent
decrease in YAP phosphorylation in HUVECs (Fig. S4, G and H).
Western blot analysis similarly showed that GA-017 increased
YAP nuclear translocation (Fig. S41). GA-017 also enhanced the
nuclear translocation of TAZ in a time-dependent manner
(Fig. 3]). In addition, Verteporfin (19), a potent inhibitor of the
interaction of YAP/TAZ with transcriptional-enhanced asso-
ciate domains, abolished the growth-promoting effect of
GA-017 (Fig. 3)). Verteporfin also inhibited GA-017—mediated
induction of ANKRD1, CYR61 and CTGF, YAP/TAZ-regulated
genes in SKOV3 cells (Figs. 3K and S3I). Furthermore, Verte-
porfin suppressed the inhibitory effect of GA-017 on apoptosis
induction in HUVECs under 3D conditions (Fig. S5, A and B).
Fig. S5C also showed that Verteporfin inhibited GA-017-
mediated induction of ANKRDI. In addition, we confirmed that
siRNA-mediated knockdown of YAP/TAZ in HUVECs reduced
the cell death-suppressing activity of GA-017 (Fig. S5, D and E).
Collectively, our results suggest that GA-017 inhibits the Hippo
pathway to promote YAP/TAZ stabilization and nuclear
translocation, which subsequently leads to enhanced cell growth
under 3D cell culture conditions.

GA-017 inhibits LATS1/2 in a manner involving ATP-binding
competition

To determine the molecular mechanism of GA-017-
induced inhibition of YAP/TAZ phosphorylation, we first
profiled the inhibitory effect of GA-017 at a concentration of
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100 nM against a panel of 321 diverse kinases. GA-017
inhibited the activity of 16 kinases of the AGC family (20) by
more than 65% in this screening (Fig. 44 and Table S7). To
conduct a more thorough investigation into kinase specificity
and select kinases inhibited by GA-017 for further investiga-
tion, we evaluated the kinase-inhibitory activity of GA-002, a
compound that shares a similar chemical structure to GA-017
and exhibited comparable activity in promoting cell prolifer-
ation, spheroid formation, Hippo pathway-regulated gene in-
duction, inhibition of YAP/TAZ phosphorylation, and
induction of YAP nuclear translocation (Fig. S6, A—-F and
Table S6). Among the 16 kinases, both GA-002 and GA-017
inhibited LATS2, mitogen and stress activated protein kinase
1, ribosomal protein S6 kinase B1 (p70S6K), protein kinase,
cAMP-dependent, catalytic, alpha and beta (PKACa and f),
and serum/glucocorticoid-regulated kinase 2 and 3 (SGK2 and
3) by more than 65% (Table S7). Subsequently, we determined
the 50% inhibition concentration (ICsy) values of GA-002 and
GA-017 against these seven kinases and found that LATS2
kinase exhibited the greatest degree of attenuation by both
GA-002 and GA-017 (Table S7).

Importantly, LATS2 is a core kinase in the Hippo pathway,
functioning to phosphorylate YAP/TAZ, thus inhibiting its
nuclear translocation (14). Therefore, we investigated the
inhibitory activity and manner of both GA-002 and GA-017
against LATS1 and 2 in greater detail. ICs, values of GA-017
against LATS1 and 2 were 4.10 + 0.79 and 3.92 + 0.42 nM,
respectively (Fig. 4, B and C). A double-reciprocal Lineweaver-
Burk plot showed that GA-017 competitively inhibited LATS1
and 2 against ATP, with Ki (inhibition constant) values of
0.58 + 0.11 and 0.25 + 0.03 nM, respectively (Fig. 4, D and E).
GA-002, a chemical analog of GA-017, also exhibited com-
parable inhibition of LATS1 and 2 (Fig. S7, A-C). These
results demonstrate that GA-002 and GA-017 are selective and
potent inhibitors of LATS1 and 2, key components in the
Hippo pathway, and function by competing with ATP for
binding to substrates.

