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Abstract

While mechanisms for metastasis were extensively studied in cancer cells from patients with
detectable tumors, pathways underlying metastatic dissemination from early lesions before
primary tumors appear are poorly understood. Her2 promotes breast cancer early dissemination by
suppressing p38, but how Her2 downregulates p38 is unclear. Here, we demonstrate that in early
lesion breast cancer models, Her2 inhibits p38 by inducing Skp2 through Akt-mediated
phosphorylation, which promotes ubiquitination and proteasomal degradation of Tpl2, a p38
MAP3K. The early disseminating cells are Her2*Skp2nighTpl2!oWp-p38loWE-cadherin!oW in the
MMTV-Her2 breast cancer model. In human breast carcinoma, high Skp2 and low Tpl2
expression are associated with the Her2* status; Tpl2 expression positively correlates with that of
activated p38; Skp2 expression negatively correlates with that of Tpl2 and activated p38.
Moreover, the Her2-Akt-Skp2-Tpl2-p38 axis plays a key role in the disseminating phenotypes in
early lesion breast cancer cells; inhibition of Tpl2 enhances early dissemination in vivo. These
findings identify the Her2-Akt-Skp2-Tpl2-p38 cascade as a novel mechanism mediating breast
cancer early dissemination and a potential target for novel therapies targeting early metastatic
dissemination.
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Introduction

Metastasis is the leading cause of cancer-related deaths, which in the traditional views,
occurs during late stages of tumor progression[1]. However, 2—3% of breast cancer patients
who have been treated for ductal carcinoma in situ (DCIS), a noninvasive early lesion, die of
metastasis without ever developing a primary tumor[2], suggesting that early metastasis
occurs before or as DCIS develop. Increasing evidence suggests that tumor cells can
disseminate from the earliest preneoplastic lesions, even in the absence of clinically
detectable primary tumors, in multiple cancer types including melanoma, pancreatic cancer
and breast cancer[3-8]. Thus, some non-invasive lesions by historical definition such as
DCIS, can be invasive and metastatic in nature. While pathways underlying metastasis have
been extensively studied in cancer cells isolated from patients with detectable primary
tumors, mechanisms mediating dissemination and metastasis of early cancer lesions are
poorly understood.

Epithelial-mesenchymal transition (EMT) is important for epithelial tumor cells to lose
polarity and cell-cell adhesions, leading to disruption of normal tissue architecture and
initiation of metastatic dissemination[9, 10]. A key mechanism for EMT is activation of p-
catenin, a transcription factor in the Wnt signaling pathway, which interacts with E-cadherin
at adherent junctions to maintain cell-cell contact and epithelial properties[11].
Phosphorylation of B-catenin by Src results in its dissociation from E-cadherin and
translocation into the nucleus [12], where it induces transcription of pro-EMT genes that
suppress E-cadherin expression, leading to disruption of cell-cell contact and EMT[13].
Activated Wnt signaling suppresses GSK3p-mediated phosphorylation and degradation of p-
catenin protein leading to its stabilization and accumulation in the nucleus[13].

Mitogen-activated protein kinases (MAPKS) are sequentially activated through
phosphorylation by a cascade of protein kinases, including MAPK kinase kinases
(MAP3Ks) and MAPK kinases (MAP2Ks). Several MAP3Ks have been shown to induce
p38 MAPK activation through MAP2Ks MKK3 and MKKG6 [14], including ASK1, DLK1,
TAO1 and 2, Tpl2, MLK2, MLK3, MEKK3, MEKK4, and ZAK1[15]. p38 regulates cellular
functions through phosphorylation of downstream substrates, including transcription factors
including ATF2, and serine/threonine protein kinases including PRAK and MK2 that
phosphorylates a small heat shock proteins Hsp27[16]. Tpl2 (tumor progression loci 2) was
identified as MAPK3K initially for ERK [17-19], and later for p38[20, 21]and JNK [18, 22].
Tpl2 also phosphorylates NF-kB1(p105)-Ser933, and prompts its proteolysis to p50[23, 24].
Tpl2 activity is induced by IKKB-mediated phosphorylation of Ser290[25]. Also, Tpl2 is
sequestered in a complex with NF-xB1-p105 and ABIN2; upon NF-xB1-p105
phosphorylation by IKK, Tpl2 is released from the complex resulting in activation of
MKK3/6[20].

The role of the p38 pathway in cancer and metastasis is highly context-dependent. While it
was initially considered cancer-promoting, especially in late-stage cancer development, later
studies reported that it suppresses cancer[26—30]. In established cancer cell lines, p38
promotes cancer cell migration/metastasis[31-33], but in cell and mouse models for early
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lesion breast cancer, p38 suppresses Her2-mediated early dissemination[34]. Thus, p38
plays differential roles in the metastasis of early lesions and late-stage breast cancer.

The role of Tpl2 in cancer is also context-dependent. Tpl2 promotes cancer progression by
phosphorylating Pinl resulting cyclin D1 upregulation [35] and induces EMT through ERK
and JNK in breast cancer cells[35, 36], but Tpl2~/~ mice display increased two-stage skin
carcinogenesis[37]. Tpl2 also suppresses lung carcinogenesis, with downregulated
expression in human lung cancer[38].

In this study, we investigated the mechanism underlying breast cancer early dissemination
using cell and mouse models of early lesion breast cancer. MCF-10A cells, a non-
transformed human breast epithelial cell line can form acini-like structures containing a
single layer of polarized, growth-arrested cells when grown in Matrigel which mimic the
acini in adult breasts; Her2 overexpression leads to disrupted acinar structures that share
properties with DCIS in vivo including uncontrolled cell proliferation and luminal filling,
without invasion. MCF-10A-Her? is thus a useful model for early-stage carcinogenesis in
vitro[39]. The MMTV-Her2 transgenic mouse model, expressing rat HerZ2/neu gene driven
by MMTYV promoter, develops mammary lesions that progress through three stages, atypical
hyperplasia, mammary intraepithelial neoplasia (similar to human DCIS) and invasive
carcinoma. Epithelial hyperplasia is detected microscopically in mammary glands around
week-7-9; in situ carcinomas occur at week-18. Tumors in mammary glands start to become
palpable around week-20, invasive cancers become apparent at week-23-30, and 72% of
tumor-bearing mice that live beyond 8 months develop lung metastasis[40]. While a recent
study showed that Her2 promotes early dissemination by suppressing p38[34], it is unclear
how Her2 suppresses p38 during early dissemination. We demonstrate that Her2
downregulates p38 activity by targeting the Tpl2 protein for Skp2-mediated degradation
upon activation of Skp2 by Her2 and Akt, and that decreased Tpl2 expression induced by the
Her2-Akt-Skp2 pathway plays a key role in inhibiting p38 and promoting migration,
invasive and EMT in cells and early dissemination in vivo. These findings provided novel
insights into the mechanism underlying breast cancer early dissemination, identified a novel
substrate and biological function of Skp2, and revealed a targetable pathway for treating
breast cancer early dissemination and metastasis.

