
Research report
Fluoride 49(1)47-55
January-March 2016

Effects of fluoride and chitosan on the gene expressions of bone morphogenic
protein 2 and collagen type-1 alpha 1 chain in the mouse femur

Li, Bian, Wang, Wang

4747
EFFECTS OF FLUORIDE AND CHITOSAN ON THE GENE 
EXPRESSIONS OF BONE MORPHOGENIC PROTEIN 2 

AND COLLAGEN TYPE-1 ALPHA 1 CHAIN 
IN THE MOUSE FEMUR

Yanyan Li,a Shengtai Bian,a Jinming Wang,a Jundong Wanga,*
Jinzhong, Shanxi, People’s Republic of China

ABSTRACT: To study the harmful effect of fluoride (F) and the alleviating role of
chitosan on the development of skeletal fluorosis, we focused on serum alkaline
phosphatase (ALP) and serum tartrate-resistant acid phosphatase (StrACP)
activities, and the gene expression levels of collagen type-1 alpha 1 chain (COL1A1)
and bone morphogenic protein 2 (BMP-2), which are fundamental to osteoblast
commitment and differentiation. Sixty-eight healthy, 28-day-old, Kunming male mice
were randomly divided into 4 groups and administrated sodium fluoride (NaF, 45 mg/
L) and/or chitosan (5%) in their drinking water and diet, respectively. After 100 days,
compared to the control group, the ALP activity was significantly (p<0.01) increased
in the F-exposed group, while the StrACP activity was decreased (p<0.05). Real-time
PCR was used to quantify the gene expression levels of BMP-2 and COL1A1. In
contrast to the controls, the gene expressions of both BMP-2 and COL1A1 were
significantly reduced by exposure to F (p<0.05). The results in the F+chitosan group
showed that chitosan could weaken the gene inhibition of BMP-2 and COL1A1
induced by the excessive F. The findings suggest that F changed the gene related to
bone formation. In turn, chitosan alleviated, to a certain extent, the F-induced
damage. 
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INTRODUCTION

Fluoride (F), the ion of the highly reactive element fluorine, is naturally present
in the environment, at varying concentrations.1 It is clear that F is retained in the
bones of humans and animals. Further, F can promote the proliferation of
osteoblasts, the bone-forming cells, at low concentrations, although bone strength
is not increased2,3 and the long-term intake of excessive F may lead to F toxicity,
including skeletal and dental fluorosis.4-6 Fluorosis is a prevalent endemic disease
worldwide, especially in China, one of countries in which F causes serious harm.7

The prevention and cure of F toxicity is extremely difficult and, for the last half-
century, researchers have been exploring the mechanism of fluorosis and searching
for drugs to antagonize it. On the one hand, a variety of approaches have suggested
that understanding the effect of F on subcellular signaling mechanisms is of
paramount importance.8 Bone formation and destruction require a series of key
signals such alkaline phosphatase (ALP), tartrate-resistant acid phosphatase
(StrACP), collagen type-1 alpha 1 chain (COL1A1) and bone morphogenic
proteins (BMPs), as well as wingless proteins (Wnt). On the other hand, wide
public concern about the effects of fluoride poisoning on the body has led to

aShanxi Key Lab of Environmental Veterinary Medicine, Shanxi Agricultural University, Taigu,
Shanxi 030801, People’s Republic of China; *For correspondence: Professor Jundong Wang,
Shanxi Key Lab of Environmental Veterinary Medicine, Shanxi Agricultural University, Taigu,
Shanxi 030801, People’s Republic of China; Tel: +86-354-6288399; Fax: +86-354-6222942; 
E-mail: wangjd53@outlook.com



Research report
Fluoride 49(1)47-55
January-March 2016

Effects of fluoride and chitosan on the gene expressions of bone morphogenic
protein 2 and collagen type-1 alpha 1 chain in the mouse femur

Li, Bian, Wang, Wang

4848
treatments for alleviating bone pain, and increasing bone density, and research
looking for fluorosis antagonists.9,10

Chitosan is a natural polycationic linear polysaccharide obtained by partial
deacetylation of insoluble naturally occurring chitin.11 With excellent properties of
biocompatibility, non-toxicity, and low allergenicity, chitosan has been used for in
a wide variety of applications.12 In our previous study, our findings suggested that
chitosan may suppress F-induced damage by regulating the expression of the
molecules involved in the Wnt signaling.13 BMP-2 genes are closely related to
Wnt-mediated signals and play an important role in bone formation (Figure 1).
Collagen is regarded as an important treatment target in skeletal fluorosis as
changes occur in the condition in both skeletal mineral metabolism and collagen,
and in the serum activities of ALP and StrACP. In addition, both ALP and StrACP
are sensitive to inhibition by clinically relevant concentrations of fluoride.

