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Abstract

Background Cholangiocarcinoma (CCA), the adenocarcinoma of the ,is commonly reported in Asia,
with the highest incidence in northeastern Thailand. Chemotherapy of GCA has been limited by the lack of effective
immpstudies pport further research and development
of Atractylodes lancea (Thunb.) DC. (AL) as a potential cang reating CCA as a crude ethanolic extract. In the
present study, we evaluated the toxicity and anti-CCA Acti CMC (Chemistry, Manufacturing, and Control)
capsule formulation of the ethanolic rhizome extra L) in animals.

Methods Major steps included acute, subchro toxicity testing in Wistar rats and anti-CCA activity

in a CCA-xenografted nude mouse model. T C-AL was determined based on the maximum tolerated
dose (MTD) and no-observed-adverse-e OAEL) according to the OECD guideline. The anti-CCA activity
of CMC-AL in nude mice was evaluate ntation of CL-6 cells to evaluate inhibitory effects on tumor size
progression and metastasis and surviyal time grolongation. Safety assessments included hematology, biochemistry

Results All evaluations confir
CMC-AL with no overt toxicity u MTD and NOAEL of 5,000 and 3,000 mg/kg body weight, respectively. CMC-

y with regard to inhibitory activity on tumor progression and lung metastasis.
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Background

Cholangiocarcinoma (CCA) is an important public health
problem in several parts of the world and in, particular, in
Asia including Thailand. CCA or adenocarcinoma of the
bile ducts arises from the epithelial cells of bile ducts any-
where along the intrahepatic and extrahepatic biliary tree
excluding the papilla of Vater and the gall bladder [1].
The highest prevalence of CCA in Northeast Thailand is
associated with the consumption of improperly cooked
and preserved cyprinid fish, which contains liver fluke
Opisthorchis viverrini [2]. The major challenge for CCA
control and treatment is the lack of early diagnosis and
the multidrug or radio-resistant nature of the tumor [3,
4]. Even though the clinical response rate is low and the
recurrence rate is extremely high, surgical resection of
detectable tumors and combination therapy with stand-
ard chemotherapeutic agents, including neo-adjuvant
gemcitabine and cisplatin leads to an improvement in the
3-year survival rate in the present therapeutic approaches
[5]. The promising therapeutic options in several types of
cancers, including CCA is the use of combination thera;
pies of standard treatments and alternative therapy sysh
as herbal medicine [6].

The crude ethanolic rhizome extract of Atractyri¥es
lancea (Thunb.) DC. (AL) has been demogfitrated T
a series of in vitro, animal, and clinical sttidies 0 be a
promising candidate for CCA contro/with respyt to
safety and anti-CCA activity profiles{7-9]. The extract
exhibited selective cytotoxic activity\peainfit various
CCA cell lines with IC;, (507 Wmhibitory concentra-
tion) of 20-25 pg/ml. The potercy’ 01 cytotixic activity
and selectivity was abou#C 34 fol¢, of the standard drug
5-fluorouracil (5-FU)#" 5\ T apanti-metastasis and anti-
angiogenesis activifies we g, about 1.5-2 fold of 5-FU
[7]. The studiesdn®3CA-xepografted nude mice [8] and
Opisthorchis vive yiri/dimethylnitrosamine-induced
CCA hamfters)9], confirmed the safety and anti-CCA
activity of ti)fcrug? ethanolic extract of AL at all dose
leveld; v th a siMificant reduction in tumor size, prolon-
gl p, ¢ msival time, and inhibition of lung metastasis,
compa )d_with 5-FU and the untreated control. Based
on this /non-clinical information, the capsule formula-
tion (CMC: Chemistry, Manufacturing, and Control) of
standardized extract of the crude ethanolic extract of
AL was further developed for clinical studies [10]. Phase
I clinical trial in healthy subjects administering a single
and multiple dosing of this capsule formulation con-
firmed its safety profile at the maximum recommended
strat dose (MRSD) [11]. In addition, the capsule for-
mulation of AL also showed immunostimulating activ-
ity on the pro-inflammatory cytokines [12]. Results of
the phase II clinical trial suggested the potential role of
AL in patients with advanced-stage intrahepatic CCA
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compared with palliative care alone, with regard to
improvement of clinical response, disease progression,
quality of life, and immune system regulation [13]. To ful-
fil the requirement by the Food and Drug Adm#histration
(FDA) for product registration, chronic toxiéic ftedtihghof
the finished product (CMC formulation) is neec ) J44].
The present study was performed in p&jllel with Phase I
and Phase II clinical trials to evalyaihthe " xigity (acute,
subchronic, and chronic) of thefCMC capsule formula-
tion of AL. In addition, the anti\ JCA activity of the AL
formulation was also confifm(}!