Reduced levels of a p38 MAP3K Tpl2 correlates with Her2* status and reduced p38
activation in cell and mouse models of breast cancer early lesions and human breast
cancer tissues

We investigated the mechanism underlying Her2-mediated p38 downregulation in early
lesion breast cancer cells. Since all existing Her2* breast cancer cell lines were derived from
established, detectable tumors and do not represent early lesion cancer cells, we used
MCF-10A mammary epithelial cells transduced with Her2 and mammary epithelial cells
isolated from MMTV-Her2 mice with early lesions to model early lesion breast cancer cells.
The levels of ectopic Her2 expression was comparable to or less than that in a naturally
occurring Her2* breast cancer cell line SK-BR-3 (Fig. S1A). Thus, Her2 effects observed in
these early lesion cells cannot be artifacts due to gross Her2 overexpression. Her2 was
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barely detectable in mammary epithelial cells from FVB mice, a Her2™ human breast cancer
cell line MDA-MB-231, control MCF-10A cells, and normal human mammary epithelial
cells (HMECs).

To identify the starting point of Her2 regulation in the p38 pathway, we searched for p38
upstream regulators whose expression, rather than phosphorylation, is altered by Her2,
because changes in phosphorylation of a protein is likely due to Her2-induced changes in an
upstream protein, and thus this protein may not be the starting point of Her2 action in the
p38 pathway. In a survey of p38 upstream regulators, ectopically expressed Her2 decreased
phosphorylation but not expression of MKK3/6, reduced the protein but not mRNA levels of
Tpl2, both protein and mMRNA levels of MLK2, MLK3 and MEKK4, and the mRNA but not
the protein levels of MEKK3, TAK1, TAO2 and TAB1p in MCF-10A cells (Fig. 1A, S1B-
C). Genes upregulated by Her2 or without changes in protein were not pursued. Decreased
mRNA levels for MLK2, MLK3 and MEKK4 did not correlate with the Her2* status in
breast cancer in GEO database (Fig. S1D), and thus they were not further analyzed.

We analyzed Tpl2 and confirmed the Her2-mediated reduction in Tpl2 protein in mammary
epithelial cells isolated from wild type and MMTV-Her2 mice (Fig. 1B). Her2 inhibition by
Lapatinib increased levels of Tpl2, phospho-p38 and -Hsp27 and E-cadherin, and decreased
Vimentin in MCF-10A-Her2 cells (Fig. S1E), conforming that Her2 inhibits the Tpl2-p38
pathway and promotes EMT. As reported[34], mammary glands of 14-18-week-old MMTV-
Her2 mice had no palpable tumors, but displayed early lesions (hyperplasia and mammary
intraepithelial neoplasia) (Fig. S1F) and early dissemination of Her2* tumor cells to the lung
(Fig. S1G—H). About 78% of the Her2N9" cells in the MMTV-Her2 mammary ducts, 83% of
the Her2M9h cells in invading buds in MMTV-Her2 early lesions, and all the Her2* cells
disseminated to the lung contained very low or undetectable Tpl2 levels (Fig. 1C-E). Most
Tpl2!oW cells were also E-cadherin! in MMTV-Her2 mammary ducts (Fig. 1F), suggestive
of their EMT and disseminating phenotype. Thus, these Her29" early disseminating cells
are Tpl2!oW in MMTV-Her2 mice.

We investigate the relationship among Her2, Tpl2 and phospho-p38 in human breast cancer,
using human breast cancer tissue arrays containing early lesions (atypical ductal hyperplasia,
or ADH, and DCIS) or late-stage carcinoma tissues. Low Tpl2 expression correlated with
the Her2* status (Fig. 1G-H, S11-J) and with low levels of activated p38 (p-p38) (Fig. 11,
S1K) in both early and advanced lesions. Therefore, suppression of Tpl2 by Her2 likely
contributes to p38 inactivation and early dissemination in human breast cancer.

Tpl2 suppresses Her2-mediated migration, invasion and EMT in early lesion cells

We examined the effect of Tpl2 overexpression and knockdown in early lesion breast cancer
cells. Ectopic expression of Tpl2 increased phosphorylation of MKK3/6, p38 and Hsp27 and
E-cadherin expression and junctions, and reduced migration and percentage of organoids
with outward invading cells (Fig. 2A-D), while Tpl2 knockdown had opposite effects (Fig.
2E-H), in MMTV-Her2 cells. Similar observations were made in MCF-10A and MCF-10A-
Her2 cells. Ectopic expression of Tpl2 upregulated MKK3/6, p38 and Hsp27
phosphorylation and suppressed migration, invasion and EMT (Fig. S2A-F), while Tpl2
knockdown had opposite effects (Fig. S3A-E). Also, Tpl2 reduced and Tpl2 shRNAs
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increased the level of Vimentin, a mesenchymal cell marker (Fig. S2A, S3A). Consistent
with reports that p38 suppresses breast cancer cell early dissemination by inhibiting p-
catenin activation[34], Tpl2 overexpression reduced the levels of activated p-catenin (Fig.
S2G) and promoted translocation of p-catenin from nuclei to cell surface (Fig. S2H), while
the Tpl2 shRNAs had opposite effects (Fig. S3F-G), in MCF-10A and MCF-10A-Her2
cells. Tpl2 reduced expression of stemness-related transcription factors SOX2 and OCT4
and a cancer stemness marker ALDHAZL in MCF-10A-Her2 cells (Fig. S2I), while Tpl2
shRNAs increased their expression in MCF-10A cells (Fig. S3H), supporting the impact of
EMT on cancer cell stemness[41].

In SK-BR-3, a Her2" metastatic breast adenocarcinoma cell line, Tpl2 overexpression
activated MKK3/6 and p38, but downregulated E-cadherin and upregulated Vimentin and
cell migration (Fig S2J-K), consistent with the reported metastasis-promoting function of
p38 in late stage breast cancer cells[42, 43], suggesting that Tpl2 and p38 have opposite
roles in metastatic dissemination in early and late lesions of breast cancer.

