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Lung cancers express non-neuronal, cholinergic autoparacrine loop, which facilitates tumor growth. Interruption of
M3 muscarinic cholinergic signaling has been reported to inhibit small cell lung cancer (SCLC) growth. The purpose of
this study is to investigate if blocking autoparacrine muscarinic cholinergic signaling could inhibit non-small cell lung
cancer (NSCLC) growth and possible underlying mechanisms. Our results showed that PC9 and A549 cells expressed all
5 subtypes of muscarinic receptor (mAChR) and blocking M2 mAChR (M2R) signaling using selective antagonist
methoctramine or short hairpin RNA (shRNA) inhibited tumor cell proliferation in vitro and in vivo. Consistent with AChR
agonists stimulating p44/42 MAPK (Erk1/2) and Akt phosphorylation, blocking M2R signaling decreased MAPK and Akt
phosphorylation, indicating that non-neuronal ACh functions as an autoparacrine growth factor signaling in part
through activation of M2R and downstream MAPK and Akt pathways. Importantly, further studies revealed that
blocking M2R signaling also reversed epithelial-mesenchymal transition (EMT) in vitro and in vivo, indicating that non-
neuronal ACh promotes EMT partially through activation of M2R. These findings demonstrate that M2R plays a role in
the growth and progression of NSCLC and suggest M2R antagonists may be an efficacious adjuvant therapy for NSCLC.

Introduction

Lung cancer is the world leading cause of cancer-related mor-
tality and the number of cases and deaths related to lung cancer
is rising worldwide. Lung cancer is classified into small cell lung
cancer (SCLC) which accounts for approximately 15-20 percent
of cases and non-small cell lung cancer (NSCLC) which accounts
for the remaining cases."> A significant proportion of NSCLC
cases are detected only in the advanced stage after the onset of
metastasis, leading to a remarkably low 5-year survival rate in
patients. Therefore, further understandings of the biology of
lung cancer and novel therapeutic approaches are urgenty
needed. The recent discovery that lung cancers synthesize and
secrete acetylcholine (ACh) that acts as an autoparacrine growth
factor provides potential new targets to inhibit lung cancer
growth.>*

It is well established that ACh is an important neurotransmit-
ter in the central and peripheral nervous systems and acts via acti-
vation of ACh receptors (AChRs).Recently, it has been found
that ACh is also widely synthesized by a variety of non-neuronal
cell types including airway epithelial cells,”® keratinocytes,” small
and large intestine, gall bladder,® glial,” vascular endothelial,'
immune cells and most common cancer cells such as NSCLC,
SCLC, colon, glial and ovarian carcinomas.'"1® Although the
primary function has not yet been completely elucidated, the
expression of ACh in many different cell types suggests that its
roles will be fundamental and will present novel therapeutic
targets.

The non-neuronal ACh acts as a local autoparacrine hormone
and stimulates cell growth through either nicotinic cholinergic or
muscarinic cholinergic pathway. Multiple studies have shown
that activation of nAChRs by nicotine, which is an exogenous
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ligand for nAChRs, stimulates tumor cells growth in breast,'”
lung,18 colon," bladder ?° and cervical cancer.?! The muscarinic
receptors (mAChRs) are G-protein-coupled receptors, and 5 sub-
types of mAChRs (M1-M5) have been identified.”* Muscarinic
stimulation of cancer growth has been reported for lung,'®*®
colon,?® breast?® and prostate cancers.”® In SCLC, tumor growth
has been associated with stimulation of M3 mAChR through
mitogen-activated protein kinase (MAPK)-dependent mecha-
nisms.”’M3 mAChR antagonists can inhibit SCLC growth in
vitro and in vivo. In NSCLC, very little is known about which
subtypes mediate the proliferative effects of muscarinic activa-
tion. Hua and co-workers®® have shown that, R2HBJJ, as a novel
mAChR antagonist, can block the local cholinergic loop and
inhibit tumor cell growth by antagonizing predominanty M3
and M1 muscarinic receptors in some NSCLC cell lines but not
others.