LATS1/2 inhibition is responsible for GA-017-mediated
enhanced cell growth

In the kinase assay described above, excluding LATS1/2,
GA-017 inhibited the activity of six kinases (mitogen and stress
activated protein kinase 1, p70S6K, PKAC«, PKACP, SGK2,
and SGK3) at an ICsy of <40 nM (Table S7). We then
examined whether inhibition of these six kinases would pro-
mote cell proliferation under both 2D and 3D conditions,
using U-bottom and flat-bottom plates containing gellan gum.
We selected eight small-molecule compounds known to
inhibit each of these kinases (Table S8) and examined their

independent experiments. G, time course response to DMSO or 10 pM GA-017. Y-axis indicates the percent of cells with higher YAP signal intensity in the
nucleus than the cytoplasm (C < N). **p<0.01, ***p<0.001. H, dose-response to GA-017 for 4 h. **p<0.01. /, nuclear translocation of TAZ in SKOV3 cells
cultured in 2D with DMSO or GA-017. Y-axis indicates the percent of cells with higher TAZ signal intensity in the nucleus than the cytoplasm (C < N). The
data represent means + SD of three independent experiments. *p<0.05, **p<0.01. J, SKOV3 cells were cultured with GA-017 and/or Verteporfin (YAP
inhibitor) in low-attachment U-bottom plates for 4 days, and cell number was evaluated using an ATP assay. Y-axis indicates relative cell number (% of
control) to nontreatment control (NT). *p<0.05. K, relative ANKRD1 mRNA expression in SKOV3 cells treated with DMSO or 10 uM GA-017 for 1 day in the
presence or absence of 1 to 20 uM Verteporfin. Y-axis indicates relative mRNA expression to control (DMSO). The data represent means + SD of 3 to 5
independent experiments. *p<0.05, **p<0.01. Statistical significance was analyzed using Dunnett’s test for C, H, J, and K or Student’s t test for B, G, and /.
YAP, Yes-associated protein; DMSO, dimethyl sulfoxide; TAZ, transcriptional coactivator with PDZ-binding motif.
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Figure 4. GA-017 inhibits LATS activity. A, tree-view map of 321 kinases examined in this study. Kinases inhibited by 0.1 uM GA-017 are indicated by red
circles, with the size reflecting the degree of inhibition (i.e., with larger circles meaning stronger inhibition). lllustration reproduced the courtesy of Carna
Biosciences, Inc. B and C, dose-response curves of GA-017 inhibition rate against LATS1 (B) and LATS2 (C) in the presence of 400 pM ATP. ICs, values were
determined based on these experiments. Curve fitting was conducted using ImagelJ (version 1.50i, Wayne Rasband National Institutes of Health). The data
represent means + SD of three independent experiments. D and E, lineweaver-Burk plots (the reciprocal of reaction velocity [V] versus reciprocal of the
molar concentration of ATP) show the competitive inhibition of ATP by GA-017 against LATS1 (D) and LATS2 (E). Reaction velocity was determined as a
function of ATP concentration ([ATP]), which was in the range from 100 to 400 uM. The data represent means + SD of three independent experiments. ICsq,

50% inhibition concentration; LATS, large tumor suppressor kinase.

effect on the proliferation of SKOV3 cells under 2D and 3D
conditions, in parallel with GA-017. Although 10 uM GA-017
promoted cell growth under 3D conditions, other selected
kinase inhibitors did not exhibit growth-promoting effects on
SKOV3 cells at any concentration over the range 0.01 to
10 uM (Fig. 5, A-C). Rather, SB-747651A and AT7867
inhibited the proliferation of cells at a concentration of 10 uM
under 3D conditions with gellan gum (Fig. 5C). Furthermore,
selected kinase inhibitors did not significantly alter the
growth-promoting effect of GA-017 (Fig. 5D). These results
suggest that the inhibitory activity of GA-017 against the six
kinases is unlikely responsible for the growth-promoting effect
of GA-017.

Next, we deleted the genes encoding LATS1/2 in SKOV3
cells using CRISPR/Cas9 technology to investigate the func-
tion of LATS for cell growth under 3D conditions.

8 J Biol. Chem. (2022) 298(4) 101779

Immunoblot analysis using antibodies against each of the ki-
nases confirmed that KO cells did not produce LATS1/2
proteins (Fig. 5E). We then observed that deletion of the
LATSI or LATS2 gene induced an increase in cell proliferation
under 3D conditions (Fig. 5F). In addition, GA-017 did not
exhibit a growth-promoting effect on these mutant cells
(Fig. 5F). Consistently, deletion of the LATSI or LATS2 gene
suppressed the GA-017-mediated induction of CTGF mRNA
expression (Fig. S3)).