As reported[34], Her2 enhanced migration, invasion, EMT and B-catenin activation, as
compared to vector control, in MCF-10A cells (Fig. S2-3). Her2-induced changes in the
levels of phospho-MKK3/6/p38/Hsp27, E-cadherin and Vimentin, migration, invasive
organoids, E-cadherin junctions and B-catenin activation and nuclear localization were
abrogated by Tpl2 overexpression (see quantifications of Fold Changes by Her2, Fig. S2A-
H) in MCF-10A cells, indicating that Tpl2 downregulation is essential for Her2 to suppress
the p38 pathway and promote invasion/EMT. Tpl2 shRNAs alone were sufficient to suppress
the p38 pathway and promote migration/invasion, EMT, B-catenin activation and stemness in
MCF-10A cells without Her2, and further enhanced the Her?2 effects on p38 and these
phenotypes in MMTV-Her2 and MCF-10A-Her2 cells (Fig. 2E-H, S3A-H). These findings,
along with the reduction of Tpl2 expression by Her2 (Fig. 1A-B), demonstrate that despite
that Her2 activates multiple signaling networks, it suppresses p38 and induces the
disseminating phenotypes at least partly by downregulating Tpl2 expression in early lesion
cells of breast cancer. Supporting the notion that Her2-mediated Tpl2 downregulation
contributes to breast cancer early dissemination in vivo, most Her2*Tpl2!oW cells in the
mammary ducts of MMTV-Her2 mice were also low or negative for E-cadherin, indicative
of their disseminating nature (Fig. 1F).

Despite reports that Tpl2 phosphorylates other MAPKs and NF-xB1(p105)-Ser933 besides
p38, and that NF-xB1(p105)-Ser933 phosphorylation leads to proteolysis of NF-xB1(p105)
to NF-xB1(p50)[18, 19, 24, 44], Tpl2 overexpression/knockdown did not significantly
upregulate MEK, NF-xB1, ERK or JNK phosphorylation or the total levels of NF-
xB1(p105) or NF-xB1(p50) in MCF-10A/MCF-10A-Her2 cells (Fig. S2A, S3A), suggesting
that Tpl2 does not activate these pathways in these conditions. We further determined the
epistatic relationship among Her2, Tpl2, MKK3/6 and p38. While dominant-negative
MKKG6A alone without Her2 reduced p-p38, p-Hsp27 and E-cadherin expression and
junctions and increased invasive organoids and further enhanced the effects on Her2 on these
phenotypes (Fig. 21-K), constitutively active MKKG6E abrogated Her2-induced decreases in
p-p38 and E-cadherin junctions and increases in invasive organoids (Fold Changes by Her2,
Fig. 2L-N). Thus, MKK®6 downregulation is both sufficient, and necessary for Her2, to
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suppress p38 and promote invasion/EMT. Moreover, MKKG6A abrogated Tpl2-induced
increase in p-p38, p-Hsp27 and E-cadherin expression and junctions and decrease in invasive
organoids (Fold Changes by Tpl2, Fig. 21-K; in Fig. 2K, Tpl2-induced changes in E-
cadherin junctions was significant in control cells but insignificant in MKK6A cells); and
MKKG6E abrogated Tpl2 shRNA-induced decreases in p-p38, p-Hsp27 and E-cadherin
junctions and increase in invasive organoids (Fold Changes by shTpl2, Fig. 2L-N; in Fig.
2M, shTpl2-induced changes in invasion was significant in control Her2-cells but
insignificant in MKK6E-Her2 cells), in MCF-10A and MCF-10A-Her2 cells. MKK6A/E
had no effect on Tpl2 expression (Fig. 21, 2L). Therefore, Tpl2 suppresses invasion and
EMT at least partly by activating MKK3/6-p38 pathway.

MAPK phosphatasel (MKP1) is the prototype of the dual specificity phosphatase (DUSP)
family, which dephosphorylates MAPKs[45] and is induced by Her2 in breast cancer
through protein stabilization via ERK-mediated MKP1-Ser359 phosphorylation[46].
Although Her2 increased p-MKP1(S359) and MKP1 levels in MCF10A cells (Fig. S1B),
MKP1 shRNAs slightly increased JNK phosphorylation without affecting p38 or ERK
phosphorylation, migration, invasion, E-cadherin junctions or B-catenin activation in
MCF-10A-Her2 cells (Fig. S3I-M). Thus, MKP1 is not a major regulator of Her2-mediated
p38 suppression and metastasis in early lesion breast cancer cells.

Her2 reduces Tpl2 protein stability through Skp2-mediated protein ubiquitination and
proteasomal degradation in early lesion cells.

We investigated the mechanism by which Her2 downregulates Tpl2. Ectopic expression of
Her2 did not alter the level (Fig. S1B) or stability (Fig. S4A) of Tpl2 mMRNA, but reduced
Tpl2 protein stability (Fig. S4B—C). A proteasome inhibitor MG132 increased Tpl2 protein
in MCF-10A cells and decreased Her2-induced fold reduction in Tpl2 protein (Fig. S4D),
suggesting that both basal and Her2-induced Tpl2 protein degradation is proteasome-
mediated.

Skp2 is an oncogenic E3 ubiquitin ligase targeting proteins including p27 for proteasomal
degradation[47]. Skp2 activity is upregulated by Akt [48, 49], which is activated by Her2
and was implicated in Her2-mediated p38 suppression and breast cancer early
dissemination[34]. Her2 upregulated Skp2 protein in MMTV-Her2 and MCF-10A-Her?2
cells representing early lesions, compared to respective controls (Fig. S4E-F). sShRNA-
mediated Skp2 knockdown increased Tpl2, p-p38 and p-Hsp27 levels in MMTV-Her2 cells
(Fig. 3A) and abrogated Her2-induced decreases in Tpl2, p-p38 and p-Hsp27 in MCF-10A
cells (Fig. 3B, Fold reduction by Her2), compared to control sShRNAs. Overexpression of
wild type, but not the catalytically inactive mutants (Skp2-NES and -LRR)[50] of, Skp2
alone was sufficient to reduce Tpl2, p-p38 and p-Hsp27 in MCF-10A cells and further
enhanced the Her2 effects on these proteins in MMTV-Her2 and MCF-10A-Her2 cells (Fig.
3C-E). Thus, Skp2 induction is both sufficient, and necessary for Her2, to downregulate the
Tpl2-p38 pathway. Skp2 shRNAs also increased Tpl2, p-p38 and p-Hsp27 in MCF-10A
cells (Fig. 3B), suggesting that the basal Skp2 level, whether regulated by endogenous Her2
or not, is sufficient to inhibit Tpl2-p38 activity.

Oncogene. Author manuscript; available in PMC 2021 March 28.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Wang et al.

Page 7

Tpl2 or Skp2 was detected in the protein complex immunoprecipitated by an antibody
against Skp2 or Tpl2 (Fig. 3F-G), respectively, indicating interaction between endogenous
Skp2 and Tpl2. In MCF-10A cells, Skp2 shRNAs abrogated Her2-induced Tpl2 protein
ubiquitination, while the wild type, but not the catalytically inactive mutants of, Skp2
increased Tpl2 ubiquitination (Fig. 3H-I). These data thus identify Skp2 as an E3 ubiquitin
ligase for Tpl2.