In this study, we first show that all 5 subtypes of mAChR are
expressed in NSCLC cell lines A549 and PC9 and muscarinic
activation leads to tumor cell growth by increasing p44/42
MAPK and Akt phosphorylation. Antagonizing M1 or M3
mAChR does not have inhibitory effects on tumor growth, while
blocking M2 mAChR (M2R) signaling using M2R selective
antagonist methoctramine or specific ShRNA can inhibit tumor
growth and also decrease MAPK and Akt phosphorylation 77
vitro and in vivo. Moreover, we demonstrate that blocking M2R
signaling reverses epithelial-mesenchymal transition (EMT) in
vitro and in vivo. To the best of our knowledge, this is the first
study to investigate the roles of M2R signaling in the growth and
progression of NSCLC.

Results

NSCLC cell lines expressed functional muscarinic receptors

If a cholinergic autoparacrine loop is functional in NSCLC,
then cells must express choline acetyltransferase (ChAT), the
enzyme that synthesizes ACh, and AChRs for ACh to provide
autoparacrine cholinergic stimulation to NSCLC cell growth.
The expression of 5 subtypes of mAChRs (M1-M5) and ChAT
were examined by RT-PCR in human NSCLC cell lines A549
and PC9. As shown in Figure 1A, mRNAs of M1-M5 and
ChAT were detected in both cell lines.

To further demonstrate NSCLC cells express a functional
cholinergic system which stimulates tumor cell growth, we exam-
ined the effect of muscarinic receptor agonist pilocarpine on
NSCLC cell proliferation. As shown in Figure 1B, pilocarpine
stimulated the growth of both cell lines. In addition, the potential
role of p44/42 MAPK and Akt in mediating effects of cholinergic
stimulation on the growth of NSCLC cells was evaluated by mea-
suring pilocarpine-induced phosphorylation of MAPK and Akt.
As shown in Figure 1C and D, phosphorylation of p44/42
MAPK and Akt was induced by pilocarpine in both cell lines.
These results imply that both cell lines have functional musca-
rinic receptors, which can be activated to stimulate cell growth
through MAPK and Akt pathways.
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Selective M2R antagonist methoctramine inhibited cell
proliferation and phosphorylation of MAPK and Akt in
NSCLC cell lines

Next, the ability of subtype-selective muscarinic receptor
antagonists to inhibit the growth of NSCLC cell lines iz vitro
was determined. As shown in Figure 2A and B, selective
M2R antagonist methoctramine inhibited A549 and PC9 cell
proliferation in a dose-dependent manner, whereas M1 antag-
onist pirenzepine and M3 antagonist 4-DAMP or darifenacin
had no effects on cell proliferation (Fig. S1). The only source
of ligand for M2R in these studies was endogenous ACh
released by tumor cells, suggesting that non-neuronal ACh
functions as an autoparacrine growth factor signaling in part
through activation of M2R in NSCLC cell lines.

Next, we examined whether basal phosphorylation of
MAPK and Akt stimulated by cholinergic autoparacrine loop
was partially through activation of M2R. If so, then addition
of M2R antagonist alone should decrease MAPK and Akt
phosphorylation. As shown in Figure 2C-F, addition of
to A549 and PC9 cells inhibited
MAPK and Akt phosphorylation in a dose-dependent man-
ner, suggesting autoparacrine ACh stimulates cell growth by
activating M2R and downstream MAPK and Akt pathways.
As expected, methoctramine also inhibited AChR agonist car-
bachol and mAChR agonist pilocarpine-induced phosphoryla-
tion of MAPK and Akt in NSCLC cells in a dose-dependent
manner (Fig. S2 and S3).