We subsequently investigated whether GA-017 affects cell
signaling pathways that are independent of YAP/TAZ. It has
been reported that LATS1 and/or 2 binds to estrogen recep-
tor-a  (ERa), sterol regulatory element-binding protein
(SREBP), apoptosis-stimulating protein of p53-1, and
regulatory-associated protein of mTOR, regulating their
signaling pathways (21-24). Real-time quantitative PCR
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Figure 5. LATS inhibition results in enhanced cell proliferation. A-C, SKOV3 cells were cultured for 4 days in normal medium on normal flat-bottom
plates (700 cells/well) (A) or low-attachment U-bottom plates (700 cells/well) (B) or in medium containing gellan gum on low-attachment flat-bottom
plates (2000 cells/well) (C). DMSO, GA-017, or indicated kinase inhibitors were added during the culture. Cell number was evaluated using an ATP assay.
Y-axis indicates relative cell number (% of control) to nontreatment control (NT). The data represent means + SD of three independent experiments.
Statistical significance was analyzed using Dunnett’s test. D, SKOV3 cells were cultured for 4 days on low-attachment U-bottom plates with DMSO or 10 uM
GA-017 in the presence or absence of 0.1 to 10 uM kinase inhibitors. Cell number was evaluated using an ATP assay. Y-axis indicates relative cell number (%
of control) to nontreatment control (NT) or vehicle control (DMSO). The data represent means + SD of three independent experiments. Statistical signif-
icance was analyzed using Dunnett’s test. E and F, LATS1 or LATS2 was knocked out using the CRISPR/Cas9 method. E, confirmation of LATS1/2 deletion by
Western blotting. Negative control was treated similarly in the procedure of the CRISPR/Cas9 method, but LATS1/2 was not deleted. B-Actin was used for an
internal control. F, Cell growth of negative control, LATS1-deleted or LATS2-deleted cells on low-attachment U-bottom plates for 4 days was evaluated using
an ATP assay. DMSO or 10 uM GA-017 was added during the culture. Each RLU was normalized by that of negative control. Statistical significance was
analyzed using Tukey's test. The data represent means + SD of three independent experiments. * p <0.05, **p <0.01, ***p <0.001. DMSO, dimethyl
sulfoxide; LATS, large tumor suppressor kinase.

demonstrated that GA-017 did not significantly affect the
expression of ERa-, SREBP-, p53-, or mTOR-regulated genes

genes (Fig. 7). In addition, these results suggest that GA-017
stimulates the negative feedback loop in the Hippo pathway,

(Fig. 64), suggesting that GA-017 has little effect on these cell
signaling pathways. Moreover, activators and inhibitors of the
ERa, SREBP, p53, and mTOR signaling pathways did not
exhibit growth-promoting effects on SKOV3 cells under 3D
conditions (Fig. 6B) and did not alter the growth-promoting
effect of GA-017 (Fig. 6C). These data indicate that the ERq,
SREBP, p53, and mTOR signaling pathways are not likely
involved in the growth-promoting effect of GA-017.

Taken together, these results suggest that GA-017 promotes
cell proliferation under 3D conditions via inhibition of
LATS1/2. This corresponds with increased nuclear trans-
location of the Hippo pathway components YAP/TAZ and
subsequent induction of the expression of growth-promoting

SASBMB

although the mechanism of action remains to be investigated
in detail.

Discussion

3D cell culture systems are promising technologies to
facilitate the efficient discovery of new drugs, tissue engi-
neering, and stem cell culture for regenerative medicine. Our
present study has demonstrated that GA-017 is a novel and
useful tool for a wide variety of 3D cell culture applications,
such as spheroid and organoid expansion. In particular,
GA-017 increases the number and size of spheroids of various
cell-types in both scaffold-based and anchorage-independent
(scaffold-free) 3D cultures. It is worth noting that GA-017
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Figure 6. GA-017 does not affect signaling pathways other than YAP/TAZ. A, the mRNA expression of ERa-, p53-, mTOR-, and SREBP-regulated genes in
SKOV3 cells cultured in medium containing gellan gum with DMSO or 10 uM GA-017 for 1 day. Signals were normalized by that of the GAPDH gene. Y-axis
indicates relative mRNA expression to vehicle control (DMSO). The data represent means + SD of three independent experiments. Statistical significance
was analyzed using Student's t test. B, SKOV3 cells were cultured in wells of low-attachment U-bottom plates with DMSO, GA-017, or indicated inhibitors
and activators for 4 days. Cell number was evaluated using an ATP assay. Statistical significance was analyzed using Dunnett’s test. The data represent
means + SD of three independent experiments. C, SKOV3 cells were cultured in the presence of 10 pM GA-017 with DMSO or indicated inhibitors and
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nificance was analyzed using Student'’s t test. ***p <0.001.; DMSO, dimethyl sulfoxide; ERa, estrogen receptor-a; SREBP, sterol regulatory element-binding
protein; TAZ, transcriptional coactivator with PDZ-binding motif; YAP, Yes-associated protein.