In MMTV-Her2 mice with early lesions, most Her2M8h cells in mammary ducts, most
Her2Mi9h cells in invading buds in the early lesions, and all the Her2* cells disseminated to
the lung contained high Skp2 levels (Fig. 3J-L); and most of the Skp2"idh cells had low Tpl2
levels in mammary ducts (Fig. 3M). In both early-lesion and late-stage human breast cancer
tissues, high Skp2 expression correlated with the Her2* status (Fig. 1J, S1L) and low Tpl2
(Fig. 1K, S1M) and p-p38 (Fig. 1L, SIN) levels, suggesting that the Her2-Skp2-Tpl2-p38
axis likely contributes to early dissemination of human breast cancer.

Together, our results demonstrate that Tpl2 is a novel substrate of Skp2, and that Her2
upregulates Skp2, and reduces Tpl2 protein expression through Skp2-mediated
ubiquitination and proteasomal degradation in early disseminating breast cancer cells.

Skp2 promotes Her2-mediated migration, invasion and EMT by suppressing Tpl2 in early

lesion cells

We investigated the role of Skp2-mediated Tpl2 suppression in Her2-induced disseminating
phenotypes. Skp2 knockdown increased E-cadherin expression and junctions and reduced
Vimentin expression, migration and percentage of invasive organoids in MMTV-Her2 cells
(Fig. 4A-D), and abrogated Her2-induced decreases in E-cadherin expression and junctions
and increases in migration, invasive organoids and nuclear translocation and activation of p-
catenin in MCF-10A cells (Fold Changes by Her2, Fig. 4E-H, SSA-C). Ectopic expression
of wild type, but not the catalytically inactive mutants of, Skp2 alone increased Vimentin
expression, migration, invasive organoids and B-catenin nuclear translocation and activation,
and reduced E-cadherin expression and junctions in MCF-10A cells and enhanced the Her2
effects on some of these phenotypes in MCF-10A-Her2 cells (Fig. 41-O, S5D-G). Wild type
Skp2 also reduced E-cadherin expression and junctions in MMTV-Her2 cells (Fig. 4P-Q).
Skp2 knockdown reversed Her2-mediated increase in SOX2, OCT4 and ALDHA1
expression in MCF-10A-Her2 cells (Fig. S5H-1), while wild type, but not catalytically-
inactive mutants of, Skp2 alone induced these proteins in MCF-10A cells (Fig. S5J). Thus,
Skp2 induction is both sufficient, and necessary for Her2, to promote migration, invasion
and EMT in early lesion breast cancer cells. Skp2 shRNAs also moderately altered some, but
not all, of these disseminating phenotypes (e.g., E-cadherin junctions and migration, Fig.
4E-F, H) in MCF-10A cells, suggesting that the basal Skp2 levels also regulate these
phenotypes.

We determined the epistasis between Skp2 and Tpl2 in migration/invasion. Tpl2 knockdown
abrogated Skp2 shRNA-induced increases in Tpl2, p-MKK3/6, p-p38, p-Hsp27 and E-
cadherin levels and E-cadherin junctions and decreases in invasive organoids in MMTV-
Her2 and MCF-10A-Her2 cells (Fig. 5A-F, Fold Changes by shSkp2), while Tpl2
overexpression abrogated Skp2-induced decreases in Tpl2, p-MKK3/6, p-p38, p-Hsp27 and
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E-cadherin levels and E-cadherin junctions and increases in invasive organoids in MCF-10A
cells (Fig. 5G-I, Fold Changes by Skp2). These rescue studies established an epistatic order
of Her2-Skp2-Tpl2 in Her2-mediated migration/invasion in early lesion breast cancer cells.
Tpl2 knockdown and overexpression alone downregulated and upregulated the p38 pathway
and promoted and suppressed invasion/EMT, respectively, in cells without Skp2
manipulations, suggesting that the basal Tpl2 level is sufficient to activate p38 and promote
invasion/EMT, and is not saturated for its function, respectively.

Further supporting the role of Skp2 in early dissemination in vivo, over 85% of the Skp2high
cells were E-cadherin'®V in early lesions of the MMTV-Her2 mammary tissues (Fig. 5J),
suggesting an EMT and disseminating phenotype of this group of Her2*Skp2nighTp|2low
cells in this model.

Her2 promotes Skp2 expression and function through Akt-mediated phosphorylation.

We investigate the mechanism by which Her2 regulates Skp2. Her2 inhibits p38 through its
well-known downstream effectors PI3K/Akt during breast cancer early dissemination[34,
51]. Increased Skp2 expression correlates with elevated PI3K/AKkt activity in cancer [47];
and Akt phosphorylates Skp2-Ser72, which promotes Skp2 cytoplasmic localization and
protein stabilization by protecting it from Cdh1-mediated degradation[48, 49]. Indeed, Her2
increased Skp2 protein and Akt activation in early lesion breast cancer cells (Fig. S4E-F).
Her2-induced Skp2 phosphorylation was reduced by Akt inhibitor MK2206 [52] in
MCF-10A cells (Fig. 6A), indicating that Her2-mediated Skp2 phosphorylation requires
Akt. PI3K inhibitor GDC-0941 [34] and MK2206 abrogated Her2-induced increase in Skp2
proteins and decreases in Tpl2 and p-p38 levels (Fold Change by Her2, Fig. 6B) without
inducing apoptosis (Fig. S6), while constitutively active Akt upregulated Skp2 and
downregulated Tpl2, p-p38 and p-Hsp27 in both MCF-10A and MCF-10A-Her2 cells (Fig.
6C). Thus, PI3/Akt activation is alone sufficient, and is required for Her2, to induce Skp2
and suppress Tpl2-p38. Overexpression of wild type Skp2, but not that carrying a non-
phosphorylatable mutation at Ser72 (S72A) [49], reduced Tpl2, p-p38 and p-Hsp27 levels
and E-cadherin expression and junctions, and increased Vimentin, cell migration, invasive
organoids and B-catenin activation in MCF-10A-Her2 cells (Fig. 6D-1). Skp2 carrying
phosphomimetic mutation at Ser72 (S72D)[49] behaved similarly to wild type Skp2 (Fig.
6D-1), likely because Ser72-phosphorylation is necessary, but not sufficient, to fully activate
Skp2 in this pathway. Moreover, high Akt expression correlated with the Her2* status, high
Skp2 expression and low Tpl2 expression in human breast cancer tissues (Fig. SI0-R).
Thus, Akt-mediated Skp2 phosphorylation is required for its Her2-induced expression and
function in Tpl2 degradation and suppression of the p38 pathway, and for its ability to
promote the disseminating phenotypes in Her2* early lesion cells.

Pharmacological inhibition of Tpl2 promotes early dissemination in vivo.