We have not had a clear understanding of the mechanism by which the
combination of F and chitosan act on BMP-2 and COL1A1 genes and of the
effects of this interplay. Therefore, in the present study, bone metabolism and
turnover were studied by observing the activities of the serum ALP and StrACP. In
addition, in order to further elucidate the influence of chitosan in fluorosis, the
effect of chitosan on the bone changes in F toxicity in mice were examined by
measuring the expression levels of the BMP-2 and COL1A1 genes, 

Figure 1. The relationship between the BMP signaling pathway and the Wnt signaling
pathway. BMP: bone morphogenic protein, Wnt: wingless protein. 
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MATERIALS AND METHODS

Animals and treatment: Sixty-eight healthy Kunming male mice, weighing 18±2
g, supplied by the Experimental Animal Center of Shanxi Medical University,
were randomly divided into 4 groups of 17 each: (i) control group (distilled water
and normal diet); (ii) F-exposed group (distilled water with 45 mg F–/L and
normal diet); (iii) F+chitosan group (distilled water with 45 mg F–/L and diet with
5% chitosan); and (iv) a chitosan-treated group (distilled water and diet with 5%
chitosan). All mice were maintained on normal standard diets under standard
temperature (22–25ºC), ventilation, and hygienic conditions. The animals were
kept for 100 days in order to assure that they were successfully exposed to F.14 

All protocols were approved by the Institutional Animal Care and Use
Committee of China. The mice and the powdered feed were provided by the
Experimental Animal Center of Shanxi Medical University of China.

Femur and serum collection: After 100 days, the general condition of mice was
observed. Blood was sampled from the eyeball in the mice which were sacrificed
by exsanguination with enucleation. The blood was centrifuged at 2,500
revolutions/min for 10 min to separate the serum and stored at –80ºC. At the same
time, the enterocoelia of the mice were quickly opened and the femurs removed
and cleaned of soft tissues. The femurs were snap frozen in liquid N2 and stored at
–80ºC to use for Western blotting,

Measurements of ALP and StrACP: The enzymatic activity of ALP and StrACP
from serum in each group was measured using spectrophotometry, as described in
the respective specifications in the kits.

Measurements of BMP-2 and COL1A1 gene expressions: The effect of F and/or
chitosan exposure on the level of BMP-2 and COL1A1 gene expressions in the
femur was analyzed by total RNA extraction and QRT-PCR. The total RNA was
extracted from the femur using the Trizol reagent and the method given in the
manufacturer’s protocol. It was then reverse-transcribed using a PrimeScript® RT
Master Mix. RT-PCR (real-time fluorescence quantitative reverse transcription
polymerase chain reaction) was performed using the Mx3000P™ QRT-PCR
system (Stratagene, USA). According to the alignments of the published mRNA
sequences of BMP-2 and COL1α1 and β-actin genes of guinea pigs in the National
Center for Biotechnology Information (NCBI), three pairs of specific primers were
designed with Primer 5.0 software and synthesized with material from Biological
Technology Co of Beijing (Table 1).

The reaction conditions for the first step were 37ºC for 15 min and 85ºC for 5
sec. The reaction conditions for the second step were as follows: after initial
denaturation at 95ºC for 15 sec, 50 PCR cycles were started with thermocycling
conditions at 61ºC for 15 sec, 72ºC for 6 sec, 95ºC for 60 sec, 55ºC for 30 sec, and
then 95ºC for 30 sec, followed by the reaction melting curve analysis to verify the
specificity of the amplified products.
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Statistical analysis: The data were expressed as mean±SD. T-tests, performed
with GraphPad Prism 5 software, were used to analyze the gene expression levels
of BMP-2 and COL1A1. The significance level for all the tests was set at p<0.05.