methoctramine alone

Methoctramine reversed epithelial-mesenchymal transition
(EMT) in NSCLC cells

Epithelial-mesenchymal transition (EMT) is known to be
one of the vital steps for the acquisition of malignant pheno-
type. This transition allows cell to acquire migratory proper-
ties and metastasize to a new location. EMT involves the
repression of epithelial-specific adhesion molecules like E-
cadherin and B-catenin with a concomitant expression of
mesenchymal proteins like vimentin and fibronectin. It is
well-known that growth factors such as TGF-B and EGF can
induce EMT. Since endogenous, non-neuronal ACh func-
tions as an autoparacrine growth factor, we wanted to exam-
ine if it could induce EMT in NSCLC cells. First, mAChR
activation by pilocarpine caused an increase in the levels of
vimentin with a concomitant decrease of epithelial markers
E-cadherin and B-catenin, and blocking M2R with methoctr-
amine reversed those changes in a dose-dependent manner in
A549 cells (Fig. 3A and S4). Similar results were also seen in
PCY cells (Fig. 3C and S4), except that vimentin cannot be
detected in PCY cells due to their epithelial phenotype. Thus,
EMT was induced by exogenous activation of mAChR par-
tially through M2R in NSCLC cells. These results were fur-
ther confirmed by immunofluorescence experiments in A549
cells (Fig. 3E). As shown in Figure 3E, E-cadherin was
located on the surface of cells while vimentin was located in
the cytoplasm of cells. Pilocarpine treatment induced EMT
by repressing the expression of E-cadherin and simultaneously
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Figure 1. Expression of functional muscarinic receptors in NSCLC cell lines. (A) mRNA expression of mAChRs and choline acetyltransferase (ChAT) in PC9
and A549 cells. RT-PCR was performed on total RNA prepared from the indicated cell lines. GAPDH was used as loading control. (B) Pilocarpine stimulated
cell proliferation in PC9 and A549 cells. Cells were treated with 50 .M pilocarpine for 72 h. Cell proliferation was determined by CCK8 assay. Cells treated
with solvent (DMSO) were used as a control. (C) Western blot showed that pilocarpine increased MAPK and Akt phosphorylation in PC9 and A549 cells.
Cells were treated with 50 wM pilocarpine for 72 h. B-actin was used as loading control for Western blot. (D) Quantification of Western blots shown in C.
Data were shown as mean +s.e.m.**, P < 0.01, ***, P < 0.001, compared with control.

inducing the expression of vimentin while methoctramine
treatment reversed pilocarpine-induced EMT by increasing E-
cadherin and decreasing vimentin. Next, whether endogenous
ACh could promote EMT through M2R was examined.
Addition of methoctramine alone reversed EMT in a dose-
dependent manner in A549 (Fig. 3B and S4) and PC9 cells
(Fig. 3D and S4), which suggested that autoparacrine ACh
promotes EMT partially through M2R in NSCLC cells.

M2R-specific shRNA decreased cell proliferation
and reversed EMT in NSCLC cells

To further demonstrate that non-neuronal ACh and M2R
were involved in cell proliferation and EMT in NSCLC, A549
cells were transduced with M2R-specific shRNA lentiviral
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particles and stable M2R-knockdown cells were selected. Firstly,
RT-PCR and Western blot analysis were used to examine the lev-
els of M2R expression. As shown in Fig. 4A, mRNA and protein
levels of M2R were significantly decreased in M2R-knockdown
cells. Secondly, cell proliferation and phosphorylation of MAPK
and Akt were examined. Specific knock-down of M2R led to a
slower proliferation of A549 cells (Fig. 4B and C) and decreased
phosphorylation of MAPK and Akt (Fig. 4D and F), thus con-
firming that non-neuronal ACh functions as an autoparacrine
growth factor and stimulates phosphorylation of MAPK and Akt
in part through activation of M2R. Thirdly, knockdown of M2R
with shRNA increased the levels of E-cadherin and -catenin
and decreased the level of vimentin (Fig. 4E and F ), which con-
firmed the role of M2R in EMT in NSCLC cells.
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Figure 2. Effects of M2R antagonist methoctramine on cell proliferation. Cells were treated with the indicated concentrations of methoctramine for 72 h.
(A and B) Methoctramine inhibited A549 (A) and PC9 (B) cell proliferation in a concentration-dependent manner. Cell proliferation was determined by
CCK8 assay. Cells treated with solvent (DMSO) were used as a control. (C and D) Western blot showed that methoctramine decreased MAPK and Akt
phosphorylation in A549 (C) and PC9 (D) cells. 3-actin was used as loading control for Western blot. (E and F) Quantification of Western blots shown in C
and D, respectively. Data were shown as mean £s.e.m. *, P < 0.05; **, P < 0.01; ***, P < 0.001, compared with control.