induces the growth of cells that lose their proliferative capacity
under anchorage-independent conditions, for instance,
HUVECs and MSCs; therefore, GA-017 is useful for expanding
colonies of such limited resources. Although our data revealed
that GA-017 has little effect on the expression of their mo-
lecular markers during culture, further research will be
necessary to implement detailed characterization of GA-017—
expanded cells. Furthermore, we have proven that GA-017 is a
selective and potent small molecule inhibitor of LATS1/2,
which serves as a major component of the Hippo pathway.
Inhibition of the Hippo pathway mediated by GA-017 is
consistent with the accelerated growth of cells treated with this
chemical. GA-017 will also be a valuable agent to investigate
the mechanism of Hippo pathway-mediated cellular func-
tions, including proliferation, apoptosis, differentiation, and
self-renewal.

The core Hippo pathway transduces signals from the cell
membrane into the nucleus, where the upstream kinases,
MST1 and MST2 (17), phosphorylate and activate LATS1/2.

10 J Biol Chem. (2022) 298(4) 101779

Once activated, LATS1/2 phosphorylates the transcriptional
coactivators, YAP/TAZ, sequentially promoting their nuclear
exclusion and/or cytoplasmic degradation. Our data revealed
that GA-017 inhibits LATS1/2, thereby enhancing the accu-
mulation of YAP/TAZ in the nucleus, which in turn induces
the expression of Hippo pathway-related genes such as
ANKRDI, CYR61, and CTGF. During anchorage-independent
culture, cells in spheroids are at a high density and shaped
round, detecting increased cell-cell contact. Under this me-
chanical stress condition, YAP/TAZ becomes highly phos-
phorylated and is exported out of the nucleus (25, 26). The
growth-promoting effect of GA-017 under 3D culture condi-
tions could be attributed to the inhibition of YAP/TAZ
phosphorylation resulting from increased cell-cell contact.
Consistently, it has been reported that LATS1/2 deletion
strongly increases anchorage-independent growth in many
cancer cell lines (27, 28). A similar result was obtained in cells
that overexpress microRNA-372, which directly targets LATS2
(29). LATS1/2 activators such as MOB1A/1B (30) and
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Figure 7. Proposed mechanism of action of GA-017. GA-017 inhibits the
kinase activity of LATS1/2 and subsequently stabilizes YAP/TAZ, inducing
the expression of YAP/TAZ-regulated genes. The gene products conse-
quently enhance the proliferation of cells. Subsequently observed changes
in MST1/2 and LATS1/2 are indicated on the left. A possible feedback is also
shown. LATS, large tumor suppressor protein; MST, Mammalian Ste20-like
kinase; TAZ, transcriptional coactivator with PDZ-binding motif; YAP, Yes-
associated protein.

Angiomotins (31) are identically the target of genetic deletion
to attain YAP/TAZ activation. These results indicate that the
suppression of LATS expression or function by genetic
manipulation is also a valid approach to accelerate spheroid
and organoid expansion. Moreover, GA-017 will be useful in
cell expansion with the great advantage of being able to control
LATS function for a desired length of time, simply by adding it
to the culture medium.

Small molecule inhibitors of LATS1/2 offer the potential of
playing a crucial role in drug discovery. The use of 3D cell
culture models in the drug screening process is expected to
yield a more accurate therapeutic prediction for clinical out-
comes. However, the application of 3D cell culture in HTS
remains a challenge, due to difficulties in preparing a sufficient
number of spheroids or organoids. For example, there have
been many attempts to construct HTS-compatible culture
systems for patient-derived cancer spheroids and organoids
(32, 33). GA-017 may be beneficial in improving the efficiency
of tumor-derived organoid and spheroid preparation and
permit expansion, yielding large quantities. The ability of
GA-017 to enhance the growth of cells derived from a dynamic
range of tissues is advantageous for this purpose. It remains
unclear, however, why GA-017 fails to exhibit growth-
promoting effects in HepG2 and LNCap cell lines.