RESULTS

The general condition of the mice: Over the whole experimental period, the mice
in the control group were in good health, with thick and glossy hair on their
bodies, responded rapidly to stimuli, and had a full complement of teeth. In
contrast, the mice in the F-exposed group were disheveled, had a light covering of
matte, rather than glossy, hair, and dental fluorosis. Compared with the control
group, the physical condition of the mice in the F+chitosan group was a little
worse while the condition of those in the chitosan-treated group was not
significantly different from that of the control group. 

Measurements of ALP and StrACP: Compared to the control group, the
enzymatic activity of ALP tended to increase in each of the experimental groups
with the difference in the F-exposed group being significant (p<0.01, Figure 2). 

Table 1. Primer sequences with their corresponding PCR product size and position 

   Gene      Primer sequences  Accession no. Produc t sizes (bp) 

β-act in F: GATCATTGCTCCTCCTGAGC 
R: ACATCTGCTGGAAGGTGGAC NM_007393 83 

COL1A1 F: TGACTGGAAGAGCGGAGAGT 
R: GTTCGGGCTGATGTACCAGT NM_007742 151 

BMP-2 F: CTGCAGCAAGAACAAAGCAG 
R: CCCTGGAAGGGATTATAGGC NM_007553 110 

       Control     Fluoride   Fluoride   Chitosan
                                             +
                                        chitosan

15

10

5

0

Alkaline 
phosphatase 
(ALP)

 †

Figure 2. Serum alkaline phosphatase (ALP) activity (U/100mL) in the groups (n=8;
mean±SE). Compared to control: †p<0.01
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The enzymatic activity of StrACP was significantly reduced in the F-exposed
group compared to both the control and the F+chitosan groups (p<0.05, Figure 3).

Effects on BMP-2 and COL1A1 gene expression: In the F-group, compared with
the control group, the mRNA levels of both BMP-2 and COL1A1 in the mice
femurs were significantly decreased (p<0.05, Figure 4). In contrast, no significant
differences were present between the F+chitosan group and the control group.

      Control      Fluoride    Fluoride    Chitosan
                                              +
                                         chitosan

15

10

5

0

Serum tartrate 
resistant acid 
phosphatase
(StrACP)

Figure 3. Serum tartrate resistant acid phosphatase (StrACP) activity (U/100mL) in the
groups (n=8; mean±SE). Compared to the control and to the fluoride+chitosan groups:
*p<0.05

          *           

Control group

Fluoride 

Fluoride + chitosan

Chitosan

1.0

0.8

0.6

0.4

0.2

0.0

              COL1A1                                 BMP-2

Relative expression of BMP-2 and COL1A1

Figure 4. Effects of chitosan and fluoride on the related gene expression of BMP-2 and
COL1A1 (n=4; mean±SEM). Compared to control: *p<0.05

   *    *
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DISCUSSION

ALP, of which approximately 50% comes from osteoblasts, has been considered
as an early and crucial indicator in the evaluation of bone formation and
metabolism.15,16 F can affect ALP activity through changing the enzyme structure
and influencing the cell vitality of the bone.17 In skeletal fluorosis, the changes in
the serum ALP may be related to an active proliferation of the osteoblasts. In this
experiment, as shown in Figure 2, the ALP activity in the F-exposed group was
significantly elevated. This suggests that a stimulation of bone metabolism occurs
in fluorosis.18 The absence of a difference in the ALP activity in the F+chitosan
group, compared to the control group, suggests that chitosan can alleviate the
damage caused by fluoride.

StrACP exists mainly in osteoclasts and the lack of it may lead to
osteosclerosis.19 In the process of bone resorption, osteoclastic activity is high and
the osteoclasts simultaneously secrete a substantial amount of StrACP. Therefore,
StrACP is often regarded as an important indicator of bone resorption. In vitro, the
formation of osteoclasts is reflected in increases in the StrACP concentration.20 In
addition, there is evidence that StrACP is also expressed in bone forming cells
(osteoblasts and osteocytes) and is mediated by F.21 This research has confirmed
that changes in StrACP activity can mirror the effect of F on bone transformation
and repair. In the present study, a significant decrease in StrACP was observed
when the F-exposed group was compared to both the control and the F+chitosan
groups, suggesting F exposure may slow bone transformation and repair (Figure
3). 