Blocking M2R signaling inhibited A549 xenograft growth
and reversed EMT in vivo

To further investigate the roles of autoparacrine ACh and
M2R in NSCLC, the effects of M2R antagonist methoctramine
or M2R-knockdown on NSCLC tumor growth were examined
in nude mice xenografts. As shown in Figure 5A-C, consistent
with the 7z vitro effects, methoctramine significantly inhibited
A549 tumor growth in a dose-dependent manner. High dose
methoctramine treatment (5mg/kg/day) significantly inhibited
A549 tmor growth. In the tumors removed from 3-week
methoctramine-treated mice, MAPK and Akt phosphorylation
was decreased in a dose-dependent manner as shown in
Figure 5E and F. Moreover, 3-week methoctramine treatment
also led to EMT reversal in a dose-dependent manner (Fig. 5D
and F). Those results are consistent with the iz vitro effects of
methoctramine. No significant effects of methoctramine treat-
ment on overall animal weight were observed. Moreover, M2R-
knockdown A549 cells also showed a lower growth rate than con-
trol A549 cells iz vivo, as shown in Figure 5G and H. Those
results indicated that blocking M2R signaling could be an effica-
cious adjuvant therapy for NSCLC.
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Discussion

Many studies have demonstrated that ACh and other compo-
nents of cholinergic signaling, including ChAT, cholinesterase
and cholinergic receptors, are present in a variety of non-neuro-
nal tissues. Compared to normal lung, cholinergic signaling is
markedly upregulated in lung tumor. In NSCLC, studies have
shown that ChAT is upregulated while cholinesterases are down-
regulated which leads to an increased ACh content in tumor tis-
sue.'***3% In the local environment of tumors, concentrations of
ACh at surface receptors may be even higher due to high cell den-
sities in solid masses and proximity of secretion events to receptor
location. Therefore, upregulated autoparacrine cholinergic path-
way presents potential new targets to block tumor growth.

A particularly attractive target in the cholinergic pathway is
muscarinic receptor, because muscarinic receptor antagonists are
in wide clinical use and generally well tolerated while nicotinic
receptor antagonists can have significant effects on blood pres-
sure. In SCLC, M3 mAChR appears to be mainly involved in
tumor progression. Studies have shown that M3 mAChR antago-
nists inhibit SCLC cell proliferation by decreasing MAPK
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Figure 3. Effects of M2R antagonist methoctramine on EMT. Cells were treated with 50 wM pilocarpine and/or methoctramine of indicated concentra-
tions for 72 h. (A and C), Western blot showed that pilocarpine induced EMT, while methoctramine reversed pilocarpine-induced EMT in a concentra-
tion-dependent manner in A549 (A) and PC9 (C) cells. (B and D) Western blot showed that methoctramine alone reversed EMT in a concentration-
dependent manner in A549 (B) and PC9 (D) cells. Cells treated with solvent (DMSO) were used as a control. B-actin was used as loading control for West-
ern blot. (E) Confocal microscopy images showed membrane expression of E-cadherin (yellow, upper lane) and cytoplasm expression of vimentin (yel-
low, lower lane). Nuclei were stained with Hoest 33342 (blue). Pilocarpine (10 M) induced EMT (middle lane), while methoctramine (1 wM) reversed

pilocarpine-induced EMT (right lane) in A549 cells.