Organoid technology holds remarkable potential for not
only basic research and drug discovery but also clinical
application. Recent studies have indicated that organoids are
applicable to transplantation therapy in mouse models,
employing these techniques to treat intestine, colon, liver,
pancreatic islet, and kidney injury (10, 34, 35). YAP/TAZ are
essential for the maintenance of stemness and self-renewal
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properties of intestinal, mammary, pancreatic, and airway
organoids (36—38). Our data indicated that GA-017 enhances
the growth of intestinal organoids. Although further detailed
investigation is needed, GA-017 may function as a general tool
for expanding other types of organoids ex vivo.

Another potential application of small-molecule LATS1/2
inhibitors such as GA-017 is the development of therapeutic
drugs. Recent studies have extended the potential uses of YAP/
TAZ for tissue repair and regenerative medicine. In mouse
liver injury models, YAP is activated after partial hepatectomy,
whereas deletion of YAP/TAZ resulted in a delay of liver
regeneration (39). Similar changes in the YAP activity have
been reported in studies of the heart, skin, and muscle (40-42).
Furthermore, YAP is associated with the onset of Alzheimer’s
disease (43). These studies suggest that pharmacological
modulation of the Hippo pathway would be beneficial in
presenting potential therapeutic cures of organ injury and
damage.

In agreement with the importance of the Hippo pathway in
pharmaceutical medicine, several small-molecule modulators
of the Hippo pathway have been identified as organ-
regenerative reagents. The selective MST1/2 inhibitor,
XMU-MP-1, promotes tissue repair and regeneration in mu-
rine models of liver and intestine injury (44). Neratinib im-
proves pancreatic beta-cell function and survival by inhibiting
MST1 in diabetic mouse models (45). The TAZ activator,
IBS008738, facilitates muscle repair in a mouse injury model
(46). In line with these approaches, it will be interesting to test
the efficiency of GA-017 to promote tissue repair in mouse
injury models. However, GA-017 shows incomplete selectivity
for LATS1/2 over other kinases in the AGC family. Therefore,
further structural optimization, utilizing technologies in me-
dicinal chemistry may be necessary to obtain more potent and
selective LATS1/2 inhibitors.

Conversely, there is some concern about pharmaceutical
YAP/TAZ activation for regenerative medicine. For instance,
sustained activation of YAP/TAZ can lead to organ over-
growth and tumorigenesis (47). Despite this adverse effect,
organ overgrowth caused by transient YAP overproduction has
been reported to be reversible upon cessation of its activation
(48). Several reports suggested that activation of YAP/TAZ
alone is not sulfficient to elicit cancer development (49, 50). In
addition, deletion of LATS1/2 in cancer cell lines inhibits tu-
mor growth in murine models (27). Nevertheless, the admin-
istration period of YAP/TAZ modulators must be cautiously
controlled to avoid the risk of tumor formation.

In conclusion, we identified a novel small molecule, GA-
017, as an activator of cell proliferation by conducting 3D
culture—oriented HTS. Moreover, we found that potent
LATS1/2 inhibition by GA-017, which subsequently activates
YAP/TAZ, promotes cell growth under 3D culture conditions.
To the best of our knowledge, GA-017 is the first LATS1/2
inhibitor that exhibits sufficient growth-promoting effect on a
variety of cell types under 3D conditions. Our results will
provide valuable insights into novel drug screening systems,
cell therapies employing spheroids/organoids, and pharmaco-
logical organ regeneration.
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Experimental procedures
Chemical compounds

GA-002 [(E)-N’-(1-(2,4-dihydroxy-3-methylphenyl)propyli-
dene)-2-(phenylamino)propanehydrazide] and  GA-017
[(E)-2-(1-(2,4-dihydroxy-3-methylphenyl)propylidene)-N-(3-
hydroxybenzyl)hydrazine-1-carboxamide] were prepared us-
ing standard synthetic procedures as described in the
Supporting information.