As Tpl2 inhibition alone will not lead to cancer in mice and inhibition of Tpl2 by Her2 is
unlikely to be complete in MMTV-Her2 mice, we tested whether further inhibition of Tpl2
by a Tpl2 inhibitor[21] would enhance early dissemination in vivo. In vitro, the Tpl2
inhibitor reduced p38 and Hsp27 phosphorylation but not MEK1/2, NF-xB1, ERK and JNK
phosphorylation or the total levels of NF-xB1(p105) and NF-xB1(p50), increased migration,
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invasive organoids and B-catenin activation, and decreased E-cadherin junctions in MMT V-
Her2, MCF-10A and MCF-10A-Her2 cells (Fig. 7A-D, S7TA-E), validating the efficacy of
the inhibitor in vitro.

Compared to vehicle, the Tpl2 inhibitor reduced p38 and Hsp27 phosphorylation without
affecting ERK and JNK (Fig. 7E) in mammary epithelial cells isolated from 14-18-week-old
MMTV-Her2 mice with early lesions and reduced E-cadherin expression and increased
nuclear p-catenin levels in mammary glands (Fig. 7F-G). The inhibitor did not alter
proliferation of MCF-10A and MCF-10A-Her2 cells (Fig. S7F) and percentage of ducts with
early lesions in the mammary glands (Fig. S7G), but increased the numbers of the Her2*
early disseminating cancer cells (eDCCs) in blood, bone marrow and lungs (Fig. 7H-J). No
micro or macro metastasis appeared in the lung at these early time points used to detect early
dissemination (Fig. S7H). Thus, Tpl2 inhibits early dissemination of breast cancer cells in
Vivo.

Discussion

Early dissemination was reported in breast cancer, pancreatic cancer [8] and melanoma [7],
but its underlying mechanism is poor understood. A recent study reported that Her2
promotes early dissemination by suppressing p38 that inhibits disseminating
phenotypes[34]. Here, we show that Her2 suppresses p38 activity by promoting proteasomal
degradation of Tpl2, a p38 MAP3K, through an E3 ubiquitin-protein ligase Skp2 that is
induced by Akt-mediated phosphorylation upon Her2 activation (Fig. S71). We demonstrated
the role of the Her2-PI3K/Akt-Skp2-Tpl2-MKK3/6-p38 axis in migration, invasion and
EMT in vitro and in early dissemination in vivo. We observed correlations among the Her2*
status, high Skp2 levels, and low Tpl2 and p-p38 levels in early lesion tissues of human
breast cancer, suggesting that Tpl2 suppression by Her2-induced Skp2 likely contributes to
p38 inactivation and early dissemination in the human disease. These correlations were also
observed in late-stage human breast cancer tissues suggesting that this pathway is preserved
in advanced stages, although its metastasis-suppressing function may not be, as Tpl2
promoted migration in SK-BR-3 cells representing late-stage cancer. Decreased Tpl2
expression also associated with the Her2* status in breast cancer in a previous study using a
small sample size[53]. Together, these studies have identified novel mediators of the p38
pathway that limits breast cancer early dissemination, providing new mechanistic insights
into cancer metastasis and revealing potential targets for new cancer therapies that block
early-stage metastasis.

The roles of Tpl2 and p38 in cancer are highly context dependent. The migration-promoting
function of Tpl2 in SK-BR-3 cells is consistent with its reported ability to enhance cancer
progression and EMT in breast cancer cells from late-stage patients[35, 36]. Our observation
that Tpl2 reduces early dissemination and associated phenotypes in early lesions of breast
cancer mirror the reported tumor-suppressing function of Tpl2[37, 38]. Similarly. p38
promotes metastatic phenotypes in established cell lines from multiple cancers[54], but
suppresses breast cancer early dissemination in the MMTV-Her2 model and EMT, migration
and invasion in early lesion breast cancer cell[30, 34, 55]. The parallel functions of Tpl2 and
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p38 in metastasis in early and late lesions of cancer suggest that they likely act in the same
pathway to regulate cancer metastasis.

In addition to p38, Tpl2 also phosphorylates ERK, JNK and NF-xB1(p105)-Ser933[24].
However, ERK, JNK and NF-xB1(p105) phosphorylation was not altered by Tpl2
overexpression or knockdown or Tpl2 inhibitor in early lesion breast cancer cells and in
MMTV-Her2 animals. Thus, Tpl2 is likely a specific MAP3K for p38 in early lesion breast
cancer cells and tissues. Lack of changes in ERK phosphorylation upon Tpl2 manipulations
contradicted a report that p38 inhibition induced ERK1/2 phosphorylation as a negative
feedback in MCF-10A and MEF cells [30]. Possibly, manipulations of Tpl2 and MKK6/p38
may not have same effects on the p38 signaling strength or the negative feedback involving
p38 and ERK. Alternatively, the discrepancy may be caused by cell line specificity and/or
stable vs transient p38 inhibition.

Our finding that MKP1 is dispensable for Her2-mediated p38 suppression and metastasis in
early lesion cells does not rule out the involvement of other DUSP members or other
proteins that regulate p38. However, our rescue experiments clearly show that p38 inhibition
reversed the ability of Tpl2 to suppress the disseminating phenotypes, while activation of
p38 reversed the ability of Tpl2 shRNAs to induce these phenotypes, demonstrating that
Tpl2 suppresses the disseminating phenotypes at least in part via p38.

Tpl2 activation requires Ser290-phosphorylation by IkkB[17]. While reduction in Tpl2
protein levels by Her2 or Tpl2 shRNAs will certainly abrogate Tpl2 activity and its function
in suppressing early dissemination, ectopic Tpl2 expression also stimulated the p38 pathway
and suppressed disseminating phenotypes in our studies. It is thus highly likely that the
cellular machinery mediating the activating phosphorylation of Tpl2 is not rate-limiting and
is not suppressed by Her2 in mammary epithelial cells, suggesting that Her2 suppresses Tpl2
mainly by downregulating its protein expression, but not phosphorylation.

Our data indicate that Her2 reduces Tpl2 expression by inducing Skp2 through Akt-
mediated phosphorylation, to promote early dissemination. Besides other known protein
substrates[56], we have identified Tpl2 as a novel substrate of Skp2, and demonstrated that
the ability of Skp2 to promote disseminating phenotypes upon activation by Her2 relies on
suppression of Tpl2 in early lesion breast cancer cells, as silencing or overexpression of Tpl2
reversed the effect of Skp2 knockdown or overexpression, respectively, on dissemination in
rescue studies.