In contrast to the significant changes in ALP and StrACP in the F-exposed
group, compared to the control group, no significant changes occurred in these
parameters in the F+chitosan group suggesting that chitosan may be able to
antagonize, in part, the development of fluorosis (Figures 2 and 3).

An interesting phenomenon has been discovered in Adélie penguins (Pygoscelis
adeliae) where, despite a bone F concentration as high as 9000 µg/g, no clinical
symptoms of skeletal fluorosis are present.22 Yin et al. suggested that in the krill in
the Adélie penguins’ diet, which contain abundant chitin, might both prevent the
absorption of some of the dietary inorganic fluoride and also stabilize the absorbed
F as organically bound fluoride, mainly in the form of fluorinated chitin.22

Therefore, how chitin affects the action of F in bone cells has become a research
hotspot. Chitin, coming from the exoskeleton of insects, crustaceans (mainly
shrimps and crabs), and the cell walls of fungi, is also the second most abundant
natural polysaccharide after cellulose.23,24 Many reports have found that chitosan
has a strong ability to bind cations. Xia et al. found that chitosan can promote the
absorption of calcium by making Ca2+ soluble in the intestines through chelating
Ca2+, thus preventing the accumulation of CaF2 in the skeleton and enhancing the
release of free fluoride ions.25 

What is noteworthy is that chitosan may also promote bone formation. and has
played a major role in bone tissue engineering.26-30 Chitosan has been reported to
accelerate bone regeneration in rat tibia and has been used for bone repair in cases
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of dental extraction.31 During the process of bone formation and remodeling, bone
morphogenetic proteins (BMPs) and collagen are currently considered to be the
key components that control the growth and differentiation of bone cells.

BMP-2 is a member of the multi-functional transforming growth factor β (TGF-
β) superfamily and can promote osteoblastic proliferation, differentiation, and
attachment.32 In vivo studies have demonstrated that BMP-2 also promotes
osteoblastic activity via increasing ALP activity and calcium mineral
deposition.33-36 BMP-2 may induce ectopic bone formation and is a necessary
substance for osteanaphysis.37,38 Collagen type-1 fibers are formed from collagen
protein and provide a matrix for bone calcium deposition. The synthesis of
collagen type-1 is enhanced by BMP-2.39 Deletions of COL1A1 have been
demonstrated in osteogenesis imperfecta type I.40 These studies indicate that not
only BMP-2 but also COL1A1 plays an important role in bone formation.
Therefore, we chose these two genes to inquire into the mechanism of fluorosis
and the joint effects of F and chitosan on skeleton. In the present experiment, when
compared to the control group, the expressions of BMP-2 and COL1A1 in the F-
exposed group were obviously decreased. In addition, the addition of chitosan
partly alleviated these adverse effects. Therefore, we hypothesize that chitosan is
able to activate the formation of BMP-2 and COL1A1 which in turn inhibit the
damage caused by F. Thus chitosan can partly alleviate the F-induced differential
gene expressions of BMP-2 and COL1A1 in the femurs of mice. 

CONCLUSION

The present study examined the role of chitosan in skeletal formation in F-
exposed mice by measuring the changes in serum ALP and StrACP and the
expression levels of the BMP-2 and COL1A1 genes. Our findings suggest that the
activities of ALP and StrACP in bone metabolism and transformation can be
changed by F. In addition we found that chitosan, to a certain extent, may
ameliorate F-induced damage by regulating the gene expressions of BMP-2 and
COL1A1, both of which are involved in osteogenesis. 

ACKNOWLEDGMENT

This research was supported by the China National Natural Science Foundation
(31172376 and 31372497).

REFERENCES
1 Everett ET. Fluoride's effects on the formation of teeth and bones, and the influence of

genetics. J Dent Res 2011; 90(5):552-60.
2 Fisher RL, Medcalf TW, Henderson MC. Endemic fluorosis with spinal cord compression: a

case report and review. Arch Intern Med 1989; 149(3):697-700.
3 Lundy MW, Stauffer M, Wergedal JE, Baylink DJ, Featherstone J, Hodgson SF, Riggs BL.

Histomorphometric analysis of iliac crest bone biopsies in placebo-treated versus fluoride-
treated subjects. Osteoporos Int 1995; 5(2):115-29.

4 Joschek S, Nies B, Krotz R, Göpferich A. Chemical and physicochemical characterization
of porous hydroxyapatite ceramics made of natural bone. J Biomaterials 2000;
21(16):1645-58.



