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Abstract 

Objective: PGE2 is an important factor in pathogenesis of periodontal disease because of bone 

resorting activity and association with attachment loss.  PGE2 and PGE receptor subtypes (EPs) 

play an important role in modulating bone metabolism via osteoblasts.  However, little is known 

about the effects of PGE2 on cementoblasts.  The aims of this study were to determine the 

expression of EPs on matured cementoblasts and to examine the effect of PGE2 and EPs on their 

cellar function.   

Design: Expression of EPs in immortalized mouse cementoblasts (OCCM-30), which were 

characterized as matured cementoblasts, was determined using RT-PCR.  Then effects of PGE2 

and EP agonists on mineralization were examined by studying nodule formation with alizarin red S 

(ALZ) staining.  Alkaline phosphatase (ALP) activity with PGE2, EP4 agonist was examined by 

Bessey-Lowry enzymologic method.  Effects of PGE2-EP4 pathway on expression levels of 

osteocalcin (OCN) and matrix metalloproteinase (MMP)-13 mRNA were examined by real-time 

RT-PCR.   

Results: OCCM-30 expressed EP1, 2, 3 and 4 mRNA.  PGE2 and EP4 agonist caused 

downregulation of mineralized nodule formation and ALP activity in OCCM-30.  OCN mRNA 

expression was suppressed and MMP-13 mRNA expression was stimulated via PGE2-EP4 pathway 

in OCCM-30.   

Conclusions: Cementoblasts may downregulate their mineralization ability and upregulate MMP-13 
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production through PGE2-EP4 pathway and may contribute to destruction of connective tissue 

attachment under inflammatory condition. 
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Introduction 

Cementum, a thin mineralized tissue covering the tooth root surface, assists in anchoring teeth to 

surrounding alveolar bone.  It also contributes to the maintenance of structural stability and 

physiological function of the dentition. 1  Several studies have demonstrated that cementoblasts 

share many characteristics with osteoblasts, including similar molecular properties and the ability to 

promote mineralization.2,3  In the periodontal disease area, osteoblasts function as 

osteoclastogenesis controlling cell rather than as bone forming cell.  It is considered that 

cementoblasts may be responsible for destruction of connective tissue attachment.  However, little 

has known about the functions of cementoblasts under inflammatory condition.  Therefore, it is 

important to study the mechanisms controlling function of cementoblasts in order to assist in 

enhancing of our understanding the pathogenesis of periodontal disease.  

It is well known that a variety of products such as prostaglandins E2 (PGE2), cytokines and 

chemokines from inflammatory cells and periodontal tissue resident cells may contribute to this 

destructive process.  Especially, PGE2 is focused as an important factor involved in the 

pathogenesis of periodontal disease, because of powerful stimulator of bone resorption.  In fact, 

high levels of PGE2 within the gingival crevicular fluid have been associated with marked 

attachment loss in patients with periodontitis. 4, 5 

Various biological actions of PGE2 are mediated by PGE specific G-protein-coupled receptors. PGE 

receptors (EPs) are divided into 4 subtypes, EP1, EP2, EP3 and EP4. 6, 7, 8   
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Recently we reported that cementoblasts at proliferative culture stage were stimulated alkaline 

phosphatase (ALP) activity with PGE2 treatment. 9  However, there is no data about expression of 

EPs mRNA in cementoblasts and detail report about roles of PGE2 and EPs on cellular function of 

matured cementoblasts.  

In this study, to determine the effect of PGE2 and EPs on function of cementoblast, we investigated 

the expression of EPs in cementoblasts and examined the role of PGE2 on function of matured 

cementoblasts such as mineralization and ALP activity, osteocalcin (OCN) and matrix 

metalloproteinase (MMP)-13 mRNA expressions. 