Her2 can activate PI3K/Akt pathway through second messenger pathways including Ras or
Grb2 or by direct binding to PI3K[51]. Activated Akt in turn phosphorylates Skp2-Ser72,
protecting Skp2 from Cdhl-mediated degradation and promotes cytoplasmic localization of
Skp2 [48]. We found that activating phosphorylation of Akt (Fig. S4E-F) and Akt-dependent
phosphorylation of Skp2 (Fig. 6A) were both induced by Her2 in early lesion breast cancer
cells. Importantly, PI3K/Akt-mediated phosphorylation of Skp2-Ser72 was essential for the
ability of Skp2 to suppress Tpl2-p38 and to promote the disseminating phenotypes (Fig. 6),
thus establishing the role of the Her2-PI3K/Akt-Skp2-Tpl2 pathway in early dissemination.
However, PI3K/Akt inhibitors abrogated Her2-induced increase in Skp2 and reduction in
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Tpl2 and p-p38, but did not alter the Her2-effect on p-Hsp27 in MCF-10A cells. It is
possible that Hsp27 phosphorylation is regulated by Her2/PI13K/Akt in a more complicated
fashion, or is affected by compensatory feedback mechanisms or by the non-specific activity
of the inhibitors. Moreover, while we cannot rule out that Akt-mediated phosphorylation
also promotes Skp2 cytoplasmic localization, PI3K and Akt were clearly required for
induction of Skp2 expression (Fig. 6B—C), which at least partly contributes to Skp2 function
in p38 suppression and early dissemination. Given the complicated nature of the PI3K-Akt
network, further analyses, including rescue studies, are needed to determine whether PI3K-
Akt is the only or major pathway mediating Her2-induced Skp2 activation, p38 suppression
and early dissemination.

Materials and Methods

Reagent

MCF-10A-LXSN and MCF-10A-Her2 cells were treated with 5 uM actinomycin D (Sigma)
[57], 10 pg/ml cycloheximide (Sigma)[48], 10 uM MG132 (Sigma)[58], 1 uM or 5 pM Tpl2
inhibitor (Calbiochem)[21], 2 uM Lapatinib (Selleckchem)[59] for mRNA stability assays,
protein stability assays, and inhibition of Tpl2 and Her2 respectively. For treatment in mice,
Tpl2 inhibitor was dissolved in 5% Cremophor/50 mM citric acid[21]. Sequences for
primers used in this study are provided in Supplementary Table S1 and S2.

Additional materials and methods are provided in Supplementary Information.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Fig. 1.

Reduced Tpl2 levels correlate with Her2* status and reduced p38 activation in cell and
mouse models of early lesion breast cancer and early-lesion human breast cancer tissues,
and with increased Skp2 expression in early-lesion human breast cancer tissues.

(A-B) Western blot analysis of MCF-10A and MCF-10A-Her2 cells (A) and mammary
epithelial cells isolated from 14-18-week-old wild type FVB mice (FVB) or MMTV-Her2
mice with breast cancer early lesions (MMTV-Her2) (B).

(C) Mammary glands from 14-18-week-old MMTV-Her2 mice with early lesion breast
cancer was co-staining for Her2 and Tpl2 by immunofluorescence. Photos of representative
ducts containing mainly Her2h9hTpl2!ow (case1) or Her2!oWTpl2Nigh (case2) cells or both
(case3) were shown (left). White arrows, Her2M9nTp|21oW cells, red arrows, Her2!oWTpl2high
cells. Percentage of Her2Mi9M cells that were Tpl2!°W or Tpl2Ni9h were quantified (mean+SD,
n=2 x 32 ducts from 2 mice, at least 5-30 Her2hi9h cells/duct counted) (right).
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(D) Representative images of 14-18-week-old MMTV-Her2 mouse mammary ducts co-
stained for Her2 and Tpl2 by immunofluorescence, showing Her2M9hTpl2!oW cells in
invading buds (white arrows) and percentage of Her2M9" cells in invading buds that are
Tpl2'°W (mean+SD, n=2 mice, 40 cells/section counted).

(E) Representative images of eDCCs in the lungs of 14-18-week-old MMTV-Her2 mice co-
stained for Her2 and Tpl2, showing Her2M9hTpl2!ow eDCCs (white arrows) and percentage
of Her2Midh eDCCs that are Tpl2'°W (mean+SD, n=2 mice, 13 cells/section counted).

(D-E) Bar graphs (right) show Pearson’s correlation coefficient (PCC) for Her2"9h and
Tpl2'ow analyzed in 20 (D) or 13 (E) Her2Mi9h cells/mouse (2 mice) using ImageJ.

(F) Representative images of 14-18-week-old MMTV-Her2 mouse mammary ducts
containing mainly Tpl2M9hE-cadidh (casel) or Tpl2!oWE-cad!oW (case2) cells or both (case3)
(left). White arrows, TpI2N9NE-cadni9h cells; red arrows, TplI2!°WE-cad!oW cells. Percentage
of E-cad!W cells that were Tpl2!°W or TpI2hidh were quantified (mean+SD, n=2 x 30 ducts
from 2 mice, at least 3-30 E-cad!W cells/duct counted) (right).

(G) Representative images of early-lesion human breast cancer tissues with Her2* or Her2~
status and low, mediate and high IP scores for Tpl2, p-p38 and Skp2 determined by IHC.
(H, J) Quantification of percentage of Her2~ and Her2* early-lesion human breast cancer
tissues with low, mediate or high IHC scores of Tpl2 (H) or Skp2 (J).

(1, K-L) Quantification of percentage of early-lesion human breast cancer tissues with low,
mediate or high IHC scores of p-p38 (1), Tpl2 (K) or p-p38 (L) in groups of samples with
low, mediate or high scores of Tpl2 (I) or Skp2 (K, L), respectively.

(C, F) ***p<0.001 vs indicated controls in one-sided Mann-Whitney (U-test.

(H-L) Numbers in bars indicate number of cases in each category. p values were from Chi-
square x? test.
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(™

SC-MKK6E _ shTpi2-BP_shTpl2-MKK6E

u
E-cadherin DAPI

Her2 mediates migration, invasion and EMT by downregulating Tpl2 expression in
mammary epithelial cells isolated from 14-18-week-old MMTV-Her2 mice with early

lesions.

(A-D) MMTV-Her2 cells were transduced with vector (MCS) or Tpl2 and analyzed for
protein expressions (A), migration (B), percentage of 8-day organoids with outward invading
cells (C), and percentage of 8-day organoids with high-intensity E-cadherin junctions (D).
(E-H) MMTV-Her2 cells were transduced with a scrambled shRNA (SC) or Tpl2 shRNAs
(Tpl2-sh1 and -sh2) and analyzed for protein expressions (E), migration (F), percentage of
8-day organoids with outward invading cells (G), and percentage of 8-day organoids with
high-intensity E-cadherin junctions by immunofluorescence staining (H).
(1-K) MCF-10A cells transduced with Her2 or vector (LXSN), Tpl2 or vector (MCS) and
MKKG6A or vector (BH) were analyzed for protein expressions (1), percentage of 8-day
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organoids with outward invading cells (J), and percentage of 8-day organoids with high-
intensity E-cadherin junctions (K).