phosphorylation 7 vitro and in vivo,””®! whereas M1 and M2/
M4 antagonists showed no such effects on SCLC cells. In
NSCLC, which mAChR subtypes mainly mediate tumor growth
responses to endogenous ACh secretion and underlying mecha-
nisms have yet to be elucidated. Hua et al has reported that
R2HBJ]J, which is a novel mAChR antagonist and has higher
affinity to M3 and M1 mAChRs than M2 mAChR, has an inhib-
itory growth effect on H1299, H460, H157 and H520 cells, but
not on A549 or BEP2D cells.?® In this study, we showed that in
NSCLC A549 and PC9 cell lines all 5 muscarinic receptor sub-
types and ChAT are present (Fig. 1A). Exogenous muscarinic
agonist pilocarpine stimulated cell growth by increasing MAPK
and Akt phosphorylation (Fig. 1B-1D), which demonstrated
that muscarinic receptor signaling pathways in both cell lines are
functional. Next, we determined which mAChR subtypes mainly
mediate tumor growth responses to endogenous ACh secretion.
Since the only source of ligand for M2R was endogenous ACh
released by tumor cells, we examined the inhibitory effects of
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muscarinic subtype-selective antagonists on cell proliferation by
adding them alone to tumor cells. M2R antagonist methoctr-
amine had a significant inhibitory effect on tumor cell growth
(Fig. 2A and B). M2R knockdown using specific shRNA also
inhibited cell growth (Fig. 4B and C). However, neither M1
antagonist pirenzepine nor M3 antagonists (4-DAMP or darife-
nacin) had such effects on cell proliferation (Fig. S1). The results
from this study and previous work by Hua *® suggested that non-
neuronal ACh may act as autoparacrine growth factor through
different muscarinic receptors in different lung cancer cell types.
The M2 muscarinic receptors are coupled to Gi and upon
activation lead to decreased adenylate cyclase activity and
decreased cAMP. Cyclic AMP can stimulate cell growth in many
cell types while inhibiting cell growth in others.”* MAPK and
Akt are 2 targets of cAMP that are associated with cell prolifera-
tion. MAPK and Akt can be activated or inhibited by cAMP, in a
cell specific manner, to dictate the growth effects of cAMP. It has
been reported that cholinergic stimulation leads to cell

Volume 16 Issue 4
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Figure 4. Effects of M2R knockdown by shRNA on cell proliferation and EMT in A549 cells. A549 cells were transduced with human M2R shRNA lentiviral
particles (M2 shRNA) or control shRNA lentiviral particles (control shRNA) and stable cells were selected with puromycin. (A) RT-PCR (upper lane) and
Western blot (lower lane) showed that the expression of M2R was downregulated by shRNA lentiviral particles transduction. (B and C) A549 M2 shRNA
cells had a slower proliferation rate than A549 control shRNA cells. Cell proliferation was determined by CCK8 assay (B) and RTCA (C). For CCK8 assay,
cells were cultured in DMEM supplemented with 1% FBS for 7 d For RTCA, 1000 or 2000 cells were plated in each well in 16-well plates in 100 pL volume.
(D) Western blot showed that MAPK and Akt phosphorylation was decreased in A549 M2 shRNA cells compared to A549 control shRNA cells. (E) Western
blot showed that EMT was reversed in A549 M2 shRNA cells compared to A549 control shRNA cells. 3-actin was used as loading control for Western blot.
(F) Quantification of Western blots shown in D and E. Data were shown as mean £s.e.m. **, P < 0.01, ***, P < 0.001, compared with control.

proliferation through MAPK and Akt patthways.27’33 In this
study, in parallel with stimulation of A549 and PC9 cell prolifer-
ation by either carbachol or pilocarpine, phosphorylation of
MAPK and Akt was increased (Fig. S2 and S3). Methoctramine
can inhibit MAPK and Akt phosphorylation induced by carba-
chol or pilocarpine in a dose-dependent manner (Fig. S2 and
S3). More importantly, methoctramine also decreased basal
phosphorylation of MAPK and Akt in a dose-dependent manner
as shown in Figure 2C-F, suggesting that non-neuronal ACh
plays a role in maintaining basal phosphorylation of MAPK and
Akt in NSCLC. Knockdown of M2R with shRNA confirmed
this, causing a similar decrease in basal phosphorylation of
MAPK and Akt (Fig. 4D and 4F) as did methoctramine. Of
note, studies have shown that interaction of nicotine with nico-
tinic receptors also leads to increased Akt and MAPK phosphory-
lation *?; thus, ACh secreted by lung tumors may also stimulate
Akt and MAPK phosphorylation through interaction with
nAChR. Therefore, in smokers with lung cancer, cholinergic-
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mediated proliferative pathways will be stimulated by exogenous
nicotine and endogenous ACh.