 

Materials and methods 

Cell line and cell culture 

OCCM-30 cells used for these studies were established by isolating tooth root surface cells from 

transgenic mice containing a SV40 large T-antigen under control of an OCN promoter and were 

characterized as highly differentiated cementoblasts. 10, 11  OCCM-30 cells were maintained in 

DMEM (NISSUI PHARMACEUTICAL CO., LTD., Tokyo, Japan) supplemented with 10 mM 

HEPES (pH 7.2) (Sigma-Aldrich, Tokyo, Japan), 10% fetal bovine serum (FBS) (Invitrogen 

Corporation, N.Y. U.S.A.) and 100 U/mL Penicillin-Streptomycin (Invitrogen Corporation, N.Y., 

U.S.A) at 37 °C in a humidified atmosphere of 5% CO2.   
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Reagents 

PGE2 was purchased from Advanced Magnetics Inc. (Massachusetts, USA).  ONO-DI-004 (EP1 

agonist), ONO-AE1-259-01 (EP2 agonist), ONO-AE-248 (EP3 agonist), ONO-AE1-329 (EP4 

agonist) and ONO-AE3-208 (selective EP4 antagonist) were kindly provided from ONO 

Pharmaceuticals Co. Ltd. (Tokyo, Japan).  

 

I. Gene Expression Experiments 

i. Extruction of total mRNA 

Expression of EPs: OCCM-30 cells were plated into 60 mm culture dishes (4×105 cells/dish) and 

cultured in α−MEM containing 10% FBS and ascorbic acid (AA)(50 μg/ml).  At confluence, total 

RNA was extracted with TRIzol® Reagent (Invitrogen).   

Expression of OCN and MMP-13: OCCM-30 cells were plated in 6 well plates (4×105 cells/well) 

and maintained in α−MEM containing 10% FBS and AA (50 μg/ml).  Upon reaching confluence, 

cells were switched to α−MEM containing 2% FBS and AA (50 μg/ml) with PGE2 (300 nM) or 

each EP agonist (1 μM).  To determine the effects of PGE2-EP4 pathway, the cells were pretreated 

with EP4 antagonist (1 μM) for 2 hours prior to the addition of PGE2 (300 nM).  After treatment 

for 7 days, total RNA was extracted with TRIzol® Reagent.  After digesting contaminating 

genomic DNA with DEOXYRIBONUCLEASE I (SIGMA-Aldrich), total RNA was purified with 

Quiaquick® PCR Purification Kit (QIAGEN KK, Tokyo, Japan).   
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ii. RT-PCR 

cDNAs were synthesized from 1 μg of total RNA using Rever Tra Dash (TOYOBO CO. LTD., 

Osaka, Japan).  Aliquots of total cDNA were amplified with KOD-Plus-DNA Polymerase 

(TOYOBO CO. LTD.).  The amplification was performed using a MyCyclerTM thermal cycler 

(BIO-RAD, Tokyo, Japan).  PCR followed using primer pairs, annealing temperatures and 

reaction cycles listed in Table 1.  PCR products were reduced on 1.5% agarose gels, 

electrophoresed at 100 mV and visualized by ethidium bromide.   

iii. Quantitative real-time RT-PCR  

cDNA was synthesized from 1 μg of total RNA as described above.  Real-time RT-PCR was 

performed in the Light Cycler System (light cycler quick system 350S, Roche Diagnostics GmbH) 

using LightCycler-FastStart DNA Master SYBR Green I (Roche Diagnostics GmbH, Mannheim, 

Germany) and specific primers for OCN and MMP-13 gene.  The primer pairs and annealing 

temperatures used here listed in Table 1.   

Reaction product was quantified (the LightCycler software version 3.5, Roche Diagnostics GmbH) 

with GAPDH as the reference gene.  Each experiment was repeated four times with comparable 

results. 

 

II. Mineralization  

Mineral nodule formation was detected by alizarin red S (ALZ), which stains for calcium.  
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OCCM-30 cells were plated in 24 well plates (5×104 cells/well) and cultured in α-MEM 

supplemented with 10% FBS and AA (50 μg/ml) for 24 hours.  Then medium was changed to 

α-MEM containing 2% FBS, AA (50 μg/ml), and sodium  β−glycerophosphate (10 mM) with PGE2 

(300 nM) or each EP agonist (1 μM).  After 3 weeks, the cells were fixed in a 3.5% formaldehyde 

neutral buffer solution, and then stained with ALZ.   