Reagents

Gellan gum (Kelcogel CG-LA) was purchased from Sansho.
All the small molecule chemicals including GA-002 and
GA-017 as described in the Supporting information were
dissolved in DMSO and stocked at -20 °C.

Cells

All cells and media used in this study are summarized in the
Supporting information. Cells were cultured at 37 °C in a
humidified atmosphere with 5% CO,.

Mice

C57BL/6N mice were purchased from Charles River Labo-
ratories Japan, Inc. To rule out any influence of distinct
commensal bacteria, all mice were housed in the same cage for
at least 3 weeks after weaning. These mice were maintained
under conventional conditions at Nissan Chemical Corpora-
tion. Protocols approved by Nissan Chemical Corporation
were used for all animal experiments.

Cell culture using medium with gellan gum

3D suspension cell cultures using gellan gum were previ-
ously reported (7). The cells were seeded in a medium con-
taining 0.015% (w/v) of gellan gum and dispensed into the
wells of 96-well flat-bottom low-attachment plates (Corning
Incorporated) at 2000 cells/well. For the monolayer culture
method (2D control), the cells were inoculated in the medium
without gellan gum and dispensed into 96-well flat-bottom
cell-attachable plates (Corning Incorporated) at 700 cells/well.

HTS using gellan gum

SKOV3 cells were seeded into McCoy’s 5A medium con-
taining 100 ng/ml of HB-EGF (PeproTech), 15% (v/v) FBS, and
0.015% (w/v) gellan gum and dispensed into the wells of 384-
well flat-bottom low-attachment plates (Corning Incorpo-
rated) at 1000 cells/45 pl/well. After incubation at 37 °C for
24 h, 5 pl of medium containing a 10-fold concentration of
each chemical compound was added to the above cell culture.
The plates were then incubated for 4 days at 37 °C, and the
number of cells was determined using the WST-8 assay (51).

Cell proliferation assay

To evaluate cell proliferation, the WST-8 assay, the ATP
assay, the trypan blue exclusion assay, and acridine orange and
4/,6-diamidino-2-phenylindole staining assay were used as
described in the Supporting information.
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Spheroid culture on U-bottom microplates

Cells were seeded in the appropriate medium and dispensed
in the wells of 96-well U-bottom low-attachment plates
(Corning Incorporated) at 700 cells/90 pl/well. For the drug
test, 10 ul of the medium containing a 10-fold concentration of
GA-017 was added to the above cell culture. These plates were
incubated for 2 to 6 days at 37 °C, and the number of cells was
evaluated by the ATP assay.

Hanging drop cell culture

A431 cells were seeded in the indicated medium at a density
of 50,000 cells/ml, and 10 pM of GA-017 or DMSO was added
to the cell suspension. The cell suspension was seeded by 10 pl
in 15 drops on the back surface of the lid of a 3.5-cm dish
(Corning Incorporated) to form droplets. The lid was returned
to the dish and 2 ml of PBS was added and cultured for 2 days
at 37 °C. The cultured droplets were collected and the cell
number was counted by the ATP assay.

Cyst culture

Cold Matrigel Matrix GFR (Corning Incorporated) was
spread on a 24-well plate at 50 pl per well and allowed to sit at
37 °C for 15 min. MDCK cell suspension (1.1 x 10* cells/ml) in
the indicated medium including 0.2% Matrigel Matrix GFR
was dispensed to the wells at 900 ul/well. A total of 100 pl of
medium containing 100 pM GA-017 or DMSO (0.1%) was
then added to the above cell suspension (900 pl), and the plates
were incubated for 6 days at 37 °C. The diameter of formed
cysts and the population were measured using a Cell’iMager
duos (SCREEN Holdings).

Organoid culture

Intestinal organoids were prepared and cultured following
the protocol of STEMCELL Technologies Inc., as described in
detail in the Supporting information. The number and diam-
eter of the formed intestinal organoids were determined using
a Cell’iMager duos (SCREEN Holdings) every 2 or 3 days.

Microarray analysis

Total RNA was isolated from the cells or organoids using an
RNeasy Kit (Qiagen) according to the manufacturer’s protocol.
Each RNA sample was analyzed using a GeneChip Human
Gene 2.0ST Array (Affimetrix and KURABO). Genes up- and
down-regulated in expression by at least 2-fold were selected
using DNA MicroArray Viewer Software (KURABO). All the
data are minimum information about a microarray experiment
compliant, and the raw data were deposited in the National
Center for Biotechnology Information Gene Expression
Omnibus under accession number GSE145538.