Lung cancer is usually diagnosed until advanced stage, and
metastasis is the main reason of treatment failure. Epithelial-mes-
enchymal transition (EMT) is a critical phenotypic alteration of
cancer cells that triggers invasion and metastasis. In this study,
our data indicated that non-neuronal ACh secreted by NSCLC is
involved in EMT in A549 and PC9 cells. As shown in
Figure 3A, C and E, activation of muscarinic receptors using
pilocarpine induced EMT. Blocking M2R with methoctramine
reversed  pilocarpine-induced EMT. More importantly,
methoctramine alone reversed EMT under basal conditions
(Fig. 3B and D), that is, the only source of M2R ligand is ACh
secreted by tumor cells. These data suggested that non-neuronal
ACh promotes EMT in part through activation of M2R. Knock-
down of M2R with specific ShRNA confirmed this (Fig. 4D and
F). Multiple lines of evidence indicate that nicotine can also

induce EMT in lung cancer cells 34’36; thus non-neuronal ACh
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Figure 5. Effects of blocking M2R signaling on the growth of A549 tumor xenografts in nude mice. (A-C), Methoctramine treatment inhibited tumor
growth in a dose-dependent manner. A549 cells were injected s.c. into the left flank of each nude mouse. Methoctramine treatment with indicated dos-
age started one week after injection. Control group was given the same amount of saline daily. (A) Tumor volume growth curve. Tumor volumes and
mice body weight were measured 3 times a week. (B) Tumor weight. Tumors were removed from mice after 3-week treatment and weighed. (C) Photo-
graphs of tumors removed from mice after 3-week treatment. (D and E) Western blot showed that 3-week methoctramine treatment decreased MAPK
and Akt phosphorylation (D) and reversed EMT (E) in tumor xenografts in a dose-dependent manner. (F) Quantification of Western blots shown in D and
E. (G and H) A549 M2 shRNA cells showed a slower growth rate than A549 control shRNA cells in nude mice. Same amount of A549 M2 shRNA cells or
A549 control shRNA cells were injected s.c. into the left flank of each nude mice. (G) Tumor volume growth curve. Tumor volumes and mice body weight
were measured twice a week. (H) Photographs of tumors removed from mice after 4 weeks. For animal experiment, each group had 4-5 mice and each
experiment was repeated twice. Data were shown as mean £s.e.m.*, P < 0.05;**, P < 0.01; ***, P < 0.001, compared with control.

secreted by lung tumor may also induce EMT through activation
of nAChR.

An important finding of this study is that blocking M2R sig-
naling inhibits the growth of NSCLC xenograft tumors in vivo.
As shown in Figure 5A-C, the growth of A549 xenograft tumors
was inhibited by methoctramine in a dose-dependent manner. In
addition, M2R-knockdown A549 cells had a slower growth rate
than control A549 cells in vivo (Figure 5G and H). These data
demonstrate that ACh secreted by NSCLC stimulates tumor
growth in vivo partially through activation of M2R, suggesting
M2R antagonist methoctramine may be an efficacious adjuvant
therapy for NSCLC. However, methoctramine can block M2R
in heart,”” limiting its clinical use. Inhibition of tumor growth
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by methoctramine in vivo was also associated with decrease of
MAPK and Akt phosphorylation in xenografts (Figure 5E and
F), suggesting combinational inhibition of MAPK and Akt may
also be a potential chemotherapeutic regimen for NSCLC. More-
over, methoctramine reversed EMT in A549 xenograft tumors
(Figure 5D and F), which is consistent with its iz vitro effect and
indicates it might also be useful to slow tumor progression and
metastasis.