 

 

III. Activity of ALPase 

OCCM-30 cells were plated into 24 well plates (3×103 cells/well) and cultured in α−MEM 

containing 10% FBS and AA (50 μg/ml).  After 4 days, medium was changed to α−MEM 

containing 2% FBS and AA (50 μg/ml) and cells were treated with PGE2 (30 nM, 300 nM) or each 

EP4 agonist (0.1 μM, 1 μM).  At 7 days after treatment with regents, the quantitative analysis of 

ALP activity was performed by Bessey-Lowry enzymologic method (Alkaline-phospha B test; 

Wako, Osaka, Japan).  Each experiment was repeated four times with comparable results.   

 

 

Statistical analysis 

Each experiment was repeated four times with comparable results.  Data are expressed as means ± 

SD for each group.  Statistical differences between groups were evaluated by the multivariate 
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analysis of variance (ANOVA) at 0.05 levels.  The fisher’s test was used as the post hoc test at the 

5 % level of significance.   

 

Results 

Expression of EPs  

EP1, EP2, EP3 (α, β, γ) and EP4 mRNAs were expressed in OCCM-30 cells (Fig. 1A).   

 

Mineralization 

PGE2 (300 nM) and EP4 agonist (1 μM) markedly suppressed mineral nodule formation by 

OCCM-30 cells (Fig. 1B).  Other EP agonist did not affect mineral nodule formation in OCCM-30 

cells.   

   

Effects of PGE2 and EP agonists on ALP activity  

ALP activity was significantly suppressed with 30 nM and 300 nM of PGE2-stimulation at 7 days in 

OCCM-30 cells.  EP4 agonist (1 μM) also significantly suppressed ALP activity at 7 days (Fig. 2).  

 

Effects of PGE2 and EP4 agonists on expression of OCN and MMP-13 mRNA  

To further clarify the cell phenotype, as a cementum forming cell or a tissue destruction regulating 

cell, after long term incubation with PGE2, and EP4 agonist, transcripts for OCN (mineralization 
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related genes) and MMP-13 (an important inducible MMP involved in degradation of the 

collagenous matrix of bone and cartilage) were analyzed.  PGE2 (300 nM) and EP4 agonist (1 μM) 

significantly suppressed OCN mRNA expression and significantly increased mRNA levels of 

MMP-13 compared to that of control (Fig. 3A).  The effects of PGE2 on the expression levels of 

OCN mRNA and MMP-13 mRNA were eliminated completely by treatment with EP4 antagonist 

(Fig. 3B).   

 

Discussion 

In the present study we report that EP1, EP2, EP3 (α, β, γ), and EP4 are expressed in the mouse 

cementoblast cell line, OCCM-30 cells.  To our knowledge, this is the first report showing the 

expression of EPs in cementoblasts at mRNA level.  The finding indicates that all PGE2 –EP 

pathways exist in cementoblasts.   

ALZ staining showed suppressive effects of PGE2 and EP 4 agonist on mineralization in OCCM-30 

cells.  Under the same condition, other EP agonists did not show suppressive effect of the mineral 

nodule formation in OCCM-30 cells.  So in further examination, we focused on the effects of EP4 

on the function of cementoblasts.   

Numerous reports have highlighted the effects of PGE2 on ALP activity and mineralization in 

osteoblasts. 12, 13  It is well known that the effects of PGE2 on ALP activity were mediated by EP2 

and EP4 pathway. 14  Stimulation of both EP2 and EP4 causes an upregulation of adenylate 
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cyclase/cAMP system. 15, 16  In the present study, PGE2 and EP4 agonist significantly 

downregulated ALP activity in OCCM-30 cells at 7 days after treatment.  There are at least two 

explanations for this downregulation of ALP activity by PGE2 and EP4 agonist.  One possibility is 

that these changes are related to the stage of cementoblast differentiation.  It is well known that 

ALP expression and activity are increase with osteoblast maturation and then decreased with 

osteoid mineralization. 17, 18  Another possibility is that incubation with PGE2 may alter the cellular 

function of OCCM-30 from cementum forming cell into tissue destruction modulating cells.  