Methods

Chemicals and reé@g ats

Atracylodin €iiyciimiatiz (98% purity) were purchased
from Wako Pure € )emical Industries Ltd. (Osaka, Japan).
Neutral Le¥ped foimalin (NBF) used for organs/tissue
fixation wis/pui-hased from Bio-Optica (Milano, Italy).
Ethanol wag purchased from Labscan (Bangkok, Thai-
tane ) Phosphate buffer saline (PBS) and dimethyl sul-
foxidé (DMSO) was obtained from Amresco LLC (Solon,
CHLATSA). RPMI 1640 medium, fetal bovine serum and
antibiotic-antimycotic were purchased from Life Tech-
nologies (CA, USA).

Animals and study design

The toxicity (acute, subchronic, and chronic toxicity)
testing of CMC-AL was performed in Wistar rats of both
genders (6 weeks of age, weighing 150—180 g). The anti-
CCA activity of CMC-AL was evaluated in BALB/c nude
male mice (6 weeks of age, weighing 18-20 g). All ani-
mals were obtained from Siam Nomura Co. Ltd. (BKk,
Thailand) and were housed under standard conditions
and acclimatized for about one week before the experi-
ment. The nude mice were maintained in sterilized and
individual ventilated cages (IVC). All methods were car-
ried out in accordance with relevant guidelines and regu-
lations and all methods are reported in accordance with
ARRIVE guidelines. The study protocol was approved by
the Ethics Committee for Animal Research of Thamma-
sat University, Thailand (Number 019/2560).

Toxicity evaluation

For acute (single dose) and subchronic (90-day doses)
testing, rats were randomly divided into four groups (5
males and 5 females for each group, n=40). For chronic
toxicity, rats were randomly divided into five groups (20
males and 20 females for each group, n=200). The num-
ber of experimental animals used in acute, subchronic
and chronic toxicity testing was according to the OECD
guideline for testing of the chemical numbers 423, 408
and 452, respectively [15-17].
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The CMC capsule formulation of the crude etha-
nolic rhizome extract of AL (CMC-AL) was prepared
by Khaolaor Laboratories Co. Ltd. under the GMP
standard [10]. Water suspension of CMC-AL was pre-
pared at three different dose levels, ie., 1,000 (low-
dose), 3,000 (medium-dose), and 5,000 (high-dose) mg/
kg body weight [8]. Each dose was administered to each
rat orally (via intragastric gavage) at a single dose (acute
toxicity), once-daily dose for 90 days (subchronic toxic-
ity), and once-daily dose for 365 days (chronic toxicity).
The control group received distilled water. The chronic
toxicity testing consisted of three additional groups for
interim (10 males and 10 females), satellite (10 males and
10 females), and sentinel (5 males and 5 females) kills to
obtain information on the progression, reversibility and
mechanistic toxicological changes, as well as CCA dis-
ease status.

Toxic manifestations such as behavioral signs, food and
water consumption, mortality and body weight changes
were monitored daily for 14 days (acute toxicity), 90 days
(subchronic toxicity), and 365 days (chronic toxicity) te
evaluate systemic toxicity and to determine maximyta
tolerated dose (MTD) and no-observed-adversegiffec!
level (NOAEL). At the end of the observatiopdper. ¥d,
all rats were fasted overnight, weighed and/ uthanizes
with CO, [18] for autopsy and specimen,cilleceyn. For
subchronic and chronic toxicity, blogd samples j> ml
each) were collected into vacationer tu \es coatdd with an
anticoagulant ethylenediaminetetraacecpagitl (EDTA).
The hematological investigatiori “iglided complete and
differential white blood cell (WBZ) ount, red blood
cell (RBC) count, platgiec younty platelet distribution
width (PDW), platelefC s (2G5 /mean platelet volume
(MPV), and red gell*inaips_--hemoglobin concentra-
tion (Hb), hemgfoc i (HCT), mean corpuscular volume
(MCYV), red I’ disti‘ ytion width (RDW), mean cor-
puscular Jfemqgylobin (MCH), and mean corpuscular
hemoglobin‘foncejitration (MCHC). Blood sample for
serufn © bchen Yiry tests (3 ml each) was collected into
vdce pixdmpYes without an anticoagulant. The analysis
include j blood urea nitrogen (BUN), creatinine, total
protein,#albumin, globulin, aspartate aminotransferase
(AST), alanine aminotransferase (ALT), alkaline phos-
phatase (ALP), total cholesterol, triglycerides, uric acid,
and blood glucose analysis [16, 17].