Research report
Fluoride 49(1)47-55
January-March 2016

Effects of fluoride and chitosan on the gene expressions of bone morphogenic
protein 2 and collagen type-1 alpha 1 chain in the mouse femur

Li, Bian, Wang, Wang

5454
5 Turner CH, Owan I, Brizendine EJ, Zhang W, Wilson ME, Dunipace AJ. High fluoride
intakes cause osteomalacia and diminished bone strength in rats with renal deficiency. J
Bone 1996; 19(6):595–601. 

6 Kodali VRR, Krishnamachari KAVR. Eruption of deciduous teeth: influence of undernutrition
and environmental fluoride. Ecology of Food and Nutrition 1993; 30(2):89-97.

7 Li XL. Research endemic fluorosis by poisoning incident in Guyuan of Ningxia. J
Heilongjiang Environmental 2010; 2:8-10.

8 Jiao Y, Zhu B, Chen J, Duan X. Fluorescent sensing of fluoride in cellular system.
Theranostics. 2015; 5(2):173-87.

9 Jowsey J, Schenk RK, Reutter FW. Some results of the effect of fluoride on bone tissue in
osteoporosis. J Clin Endocrin Metab 1968; 28(6):869-74.

10 Spencer H, Lewin I, Fowler J, Samachson J. Effect of sodium fluoride on calcium
absorption and balances in man. Am J Clin Nutr 1969; 22(4):381-90.

11 Martinez-Ruvalcaba A, Chornte E, Rodrigue D. Viscoelastic properties of dispersed
chitosan/xuanthan hydrogels. Carbohydr Polym 2007; 67(4):586-95.

12 Cheung RC, Ng TB, Wong JH, Chan WY. Chitosan: an update on potential biomedical and
pharmaceutical applications. Mar Drugs 2015; 13(8):5156-86.

13 Huo MJ, Bian ST, Hao JH, Wang JD. Effects of chitosan on gene expression related to the
canonical Wnt signaling pathway in the femur of fluorotic mice. Fluoride 2014; 47(4):320-
32. 

14 Sun ZL, Niu RI, Su K, Wang B, Wang JM, Zhang JH, Wang J. Effects of sodium fluoride on
hyperactivation and Ca2+ signaling pathway in sperm from mice: an in vivo study. Arch
Toxicol 2010; 84(5):353-61.

15 Mo Z, Xu Y, Yuan Y. Study on the bone metabolism indexes in endemic fluorosis. Chin J Ctrl
Endem Dis 2006; 21:347-8.

16 Krook L, Minor RR. Fluoride and alkaline phosphatase [review]. Fluoride 1998,31(4):177-
82.

17 Chen S, Li B, Lin S, Huang Y, Zhao X. Change of urinary fluoride and bone metabolism
indicators in the endemic fluorosis areas of southern China after supplying low fluoride
public water. BMC Public Health 2013;13(7):1-10.

18 Li GS, Zhang WL, Hua K, Yan LH. Endemic fluorosis belongs to calcium paradox disease. J
Bulletin of Mineralogy, Petrology and Geochemistry 2003; 22(2):93-5

19 Guan ZZ, Yu ND, Zhuang ZJ. An experimental study of blood biochemical diagnostic
indices for chronic fluorosis [in Chinese]. Zhonghua Yu Fang Yi Xue Za Zhi. 1991;25(1):33-
5. 

20 Zhu WP, Shi W, Lin L, Li ZH. Nuclear factor kappa B predominate ligand receptor activation
factor inducing osteoclast precursor of cultivation and differentiation. J Chinese Journal of
Tissue Engineering Research 2013; 46:7981-7.

21 Lau KH, Baylink DJ. Osteoblastic tartrate-resistant acid phosphatase: its potential role in
the molecular mechanism of osteogenic action of fluoride. J Bone Miner Res. 2003
Oct;18(10):1897-900.

22 Yin XB, Chen LA, Sun LG, Wang M, Luo HH, Ruan DY, et al. Why do penguins not develop
skeletal fluorosis. Fluoride 2010; 43(2):108-18.

23 Pierfrancesco M. Nanoparticles and nanostructures man-made or naturally recovered: the
biomimetic activity of chitin nanofibrils. J Nanomater Mol Nanotechnol 2012;1:2.