Therefore to clarify this point, we examined the effects of application of PGE2 and EP4 agonist on 

the expression of OCN (mineralization related genes) and MMP-13 (an important inducible MMP 

involved in degradation of the collagenous matrix of bone and cartilage 19) mRNA.  PGE2 and 

EP4 agonist decreased expression of OCN mRNA, whereas upregulated mRNA level for MMP-13.  

And EP4 antagonist eliminated the effects of PGE2 on OCN and MMP-13 mRNA expressions.  

Parathyroid hormone (PTH) and PTH-related protein downregulated BSP expression through 

increasing cAMP in cementoblasts and periodontal ligament cells. 20, 21, 22  As described above, 

PGE2 stimulates cAMP via EP2 and EP4 pathway. 15, 16  Thinking together, it is suggested that 

PGE2 downregulate OCN expression mainly via EP4-cAMP pathway in OCCM-30 cells.  

MMP-13 is expressed by differentiated phenotypes of the osteoblastic lineage. 23  Inflammatory 

cytokines such as TNF-α and IL-1β induced MMP-13 expression in chondrocytes and osteoblasts. 

24, 25  PGE2 also stimulated MMP-13 production by osteoblasts via EP4 pathway and contribute to 
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bone resorption. 26  Osteoblasts obtained from patients with rheumatoid arthritis are known to 

produce proinflammatory cytokines and PGE2 and considered to be involved in tissue destruction. 

27  Previously, we demonstrated that topical application of LPS to rat periodontal tissues in vivo 

enhanced the immuno-expression of cyclooxygenase-2 (COX-2; a synthetic enzyme of inducible 

PGE2) 28 and proinflammatory cytokines including TNF-α, IL-1β and IL-1α in cementoblasts and 

osteoblasts in vivo periodontal tissue. 29  Moreover, we demonstrated that IL-1α-stimulated IL-6 

production from OCCM-30 was upregulated by COX-2 dependent PGE2. 30  And it was reported 

that PGE2 induced osteoclasts formation mainly via EP4 pathway in osteoblasts. 31, 32  Therefore 

we consider that exposure to PGE2 changes cellular function of OCCM-30 from a cementum 

forming cell type to destruction modulating cell type like osteoblasts.   

Recently Camargo et al. showed that PGE2, EP1 and EP3 activators increased mineralization of 

OCCM-30. 33  The reason for the discrepancy from our data may be differentiation stage of 

cementblast with PGE2 stimulation.  In this study, we stimulated cementoblasts at high-cellular 

condition after confluency, which seemed to be more matured cells than their report. 33  Using 

MC3T3-E1 cells, Suda et al. reported that the effect of PGE2 is quite different between cells at 

confluency and those 5 days after confluency. 12  It was also indicated that responsiveness of 

primary osteoblasts to PGE2 may change during the culture period. 34  According to their results, 

PGE2-addition 3days before confluency stimulated mineralization but addition of PGE2 2 days after 

confluency markedly suppressed it.  Although PGE2 may stimulate cell differentiation of 
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immature cementoblasts via EP1 and EP3, it may inhibit mineralization of highly differentiated 

cementoblasts via EP4.  There is a possibility that this changing in balance of EP expression levels 

with cellular maturation caused these differences in responsiveness to PGE2.  Further studies are 

needed to clarify this point.   

In conclusion, in mature cementoblasts, OCCM-30, PGE2-EP4 pathway downregulated 

mineralization ability and upregulated MMP-13 production.  The present study suggests that 

mature cementoblasts located along tooth root surface may downregulate their mineralization 

ability and positively contribute to loss of connective tissue attachment through destruction of 

collagen via MMP production under inflammatory condition.   

 

Acknowledgments 

The authors thank Drs. Yumi Mada and Ikuko Ogawa for their advice and assistance.  This work 

was supported by a Grant-in Aid for Scientific Research (C) (number 16591827) from the Ministry 

of Education, Science, Sports and Culture, Japan.   

 



 
                                      Oka et al. 