After blood collection for laboratory investigations,
all rats were autopsied, and gross and microscopic
lesions of the internal organs (brain, heart, kidneys, liver,
spleen, lungs, testicles, uterus and ovaries, stomach, and
large and small intestines) were preserved in 10% neu-
tral buffered formalin solution for histopathological
(microscopic) examination using hematoxylin and eosin
staining.
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Anti-CCA activity evaluation
To evaluate the anti-CCA activity (tumor inhibition,
survival time prolongation, and metastasis pregention)
of the CMC-AL on tumor growth, the humas# CGA cell
line CL-6 was used for tumor xenografting in "\ yde mije.
The cell was kindly provided by Associate Profes: g Adi-
sak Wongkajornsilp, Department of Fiismacolagy, Fac-
ulty of Medicine, Siriraj Hospitad; Bangihk Thailand.
CL-6 cells were cultured with IPMI 1640 4inedium and
were removed from the cultgire Y sk bwicell scraper. All
cells were collected in a 45 i} conicdl tube and centri-
fuged at 100xg for 5 pfn (25 “CHCell supernatant was
removed and resusp{nde jin 3 rl of complete medium.
The cell numbesgyas coti Wed using hemocytometer
chamber. Celld €or jaiection (1,000,000 cells/200ul com-
plete medium) v xe prepared and injected subcutane-
ously int(ahe right)upper flanks of nude mice following
disinfecti¢n gi“ Winjection site [19]. Mice were observed
daily, and Yumor size and body weight were measured
@ two duys before the experiment.

Mig \ were randomly allocated to three dose groups, i.e.,

000/73,000, and 5,000 mg/kg body weight based on the
M)'D of AL [19]. The control groups were treated with
lisplatin and a control vehicle. Six mice per group were
allocated to each group and matched-paired according to
tumor size (after tumor nodules reached the volume of
approximately 50—-100 mm?). Animals were fed daily with
all test substances by intragastric gavage for 30 days.

Endpoint parameters

Tumor growth inhibition: Tumor growth inhibition was
evaluated in all animals. Two linear dimensions were
measured as maximum longitudinal diameter (length)
and greatest transverse diameter (width) every two days
during the investigation period, using a digital external
calliper (Mitutoyo, Kawasaki, Japan). Tumor volume was
determined using the formula: Tumor volume (mm?) =
(length x width?)/2.

Survival time prolongation

The dates of death after treatment were recorded in all
mice. Mice were sacrificed with CO, euthanasia [15]
when the growing tumor burden impaired their locomo-
tion, altered vital signs like respiration, caused failure to
eat or drink, and other activities [20]. The median sur-
vival time (days) of CCA-xenografted nude mice receiv-
ing CMC-CCA at all dose levels and reference controls
were compared.

Tumor metastasis inhibition
Following euthanasia, autopsies were performed to iden-
tify macro-metastases in all animal groups. In addition,
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primary tumors and organs (lungs, kidneys, heart, liver,
brain, spleen, and thymus) were harvested, washed with
normal saline and fixed with 10% NBF for histopathology
processing (H&E staining) to identify tumor metastasis.
The morphological changes within the primary tumor
and distant metastases to organs/tissues of the control
and treated groups were observed under a binocular
compound microscope with the camera (Leica Microsys-
tems, Wetzlar, Germany) at 100x (oil immersion) and
lower magnifications.