Real-time PCR

Real-time PCR was carried out for 40 to 45 cycles of 15 s at
95 °C and 1 min at 60 °C using an ABI PRISM 7700 Sequence
Detector (Thermo Fisher Scientific). All Tagman primers and
probes are described in the Supporting information.
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Western blotting

SKOV3 cells were seeded in a medium supplemented with
(3D) or without (2D) 0.015% gellan gum and treated with GA-
017 or DMSO for the indicated time. Cells were then lysed
with RIPA buffer containing Halt Protease and Phosphatase
Inhibitors (Thermo Fisher Scientific). Samples were separated
by SDS-PAGE, and the proteins in the gel were electropho-
retically transferred onto a PVDF membrane (Bio-Rad). The
blot was then blocked and incubated with antibodies described
in the Supporting information. Next, the blot was incubated
with peroxidase-conjugated anti-immunoglobulin (South-
ernBiotech). Sites of antibody binding were visualized using
the ECL Western blotting detection system (FUJIFILM Wako
Pure Chemical Corporation, #295-72404) and were subjected
to densitometry analysis using Image] (version 1.50i, Wayne
Rasband National Institutes of Health) and normalized to f-
Actin expression.

Nuclear translocation assay

SKOV3 cells were cultured on 96-well cyclo olefin polymer
plates (PerkinElmer). The cells treated with GA-002, GA-017,
or DMSO were fixed with 4% paraformaldehyde in PBS. The
cells were then blocked and incubated with the indicated an-
tibodies, Hoechst33342 (Thermo Fisher Scientific), and sec-
ondary antibody. Fluorescent images were analyzed
automatically using an Operetta CLS (PerkinElmer) or
manually using a confocal fluorescence microscope FV1200
IX83 (Olympus Corporation). The algorithm in Operetta CLS
was used to detect the outline of cells and the cell nuclei. The
ratio of signal intensity in the nucleus/signal intensity in the
cytoplasm was then calculated; 2200 to 2700 cells were
analyzed in each experiment. When the ratio (nucleus/cyto-
plasm) of YAP and TAZ signal intensity was higher than 1.4
and 1.22, respectively, YAP and TAZ were defined as being
nuclear translocated. The antibodies are described in the
Supporting information.

Kinase panel assay

Kinase inhibitory profiling of GA-002 and GA-017 was
conducted at 0.1 pM using an IMAP Assay or Off-chip
Mobility-Shift Assay (Carna Biosciences) as described in the
Supporting information.

Kinase assay

The kinase assay was performed in 384-well black plates
(Greiner Bio-One, #784900) using a Fluorospark Kinase/ADP
Multi-Assay kit (FUJIFILM Wako Pure Chemical Corporation)
according to manufacturer’s protocol at a final volume of 5 pl/
well. The details are described further in the Supporting
information.

Genome editing

LATS1/2-deficient cells were created using the CRISPR/
Cas9 system. SKOV3 cells were transiently transfected with a
Cas9 expression plasmid encoding puromycin resistance
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(Horizon Discovery, U-005100-120) and the complex with
crRNA and tracrRNA (Horizon Discovery, U-002005-20). The
target sequences of crRNA were 5'- GTGGGCATGAAATCC
CTACA-3' for human LATS1 (Horizon Discovery, CM-
003865-01-0002) and 5-TAGGGTCTTCATGGCGTA CA-3
for human LATS2 (Horizon Discovery, CM-004632-01-0002).
After transient selection with puromycin (3 pg/ml) for 1 week,
KO single clones were selected by immunoblot analysis for the
lack of LATS1/2 proteins.

Statistical analysis of experimental data

All results are presented as the mean + SD. Statistical sig-
nificance was analyzed with Student’s ¢ test, Tukey’s test, or
Dunnett’s test as indicated in each legend, using EXSAS ver.
7.1.6.1 (Arm Systex). The level of significance was set at 0.05
unless stated otherwise.

Data availability

All the data are included in the article. All unique reagents
generated in this study are available from the corresponding
authors with a completed Materials Transfer Agreement.

Supporting information—This article contains the supporting in-
formation (52-61).
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