(L-N) MCF-10A cells transduced with Her2 or vector (LXSN), Tpl2 shRNA or scrambled
SshRNA (SC) and MKKG6E or vector (BP) were analyzed for protein expressions (L),
percentage of 8-day organoids with outward invading cells (M), and percentage of 8-day
organoids with high-intensity E-cadherin junctions (N).

(B-D, F-H, J-K, M-N) Representative images (left) and indicated quantifications of results
(right) are shown. Numbers are meanSD for duplicates (D, H, K, N) or triplicates (B-C, F-
G, J, M). Fold changes (mean+SD) by Her2 (L-N), Tpl2 (I-K) or shTpl2 (L-N) were
calculated and compared between indicated groups. ns, not significant, *p<0.05, **p<0.01,
***p<0.001 vs indicated controls in one-sided unpaired #test. p values in parentheses
represent those for the fold change itself.
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Fig. 3.

ngz reduces Tpl2 protein expression through Skp2-mediated ubiquitination and
proteasomal degradation.

(A-B) Western blot analysis of mammary epithelial cells from 14-18-week-old MMTV-
Her2 mice (A) and MCF-10A or MCF-10A-Her2 cells (B) transduced with a scrambled
shRNA (SC) or Skp2 shRNA. Fold Changes (mean£SD) by Her2 in Tpl2, p-p38 and p-
Hsp27 were calculated and compared between indicated groups (B). *p<0.05, **p<0.01 vs
indicated controls in one-sided unpaired ~test.

(C) Western blot analysis of mammary epithelial cells from 14-18-week-old MMTV-Her2
mice transduced with wild type Skp2 (Skp2-WT).

(D-E) Western blot analysis of MCF-10A (D) or MCF-10A-Her2 (E) cells transduced with
vector (BP), wild type Skp2 (Skp2-WT) or catalytically inactive Skp2 mutants (Skp2-NES
and -LRR).
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(F-G) Co-immunoprecipitation analysis of Skp2-Tpl2 interaction. Skp2 (F) or Tpl2 (G) was
immunoprecipitated from MG132-treated MCF-10A-LXSN or MCF-10A-Her2 cells by
respective antibody or IgG as control. Immunoprecipitates were analyzed by Western
blotting along with inputs.

(H-I) Flag-Tpl2 was immunoprecipitated by an anti-Flag antibody after 8h of MG132
treatment from MCF-10A-LXSN or MCF-10A-Her2 cells transduced with Flag-Tpl2 and a
scrambled shRNA (SC) or Skp2 shRNA (sh1-3) (H) or from MCF-10A cells transduced
with Flag-Tpl2 and wild type (WT) or E3 ligase-dead mutants (-NES and -LRR) of Skp2 (I)
and analyzed by Western blotting to detect ubiquitylated Tpl2 using an anti-ubiquitin
antibody.

(J) Representative image of mammary glands from 14-18-week-old MMTV-Her2 mice co-
stained for Her2 and Skp2 by immunofluorescence, showing representative ducts containing
mainly Her2M9hSkp2hidh (case1) or Her2!oWSkp2!oW (case?) cells or both (case3) were
shown (left). White arrows, Her2M9hSkp2high cells, red arrows, Her2!oWSkp2!ow cells.
Percentage of Her29M cells that were Skp2!W or Skp2"i9h were quantified (mean+SD, n=2
x 34 ducts from 2 mice, at least 5-30 Her2"9" cells/duct counted) (right).

(K) Representative images of 14-18-week-old MMTV-Her2 mouse mammary ducts co-
stained for Her2 and Skp2 by immunofluorescence, showing Her2MghSkp2hiah cells in the
early lesions (white arrows) and percentage of Her2Mid" cells in invading buds that were
Skp2high (mean+SD, n=2 mice, 50 cells/section counted) (bottom).

(L) Representative images of eDCCs in the lungs of 14-18-week-old MMTV-Her2 mice co-
stained for Her2 and Skp2, showing Her2highskp2high eDCCs (white arrows) and percentage
of Her2igh eDCCs that were Skp2high,

(K-L) Bar graphs (right) show Pearson’s correlation coefficient (PCC) for Her2M9" and
Skp2high analyzed in 20 (K) or 12 (L) Her2Mi9" cells/mouse (2 mice) using ImageJ.

(M) Representative image of mammary glands from 14-18-week-old MMTV-Her2 mice co-
stained for Skp2 and Tpl2, showing 2 representative ducts containing Skp2M9hTpl2!oW (red
arrows) and Skp2!°WTpl2Nigh (white arrows) cells. Percentage of Skp2hidh cells that were
Tpl2'ow or Tpl2Nigh were quantified (mean+SD, n=2 x 20 ducts from 2 mice, at least 5-30
Skp2high cells/duct counted) (right).

(J, M) ***p<0.001 vs indicated controls in one-sided Mann-Whitney U-test.
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Fig. 4.

Skng mediates Her2-induced Tpl2 and p38 suppression and migration, invasion and EMT in
early lesion breast cancer cells.

(A-H) Mammary epithelial cells from 14-18-week-old MMTV-Her2 mice (A-D) or
MCF-10A and MCF-10A-Her?2 cells (E-H) transduced with a scrambled shRNA (SC) or
Skp2 shRNAs were analyzed for protein expressions (A, E), migration (B, F), percentage of
8-day invasive organoids (C, G), and percentage of 8-day organoids with high-intensity E-
cadherin junctions (D, H).

(1-O) MCF-10A and/or MCF-10A-Her2 cells transduced with vector (BP) or wild type
(WT) or enzyme-dead mutants (Skp2-NES and -LRR) of Skp2 were analyzed for protein
expression (1), migration (J), percentage of 8-day invasive organoids (K-L), and percentage
of 8-day (M, O) and 16-day (N) organoids with high-intensity E-cadherin junctions.
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(P—Q) Mammary epithelial cells isolated from 14-18-week-old MMTV-Her2 mice
transduced with vector (BP) or wild type Skp2 (Skp2-WT) were analyzed for protein
expression (P) and percentage of 8-day organoids with high-intensity E-cadherin junctions
Q).

(B-D, F-H, J-O, Q) Representative images (left) and indicated quantifications of results
(right) are shown. Numbers are mean+SD for duplicates (D, H, M-O, Q) or triplicates (B-C,
F-G, J-L). Fold Change (mean+SD) by Her2 was calculated and compared between
indicated groups. ns, not significant, *P<0.05, **P<0.01 and ***P<0.001 vs indicated
controls in one-sided, unpaired #test.
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Fig. 5.

Skgp2 promotes migration, invasion and EMT by suppressing Tpl2 in Her2* early lesion
breast cancer cells.