Immunoblotting

VEGF levels in tumor cells and tissues were detected
using a human VEGF ELISA kit (Cat. no. ab100663:
Abcam, UK) according to the manufacturer’s instruc-
tions. Lung tissues were homogenized using a homoge-
nizer. All reagents, samples and standards were prepared
and equilibrated to room temperature (25 °C). Stand-
ard or samples were added to each well of the 96-well
ELISA plate. Biotin antibody was added to each well, fol-
lowed by streptavidin solution. TMB One-Step Develop;
ment Solution was added to each well and incubatedfat
room temperature. Finally, stop solution was addegf and
absorbance (OD) was measured at 450 nm usip@a V-
oscan' " flash microplate reader machine (Thefnoschiet:
tific, MA, USA).

Statistical analysis

Statistical analysis was performed usii BpSPS5 software
version 18.0 (SPSS Inc., Chicag. Wi$A). Qualitative data
are presented as numbers (n) apgd/or) percentages (%).
Quantitative data are prgée: Jed as'\median with 95% con-
fidence interval (CI) vaies/ Riffarences between two or
more quantitative groups ¥ data were performed using
Mann-WhitneygU=st and Zne Kruskal Wallis test (fol-
lowed by paihwise Cmparison), respectively. Kaplan-
Meier anglfisis Wias appiled to the survival data of mice in
each group.“Jae stitistical significant difference was set
at aLU.C5 for ai Mests.

Resulu

Toxicity ¢valuation

Acute toxicity

All rats treated with all dose levels of CMC-AL and con-
trol groups did not show any major sign of toxicity in
general behavior or other physiological activities, includ-
ing food consumption, body weights and histopathology
of vital organ changes, during the 14 days investigation
period.

Subchronic toxicity
No rat in any group died during the study period of 90
days. No significant sign of toxicity was observed in any
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group except the minor form of reduced activity after
feeding. The MTD of CMC-AL was 5,000 mg/kg body
weight. All the internal organs did not reveal maigr path-
ological changes in rats treated with CMC-Al#Compared
with the control group. There were no significa Js#nanges
in the levels of most hematological pagameters* ) shale
rats treated with all dose levels of the CZiC-AL\nd vehi-
cle control (Table 1). At high dosedCwl hc hevfr, eosino-
phil and monocyte counts in mea'e rats were significantly
higher than the control ratd (p<30.0007 and p=0.004,
respectively). In female gats,“3BC count (medium-dose
level) and HCT (lowgiand me im-dose levels) were
significantly lower €p=11903, p=0.033 and p=0.003,
respectively), whilggolatelet| Yount (high-dose level) was
significantly bi{her/han the control rats (p =0.026). The
serum biochemis v parameters of male-treated CMC-
AL groufiggincludiy 2 total protein (low- and high-dose
levels), ALT /a3 cholesterol (low- and medium-dose
levels) wery significantly lower (p=0.01) than the con-
@lpats. Qi the other hand, female-treated CMC-AL
rats sy bwed significantly higher AST and ALT (low-dose

vel)/and cholesterol (high-dose level) levels than the
cojutrol rats (p=0.001, 0.012 and 0.0001, respectively)
JTable 2).

Chronic toxicity

Rats receiving CMC-AL at all three dose levels showed
no sign of toxicity in general behavior and body weight
change during the observation period of 365 days. The
MTD and NOAEL of CMC-AL were 5,000 and 3,000 mg/
kg body weight, respectively. Significant changes in some
hematological parameters were observed in male rats
treated with all dose levels of CMC-AL compared with
the control group (Table 3). These included a decrease
in RBC, and Hb, and an increase in WBC and platelet
counts. Changes in six serum biochemistry parameters,
i.e, BUN, TP, AB, AST, ALT, and Glu, were found in
male and female rats treated with CMC-AL compared
with control (Table 4). Histopathological tests revealed
no abnormalities in animal organs treated with all dose
levels of CMC-AL compared to controls (Figs. 1 and 2;
Table 5). The group receiving CMC-AL at high- and
medium-dose levels were slightly pathogenic (1), with
the accumulation of lung macrophages in 25% and 15% of
male and female rats, respectively, and spotty necrosis in
the livers in 20% and 10% of male and female rats, respec-
tively. In addition, the groups receiving CMC-AL at high-
and medium-dose levels showed a slight pathogenic (1%)
of the reproductive system. Slight cervical apoptosis was
found in only 1 out of 20 female rats (5%); testicular atro-
phy and spermatogenesis abnormalities were found in 1
of 20 males (5%) (Table 5). No pathology was found in
other organs.
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Table 4 Serum biochemistry parameters of male and female rats in the chronic toxicity evaluation of the CMC-AL in comparison with
control. Data are presented as median (range with 95%Cl) of twenty rats