In conclusion, the current study reveals that NSCLC A549
and PC9 cells express an autoparacrine cholinergic system which
stimulates the growth of tumor cells. Antagonizing the local cho-
linergic loop by blocking M2R signaling inhibits tumor cell
growth by decreasing MAPK and Akt phosphorylation and
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reverses EMT 7n vitro and in vive. This suggests that selective
M2R antagonists may have clinical utility to slow the growth and
progression of NSCLC.

Materials and Methods

Reagents

Pilocarpine, carbachol, 4-diphenyl-acetoxy-N-methyl-piperi-
dine (4-DAMP), pirenzepine, methoctramine, and darifenacin
were purchased from Sigma-Aldrich (St. Louis, MO, USA).
Antibodies used for Western blotting were purchased from Cell
Signaling Technology (Danvers, MA, USA) for p44/42 MAPK
(extracellular signal-regulated kinase 1/2), phosphor-p44/42
MAPK (Thr202/ Tyr204), Akt, phosphor-Akt (Ser473), E-cad-
herin, B-catenin, vimentin and P-actin. M2R antibody was
obtained from Santa Cruz Biotechnology (Santa Cruz, CA,
USA).

NSCLC cell culture

Human NSCLC A549 cells were purchased from the Cell
Bank of Type Culture Collection of the Chinese Academy of Sci-
ences (Shanghai, China) and PC9 cells were gifts from Dr.
Qianggang Dong in Shanghai Cancer Institute, Shanghai Jiao
Tong University School of Medicine. Both cell lines were rou-
tinely cultured in DMEM (Invitrogen, Carlsbad, CA, USA) sup-
plemented with 10% fetal bovine serum (Invitrogen), 100 g/
ml penicillin and 100 U/ml streptomycin sulfate in a humidified
incubator at 37°C with 5% CO,.

Cell proliferation assay

The proliferative capacity of cells was assessed using the cell
counting kit-8 (CCK8) (Dojindo, Shanghai, China) and Real
Time Cellular Analysis (RTCA) using the xCELLigence system
(Roche, Indianapolis, IN, USA) according to the manufacturer’s
instructions. For CCKS assay, cells were seeded at a density of
3000 cells/well in 96-well plates. After incubated with serum-free
DMEM for 24 h, the cells were treated with agonist carbachol
(50 uM) or pilocarpine (50 wM) or antagonists (1078-107°M)
in DMEM containing 1% FBS for 72 h. For the combination
administration, the agonist was added 1 h before antagonist.
Each experiment was performed in 4 or 5 replicates and repeated
for 3 times. Cells treated with solvent (DMSO) were used as a
control, with viability set at 100%.

For RTCA, following background reading, 1000 or 2000 cells
were plated in each well in 16-well plates in 100 wL volume.
Continuous impedance measurements were taken every 15 to 30
minutes for more than 60 hours. Each assay was done in tripli-
cate or quadruplicate and repeated twice.

RT-PCR

Total RNA was extracted from cells using TRIzol reagent
(Invitrogen). RNA was reverse transcribed to synthesize cDNA
by using SuperScript I Reverse transcriptase (Invitrogen) accord-

ing to the manufacturer’s instructions. The primers used for
PCR were listed in Table 1. GAPDH was used as the loading
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Table 1. Primer list for PCR

Gene Primers (5' to 3') Length (bp)

M1 mAChR F: TGGCTGCCTTCTACCTCC 429
R: CTCGATCACGCCCTTTCT

M2 mAChR F: ACCATTATCGGGAACATC 321
R: CATCATACCTGCCATTTT

M3 mAChR F: ACCGTCACTCATTTCG 449
R: GTTGTTCGTTTGGCTC

M4 mAChR F: TATGAGACGGTGGAAATGGT 321
R: GCAGAAGTAGCGGTCAAAGC

M5 mAChR F: ATCATGCCCTGCCCCTTCC 391
R: GTAGCTTGCTGTTCCCCTGCC

CHAT F: GGAGATGTTCTGCTGCTATG 280
R: GGAGGTGAAACCTAGTGGCA

GAPDH F: AGGTCGGAGTCAACGGATTTG 532

R: GTGATGGCATGGACTGTGGT

F, forward primer; R, Reverse primer.

control. The PCR products were resolved on a 1.5% agarose gel
stained with ethidium bromide.