24 Shahidi F, Arachchi JKV, Jeon Y. Food applications of chitin and chitosans. Trends Food Sci
Technol 1999; 0(2):37-51.

25 Xia W, Liu P, Zhang J, Chen J. Biological activities of chitosan and chitooligosaccharides. J
Food Hydrocoll 2011; 25(2):170-9.

26 Jayakumar R, Prabaharan M, Nair SV, Tokura S, Tamura H, Selvamurugan N. Novel
carboxymethyl derivatives of chitin and chitosan materials and their biomedical
applications. Prog Mater Sci 2010; 55(7):675-709.

27 Ilium L. Chitosan and its use as a pharmaceutical excipient. Pharm Res 1998; 15(9):1326-
31.

28 Xia W, Liu P, Zhang J, Chen J. Biological activities of chitosan and chitooligosaccharides. J
Food Hydrocoll 2011; 25(2):170-9.



Research report
Fluoride 49(1)47-55
January-March 2016

Effects of fluoride and chitosan on the gene expressions of bone morphogenic
protein 2 and collagen type-1 alpha 1 chain in the mouse femur

Li, Bian, Wang, Wang

5555
29 Muzzarelli R, Mattioli-Belmonte M, Tietz C, Biagini R, Ferioli G, Brunelli MA, et al.
Stimulatory effect on bone formation exerted by a modified chitosan. Biomaterials 1994;
15(13):1075-81.

30 Seol YJ, Lee JY, Park YJ, Lee YM, Young-Ku, Rhyu IC, et al. Chitosan sponges as tissue
engineering scaffolds for bone formation. Biotechnology Lett 2004; 26(13):1037-41.

31 Ezoddini-Ardakani F, Azam AN, Yassaei S, Fatehi F, Rouhi G. Effects of chitosan on dental
bone repair. Health 2011; 3(04):200-5.

32 Wozney JM. Bone morphogenetic proteins. Prog Growth Factor Res 1989;1: 267-80.
33 Lee DW. Yun YP. Park K. Kim SE. Gentamicin and bone morphogenic protein-2 (BMP-2)-

delivering heparinized-titanium implant with enhanced antibacterial activity and
osteointegration. Bone 2012; 50(4):974-82.

34 Shi Z, Neoh KG., Kang ET, Poh CK, Wang W. Surface functionalization of titanium with
carboxymethyl chitosan and immobilized bone morphogenetic protein-2 for enhanced
osseointegration. Biomacromolecules 2009; 10(6),1603-11.

35 Chung YI, Ahn KM, Jeon SH, Lee SY, Lee JH, Tae G. Enhanced bone regeneration with
BMP-2 loaded functional nanoparticle-hydrogel complex. J Control Release 2007; 121(1-
2):91-9.

36 Abarrategi A, García-Cantalejo J, Moreno-Vicente C, Civantos A, Ramos V, Casado JV
Pérez-Rial S, Martnez-Corriá R, López-Lacomba JL. Gene expression profile on chitosan/
rhBMP-2 films: a novel osteoinductive coating for implantable materials. Acta Biomater
2009; 5(7):2633-46.

37 Sakou T. Bone morphogenetic proteins: from basic studies to clinical approaches. J Bone
1998; 22(6):591-603.

38 Wozney JM, Rosen V. Bone morphogenetic protein and bone morphogenetic protein gene
family in bone formation and repair. J Clin Orthop Relat Res 1998; 346(346):26-37.

39 Verrecchia F, Mauviel A. TGF-β and TNT-α: antagonistic cytokines controlling type I
collagen gene expression. J Cell Sig 2004; 16(8):873-80.

40 Bardai G, Lemyre E, Moffatt P. Osteogenesis imperfecta Type I caused by COL1A1
deletions. Calcif Tissue Int 2015:1-9.

Copyright © 2016 The International Society for Fluoride Research Inc. 
www.fluorideresearch.org       www.fluorideresearch.com       www.fluorideresearch.net

Editorial Office: 727 Brighton Road, Ocean View, Dunedin 9035, New Zealand.


	ABSTRACT: To study the harmful effect of fluoride (F) and the alleviating role of chitosan on the development of skeletal fluorosis, we focused on serum alkaline phosphatase (ALP) and serum tartrate-resistant acid phosphatase (StrACP) activit...