Parameters Control CMC-AL (mg/kg bw.)
1,000 3,000 5,000
Male Female Male Female Male Female Male Femc B
Total protein 7.4 (7.2-8.1) 8.4 (8.1-9.0) 83 (7.5-8.9)* 76 (7.3-8.6)* 8.1 (7.7-9.0)* 7.3 (6.8-8.2)* 7.9 (75-9.G; 7.2 £»9-8.1)*
(g/di)*
AST (U/1)* 119.9 (1086-  2220(2144- 1252(117.8-  230.23 1453 (1386-  2195(2084- 1107 (1409 42286 (210.6-
140.2) 238.6) 143.8) (209.7-257.4) 170.2)* 240.3) T)* 245.0)
ALT (U/1)* 89.7 (76.2- 103.5 924 (79.7- 99.3 (87.9- 1116 (1026- 1082 117.6%589- 1071
102.5) (85.4-125.6) 110.3) 119.8) 124.7)% (99.5-#22.0) 20.6)* (97.2-1164)
Cholesterol 162.6 (145.3- 137.0(119.5- 165.7.0 140.1 (121.7- 168.5(156.1- 1686 (\W.2—- 1642 (143.8- 1853 (157.6-
(mg/dl)* 186.7) 157.6) (140.8-198.6) 169.5) 189.5) 2059)* 195.6) 217.8)*
BUN (mg/dl)* 185 (17.4- 19.9 (19.3- 18.2 (17.8- 194 (19.1- 19.0 (18.8- 7 204 (19.1- 19.5 (18.8-20.5)
19.2) 20.6) 19.1) 20.7) 20.7) * (F92-2056) 213)*
Creatinine 0.5(042-057) 04(0.35-046) 0.5(041-056) 04 (036-0.50) 0.5(045-0.62)% %4 (0.32-0.51) 0.5(0.44-0.58) 0.4 (0.32-0.49)
(mg/dl)
Albumin (g/ 44 (40-5.1) 59 (5.5-6.3) 4.3 (4.0-4.9) 58(53-6.2) 4.5 (48-30% 5.9 (5.5-7.2) 6.7 (63-7.9*  6.0(5.7-6.7)
di)*
Globulin (g/dl)  2.8(245-2.96) 1.9(1.35-1.98) 2.7(238-2.92) 20(1.67-248% 2.5(2252.86) 18(1.67-203) 29(259-3.13) 2.0(1.75-2.11)
ALP (U/1) 75.0 (68.43— 43.0 (40.04- 69.0 (67.76— 455 (4082 2.0 (67.47- 48.1 (41.62- 74.0 (69.68- 47.7 (44.93-
81.95) 46.74) 80.24) 49.35) 2.03) 50.71) 82.35) 49.05)
Glucose (mg/ 3894 (3423- 2713 (2245- 4552 (3972- 42997 (267. 4428 (3706- 3243 (2476- 4924 (3756- 3489 (297.6-
di)* 501.0) 357.8) 556.4)*% 402405 564.3)* 407.8)* 614.7)* 426.5)*
Uricacid (mg/  13.1 (12.74- 8.5(8.16-893) 134(13.04 CN7.98£367) 135(13.22- 80(7.75-846) 13.7(13.31- 8.4 (7.98-8.65)
dl) 14.21) 14.31) 13.99) 14.25)
Triglycerides  210.6 (176.5- 244.1 (202.7- 215541987 2395(2276- 2176(186.2- 251.7(186.3—  204.1 (190.6—  304.5 (257.4-
(mg/dl)* 243.7) 289.6) TR 295.7) 236.9) 299.4) 245.7) 4123)*