Western blot

Cancer cells were lysed in RIPA buffer supplemented with
protease inhibitor cockrail (Sigma-Aldrich). Equal amounts of
lysates were separated on 10% SDS-PAGE and then transferred
to PVDF membranes (Millipore, Billerica, MA, USA). Mem-
branes were blocked with PBS buffer containing 5% non-fat
milk and 0.1% Tween 20 (PBST) and then incubated with pri-
mary antibodies (1:500-1:1000) overnight at 4°C. After being
washed 3 times with PBST, membranes were incubated with per-
oxidase-conjugated secondary antibodies (1:3000) for 1 h and
then washed with PBST again and developed with ECL (Pierce,
Rockford, IL, USA). B-actin was used as an internal control for
loading control. Relative quantities of proteins in Western blot-
ting were analyzed using Image J Software (US National Insti-
tutes of Health).

Short hairpin RNA (shRNA) lentiviral particles transduction

Human M2R shRNA lentiviral particles were purchase from
Santa Cruz Biotechnology. Lentiviral particles transduction was
performed according to manufacturer’s instructions. Briefly, len-
tiviral particles were added to the cells (a 1:40 dilution of lentivi-
rus stock in DMEM) and after overnight the viral particle-
containing medium was replaced with fresh complete DMEM
medium. After 24 hours the medium was changed again and cells
were incubated in complete DMEM medium containing puro-
mycin (5 pwg/ml) in order to select transduced cells. In the con-
trol group, the cells were transduced with control shRNA
lentiviral particles (Santa Cruz Biotechnology) exactly the same
way.

Immunofluorescence and confocal microscopy

Cells were fixed in 4% paraformaldehyde, permeabilized in
0.2% Triton X-100, blocked in 1% BSA, and then stained with
antibody (1:100) at 4°C overnight. After being washed 3 times
with PBS, cells were incubated with FITC-conjugated secondary
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antibodies (1:100) for 1 h, and then washed with PBS again and
incubated with Hoest 33342 for nuclear counterstaining. Cells
were visualized with a Zeiss LSM710 (Zeiss, Thornwood, NY,
USA) confocal microscope.

Nude mice studies

Mice (nu/nu, 20 £ 2g) were purchased from the Shanghai
Laboratory Animal Center (Chinese Academy of Sciences,
Shanghai, China) and housed in environmentally controlled, spe-
cific pathogen-free conditions for 1 week before the study. All
experimental procedures were reviewed and approved in accor-
dance with the guidelines for the care and use of laboratory ani-
mals at Shanghai Jiao Tong University. Cells (A549, A549
control shRNA and A549 M2R shRNA) were grown as described
above and resuspended in DMEM at a concentration of 2.5 x
107/ml. A 200 pl aliquot of this cell suspension was injected s.c.
into the left flank of each mouse. For methoctramine treatment
experiment, tumors were then allowed to grow for 1 week, and
then drug administration was initiated and continued for the
next 3 weeks. Methoctramine was dissolved in saline and admin-
istered by i.p. at doses of 2 and 5 mg/kg/day. Control animals
received the same volume of saline daily. The tumor volume and
mice body weight were monitored 3 times a week. Tumor vol-
umes (mm?) were calculated as length xwidth?/2. At the end of
the study, the mice were sacrificed and the tumors were removed

Statistical analysis

All data are presented as the mean+SEM. Statistical analysis
was conducted using GraphPad Prism 5.0 software (La Jolla,
CA, USA). Differences between groups were examined using
Student’s t-test. Differences were considered significant if P value
was less than 0.05.
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