(A-F) Mammary epithelial cells isolated from 14-18-week-old MMTV-Her2 mice (A-C) or
MCF-10A-Her2 cells (D—F) were transduced with a scrambled shRNA (SC) or Skp2 shRNA
(shSkp2) (with puromycin-resistance) and a scrambled shRNA (SC) or Tpl2 shRNA
(shTpl2) (with blasticidin-resistance) and analyzed for the status of the p38 pathway and E-
cadherin (A, D), percentage of 8-day invasive organoids (B, E), and percentage of 8-day
organoids with high-intensity E-cadherin junctions (C, F).

(G-I) MCF-10A cells transduced with vector (BP) or wild type Skp2 and vector (MCS) or
Tpl2 were analyzed for the status of the p38 pathway (G), percentage of 8-day invasive
organoids (H), and percentage of 8-day organoids with high-intensity E-cadherin junctions

(0.
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(B-C, E-F, H-1) Representative images (left) and indicated quantifications of results (right)
are shown. Numbers are mean=SD for triplicates (B, E, H) or duplicates (C, F, I). Fold
Change (meanzSD) by shSkp2 (A—F) or Skp2 (G-I) were calculated and compared between
indicated groups. ns, not significant, *P<0.05, **P<0.01, ***P<0.001 vs indicated controls
in one-sided unpaired £test.

(J) Representative image of mammary glands from 14-18-week-old MMTV-Her2 mice co-
stained for Skp2 and E-cadherin by immunofluorescence, showing representative ducts
containing mainly Skp2M9hE-cad!oW (casel) or Skp2!®WE-cadidh (case?) cells or both
(case3). White arrows, Skp2M9hE-cad!oW cells, red arrows, Skp2!oWE-cadidh cells.
Percentage of E-cadherin!oW cells that were Skp2Mi9h or Skp2!°W were quantified (mean+SD,
n=2 x 20 ducts from 2 mice, at least 3-30 E-cad!®" cells/duct counted) (right). *** P<0.001
vs indicated controls in one-sided Mann-Whitney U-test.
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Fig. 6.

H3r2 induces Skp2 expression and function through Akt-mediated phosphorylation.

(A) Her2-induced serine-phosphorylation of Skp2 requires Akt. Western blot analysis of
Skp2 immunoprecipitated from MG132-treated MCF-10A or MCF-10A-Her2 cells treated
with an Akt inhibitor MK2206.

(B-D) Western blot analysis of MCF-10A or MCF-10A-Her2 cells treated with a PI13K
inhibitor GDC0941 (1 uM) or Akt inhibitor MK2206 (5 uM) for 24 hours (B), MCF-10A or
MCF-10A-Her2 cells transduced with vector (BP) or myristoylated constitutively active Akt
(Akt-myr) (C), or MCF-10A-Her2 cells transduced with wild type (Skp2-WT) or
nonphosphorylatable (Skp2-S72A) or phosphomimetic (Skp2-S72D) mutant of Skp2 (D),
detecting the level of Skp2 and status of the p38 pathway. Fold Change (mean+SD) by Her2
was calculated and compared between indicated groups (B). ns, not significant, *p<0.05 vs
indicated controls in one-sided unpaired #test.
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(E-1) MCF-10A-Her2 cells transduced with wild type Skp2 (Skp2-WT) or the S72A or
S72D mutant of Skp2 were analyzed for migration (E), percentage of 8-day invasive
organoids (F), and E-cadherin junctions in 8-day organoids (G) and 2D cultures (H) and
active p-catenin levels (1) by immunofluorescence staining.

(E-G, 1) Representative images (left) and indicated quantifications of results (right) are
shown. Numbers are mean+SD for triplicates (E-F) or duplicates (G, I).

(H) Representative images (top) and quantifications of results (bottom) are shown. Values
are mean£SD of E-cadherin fluorescence intensity from 6 random fields from each of the
triplicates after normalization to that of MCF-10A-Her2-BP.

(E-1) *P<0.05, **P<0.01, ***P<0.001 vs indicated controls in one-sided unpaired £test.
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Fig. 7.

Pharmacological inhibition of Tpl2 suppresses the p38 pathway and promotes the
disseminating phenotypes in Her2* early lesion breast cancer cells and enhances early

dissemination in vivo in the MMTV-Her2 mouse model.

(A) Mammospheres isolated from 14-18-week-old MMTV-Her2 mice with early lesions
were treated with the Tpl2 inhibitor (1 uM) for 24 h and analyzed by Western blotting.
(B-D) Mammospheres isolated from 14-18-week-old MMTV-Her2 mice were seeded in 3D
Matrigel, treated with the Tpl2 inhibitor (1 pM) 6 days after seeding for 6 days with medium
replenishment every day, and analyzed for percentage of invasive organoids (B), E-cadherin
junctions (C) and active p-catenin levels (D). Representative images (left) and indicated
quantifications of results (right) are shown. Numbers are meanzSD for triplicates (B) or

duplicates (C, D).

Oncogene. Author manuscript; available in PMC 2021 March 28.



1duosnuen Joyiny 1duosnuey Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Wang et al.

Page 28

(E) Western blot analysis of mammospheres isolated from MMTV-Her2 mice treated with
vehicle or the Tpl2 inhibitor (Tpl2in) for two weeks starting from 14-18 weeks of age.
(F-G) Sections of mammary glands from MMTV-Her2 mice treated with vehicle or the
Tpl2 inhibitor (Tpl2in) for two weeks starting from 14-18 weeks of age were stained for E-
cadherin (F) or total p-catenin (G) by IF and IHC, respectively. Images of representative
ducts and magnified areas are shown on the left. Percentage of E-cad"i9 ducts (mean+SD,
n=90 ducts from 4 mice/group) (F) and percentage of nuclear B-cat"3" cells/duct (mean+SD,
n=40 ducts from 3 mice/group, 20-100 cells per duct were counted) (G) were quantified
(right).

(H-1) Early disseminating cancer cells (eDCCs) purified from blood (H) and bone marrow
() of 14-18-week-old MMTV-Her2 mice treated with vehicle or the Tpl2 inhibitor (Tpl2in)
for two weeks were stained for Her2 by immunofluorescence in cytospin preparations.
Representative images are shown with arrows indicating Her2* eDCCs (left). Number of
Her2* eDCCs per ml of blood (H) or per bone marrow (1) were quantified (right). Lines are
mean+SD, n=4 mice (H) or 5 mice (I).

(J) Lung sections from 14-18-week-old MMTV-Her2 mice treated with vehicle or the Tpl2
inhibitor (Tpl2in) for two weeks were stained for Her2 by IHC. Representative images and
magnified areas are shown with arrows indicating Her2* eDCCs (left). Number of Her2*
eDCCs/field were quantified (right). Lines are mean+SD, n=40 fields from 4 mice/group.
*P<0.05, **P<0.01, ***P<0.001 vs indicated controls in one sided unpaired #test (B-D) or
one-sided Mann-Whitney U-test (F-J).
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