" Significantly different from the control group

Anti-CCA evaluation

Tumor growth inhibition

The anti-CCA activity’ COCEa8wA X at the three dose lev-
els and cisplatin (48" mg/kg  ndy weight) given for 30 days
were evaluatedgdn (S A-xenografted nude mice (Fig. 3).
The median £ange wit 395%CI) of tumor volumes at the
end of tredimers (qn day 31th ) for the CMC-AL-treated
groups at hi, -, m~dium- and low-dose levels were 256
(224444)), 864 W00-1,080) and 1,436 (1,152-1,764) mm?,
résp uti-EgThe tumor volumes of the cisplatin-treated
and unjeated control groups were 576 (500-726) and
2,304 (2,250-3,564) mm?, respectively. Tumor growth
inhibition (TGI) of the high-, medium- and low-dose lev-
els of CMC-AL and cisplatin compared with the control
were 88.89%, 62.50%, 37.67% and 75.00%, respectively.

Survival time and tumor metastasis

The median (range with 95%CI) survival time of the
CCA-xenografted nude mice treated with high-dose
CMC-AL and cisplatin were 80 (75-82) and 80 (70—
81) days, which were significantly longer (»=0.0001)
than the untreated control group [40 (38-45) days]
(Fig. 3). The survival time of mice treated with low- [55

(48-58) days] and medium- [65 (60—70) days] dose lev-
els of CMC-AL was however, comparable with the con-
trol group (p=0.012 and p =0.001, respectively) (Fig. 3).
An increased degree of necrotic areas and apoptotic cells
(characterized by condensed nuclei) was observed in the
primary tumors following medium- and high-dose CMC-
AL and cisplatin. The metastatic spread of CCA cancer-
ous cells in the lung tissue is presented in Fig. 4 (H & E
stain, 40x).

Immunoblotting

All dose levels of CMC-AL and cisplatin significantly
decreased the expression of VEGF (Fig. 5). The high-dose
level in particular, inhibited VEGF expression of lung
biopsies with metastases by more than 90% compared
with the control group.

Discussion

Preclinical toxicity testing (acute, subchronic, and chronic)
is essential to confirm the safety of the finished products,
either chemicals or herbal products. In this study, the MTD
level that produced no significant sign of toxicity nor death
in chronic toxicity testing of CMC-AL was 5,000 mg/kg of
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Organs Control CMC-AL (mg/kg bw.)
1,000 3,000 5,000
Liver
Spleen
Heart
Lungs

Kidneys

Stomach

Small intestine

Large intestine

Fig. 1 Representative hematoxylin-eosin staining of various vital organs and tissues collected at autopsy from male mice in the CMC-AL-treated
mice at low-, medium-, and high- dose levels (1,000 3,000 and 5,000 mg/kg body weight, respectively) and control in the chronic toxicity testing
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Organs Control CMC-AL (mg/kg bw.)
1,000 3,000 5,000
Liver
Spleen
Heart
Lungs

Kidneys

Small intestine

Large intestine

Fig. 2 Representative hematoxylin-eosin staining of various vital organs and tissues collected at autopsy from female mice in the CMC-Al-treated
mice at low-, medium-, and high-dose levels (1,000 3,000 and 5,000 mg/kg body weight, respectively) and control in the chronic toxicity testing
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Table 5 The histopathological results of chronic toxicity test biopsies in male and female laboratory animals treated with the three
dose levels of CMC-AL compared with the control group (20 animals each). Data are presented in numbers (n)

Organs Pathogenesis CMC-AL (mg/kg body weight)
1,000 3,000
Male Female Male Female
Brain Diffuse degeneration of the cerebral 0 0 0 0
white matter
Heart Myocardial cell necrosis 0 0 0 0
Lung Macrophage accumulation 0 0 4(+) 2
Foreign body granuloma 0 0 0 0 0
Liver Spotty necrosis 0 0 3(+) (+) 4(+) 3(+)
Kidney Renal interstitial inflammation 0 0 0 4(+) 2(+)
Stomach Ulcer 0 0 0 0 0 0
Spleen Lymphoid hyperplasia 0 0 0 0
Adrenal grand Cortical hyperplasia 0 0 0 0 0 0
Bladder Cystitis and lesions 0 0 0 0 0
Prostate Prostatitis 0 0 0 0 0
Testis Testicular atrophy 0 0 0 0 1(+) 0
Epididymis No mature sperm 0 0 0 0 0
Uterus Epithelial necrosis 0 0 1(+) 0 1(+)

(+) represent minimal severity

100
80
g
£
=2
<
=
> =
>
=
20
O‘I PR IR |

—— Untreated control

---- CIS-treated control
------- CMC-AL High dose
--=-» CMC-AL Medium dose
----- CMC-AL Low dose

0 10 20 30 40 S0 60 70 80 90

Days

Fig. 3 Survival time of the CCA-xenografted nude mice following treatment with CMC-AL at high-, medium-, and low-dose levels (5000, 3000 and
1000 mg/kg body weight, respectively), cisplatin (reference control: 40 mg/kg body weight) and untreated control

rat body weight, and the highest drug level values observed ~ weight was determined from the highest dose level fol-
with no adverse reactions (NOAEL) was 3,000 mg/kg of rat  lowing repeated daily doses for 365 days (chronic toxicity)
body weight. The MTD of CMC-AL of 5,000 mg/kg body ~ with no observation of death in any animal. The NOAEL
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=]
1

Fig.4 Primary CCA tumors and lung metastases at autopsy of the CCA (CL-6)-xenograft
medium-, and low-dose levels (5000, 3000 and 1000 mg/kg body weight, respectively), ci
untreated control (A). Quantification of the percentage of lung metastatic area.is shown in

following treatment with CMC-AL at high-,
ference control: 40 mg/kg body weight) and
right (B). *P=0.01 and **P=0.001
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Fig.5 The levels of VEGF expression CCA-xenografted nude mice following treatment with CMC-AL at high-, medium-, and low-dose levels (5000,
3000 and 1000 mg/kg body weight, respectively), cisplatin (reference control: 40 mg/kg body weight) and untreated control. Quantification of the
percentage of VEGF level is shown. *P=0.01 and **P=0.001

of CMC-AL of 3,000 mg/kg body weight was the dose level  highest dose level of 5,000 mg/kg body weight, increases in
that did not produce biologically or significant increase  several biochemical parameters such as BUN, total protein,
in the frequency or severity of any adverse effects of the  AST, ALT and glucose were found. In addition, histopatho-
exposed animals compared with control animals. A the logical examination showed macrophage accumulation



Plengsuriyakarn et al. BMC Complementary Medicine and Therapies

in liver spotty necrosis and renal interstitial inflammation
compared to the group. The results were consistent with
the previous reports with the ethanolic rhizome extract of
AL in rats [8], which indicated no significant toxic effect
with the MTD of 5,000 mg/kg of rat body weight for the
acute and subacute toxicity testing. When CMC-AL was
administered at a prolonged period of 12 months, no
behavioral abnormality, body weight change and organ dys-
function were found. It was of note for a significant effect
on both hematological (increases in WBC and platelets and
decreases in RBC and Hb) and biochemical (TP, BUN, AB,
ALT, and Glu) parameters in rats treated with CMC-AL
compared with the unformulated AL. Nevertheless, these
changes were of minor degree, gender-specific, revers-
ible, and unlikely to be associated with CMC-AL. In addi-
tion, they remained within the normal ranges reported for
rats of 17 weeks of age or greater [21]. Such variations may
have resulted from normal variation among animal groups
[22]. On the therapeutic point of view, the results support
the traditional use of AL for the treatment of hematologi-
cal diseases. AL is a medicinal plant that is widely used ip
many countries, especially in China and Japan. In Chipge
medicine, due to its properties to nourish the spleengcxpe’
wind and cure a cold [23], AL is used to treat gagun: ¥ic
disease, digestive disorders, night blindness, asf jinfluenz:
(Influenza). In Thai traditional medicine, ALL\s us ) as an
ingredient in various formulations for thg/relief of gas roin-
testinal symptoms, e.g., indigestion, flat \lence, nhusea, and
non-infectious diarrhea. In Japan, AL is\ged4fs an active
ingredient in several pharmaceut\cipfarmulations, such as
Juzen-taiho-to [24], and Saireito [25426]; Lymphocytes are
associated with an increag€i \the bady’s immune defences
against various infectiéc hditapses/and the prevention of
major hematological’diseasc

Pathological flhaiegs revealed mild abnormalities in
organ biopsjgin rat htreated with medium and high
dose level of JIUMC-AL. These included an increased
accumulatioi fof Ig macrophage cells, spotty necro-
sis, Aleri ! inte; Ytial inflammation, testicular atrophy,
arfa" it ‘Wiml/necrosis (Table 5). From the results of the
12-moi b ghronic toxicity testing, the medium-dose level
of 3,000/mg/kg body weight of CMC-AL was proved safe
without any long-term abnormalities. The study is the
first report on the long-term toxicity of CMC-AL with the
standardized protocol of drug research and development.

The present study is the first that confirms anti-CCA
activity of the CMC-AL in the animal model. The anti-CCA
activity (tumor growth inhibition, survival time prolonga-
tion, and tumor metastasis inhibition) of CMC-AL were
evaluated in CCA (CL6)-xenografted nude mice in com-
parison with the reference control (cisplatin) and untreated
control. At the end of treatment (30 days)) CMC-AL at
high- (5,000 mg/kg body weight) and medium- (3,000 mg/

(2023) 23:186
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kg body weight) dose levels, and cisplatin (40 mg/kg body
weight) showed significant inhibitory effects on tumor
growth compared with the untreated control group. The
low-dose level (1,000 mg/kg body weight) opfthe, other
hand, did not produce any significant anti-CCAZalvityias
compared with the untreated control. Although tha}CHWIC-
AL at all dose levels as well as cisplatirf <}l not chipletely
arrest tumor growth or progressigfi (Fig. “ ) Hie rate of
tumor growth progression was de‘reased, paracularly with
the high-dose of CMC-AL ang! cis tin. Tie rapid increase
in tumor volume observed,inice ac'uie end of the treat-
ment period, even inhe group yeated with high-dose
CMC-AL and cisplatiQy, c6}d be due to the high recurrence
rate and multidruggesistance Yature of the CCA tumor [4].
Apart from tydar ¢ owth inhibition, high-dose CMC-AL
and cisplatin sigiz icanuy prolonged the survival time of
the CCAQpnografte  nude mice. The reference drug cis-
platin hasybeZiZ 3own to produce significant anticancer
activity agamnst bladder, head and neck, lung, ovarian, and
&l ular cazicers [27], as well as CCA [28].

Me\ istasis is the major cause of treatment failures

ad death in many cancers, including CCA [4]. Exami-
naon of macro-metastases and histopathology at
Zutopsy revealed lung metastasis of the CL-6 tumor in
almost all groups of mice. However, a higher frequency
of lung metastases was observed in the untreated control
mice and mice treated with low-dose CMC-AL (100%
incidence). This could be associated with the higher
respective tumor burdens in mice of these groups [29].
Although CL-6 xenografted tumor was shown to pro-
duce relatively low severity of lung mass (as evaluated by
the extent of tumor macro-metastasis and micro-metas-
tasis) in mice receiving all doses of CMC-AL and cispl-
atin, the incidence of metastasis was considered high
even in the cisplatin-treated group (78%). The delayed
autopsy time (Fig. 3) due to the prolonged survival time
observed in most animals in these groups explained
the high lung metastatic rate in such groups. The study
focused on the analysis of the vascular endothelial
growth factor (VEGF) gene expression as our previous
study showed inhibitory activity of the standardized
extract of AL on lung metastasis and angiogenesis. Both
are the key anticancer properties of AL essential for
inhibition of tumor growth and propagation. VEGF is
the key mediator that promotes these processes in lung
metastasized-CCA through establishing a vascular sup-
ply within the tumor. VEGF was found to be upregulated
in lung tissues of the CCA groups compared with con-
trol. All dose levels of CMC-AL and cisplatin signifi-
cantly decreased the expression of VEGFE. Results from a
previous study showed that CCA can enhance vascular
permeability and expansion of lung metastasis, leading
to animal death [19]. The present study confirmed the
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antimetastasis potential of CMC-AL in lung tissues as
previously demonstrated for beta-eudesmol, one of the
main active ingredients of AL [30].

Conclusion
The findings confirmed the safety profile of the CMC formu-
lation of the standardized AL extract following a prolonged
period of 365 days. Interestingly, the CMC-AL exhibited sig-
nificant anti-CCA activity by prolonging survival time and
inhibition of lung metastasis. This formulation can be used
safely in further phase II and III clinical trials to confirm the
efficacy in patients with advanced-stage CCA.
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