  

 
 15  

References 

1. Carranza FA Jr., Bernard GW.  Clinical periodontology.  In: The tooth-supporting structures.  

In: Newman MG, Takei HH, Carranza FA Jr, eds.  Carranza’s Clinical Periodontology, 9 th ed.  

Philadelphia: W.B. Saunders 2002; pp.36-57. 

2. Matias MA, Li H, Young WG, Bartold PM 2003 Immunohistochemical localization of 

extracellular matrix proteins in the periodontium during cementogenesis in the rat molar. Arch 

of Oral Biol 48:709-16. 

3. Bosshardt DD, Degen T, Lsng NP 2005 Sequence of protein expression of bone sialoprotein 

and osteopontin at the developing interface between repair cementum and dentin in human 

deciduous teeth. Cell Tissue Res 320:399-407. 

4. Alexander DC, Martin JC, King PJ, Powell JR, Caves J, Cohen ME.  Interleukin-1 beta, 

Prostaglandin E2, and immunoglobulin G subclasses in gingival crevicular fluid in patients 

undergoing periodontal therapy. J Periodontol 1996; 67: 755–762. 

5. Cavanaugh PF Jr., Meredith MP, Buchanan W, Doyle MJ, Reddy MS, Jeffcoat MK.  

Coordinate production of PGE2 and IL-1β in the gingival crevicular fluid of adults with 

periodontitis: its relationship to alveolar bone loss and disruption by twice daily treatment with 

ketorolac tromethamine oral rinse. J Periodontal Res 1998; 33: 75–82. 

6. Namba T, Sugimoto Y, Negishi M, Irie A, Ushikubi F, Kakizuka A, et al.  Alternative splicing 

of C-terminal tail of prostaglandin E receptor subtype EP3 determines G-protein specificity.  



 
                                      Oka et al. 

  

 
 16  

Nature 1993; 365: 166–170. 

7. Negishi M, Sugimoto Y, Ichikawa A.  Molecular mechanism of diverse actions of prostanoid 

receptors.  Biochem Biophys Acta 1995; 1259: 109-119. 

8. Narumiya S, Sugimoto Y, Ushikubi F.  Prostanoid receptors: structures, properties, and 

functions.  Physiol Rev 1999; 79: 1193-1226.   

9. Mada Y, Miyauchi M, Oka H, Kitagawa M, Sakamoto K, Iizuka S, et al.  Effects of 

endogenous and exogenous prostaglandin E2 on the proliferation and differentiation of a mouse 

cementoblast cell line (OCCM-30). J Periodontol 2006; 77: 2051-2058.  

10. D’Errico JA, Ouyang H, Berry JE, Macneil RL, Strayhorn C, Imperiale MJ, et al.  

Immortalized cementoblasts and periodontal ligament cells in culture.  Bone 1999; 25: 39-47. 

11. D’Errico JA, Berry JE, Ouyang H, Strayhorn C, Windle JJ, Somerman MJ.  Employing a 

transgenic animal model to obtain cementoblasts in vitro.  J Periodontol 2000; 71: 63-72. 

12. Suda M, Tanaka K, Natsui K, Usui T, Tanaka I, Fukushima M, et al .  Prostaglandin E receptor 

subtypes in mouse osteoblastic cell line.  Endocrinology 1996; 137: 1698-1705. 

13. Kajii T, Suzuki K, Yoshikawa M, Imai T, Matsumoto A, Nakamura S.  Long-term effects of 

prostaglandin E2 on mineralization of clonal osteoblastic cell line (MC3T3-E1).  Arch Oral 

Biol 1999; 44: 233-241. 

14. Yokota K, Kusaka M, Ohshima T, Yamamoto S, Kurihara N, Yoshino T, et al.  Stimulation of 

prostaglandin E2 synthesis in cloned osteoblastic cells of mouse (MC3T3-E1) by epidermal 



 
                                      Oka et al. 

  

 
 17  

growth factor.  J Biol Chem 1986; 261: 15410-15415. 

15. Regan JW, Bailey TJ, Pepperl DJ, Pierce KL, Bogardus AM, Donello JE, et al.  Cloning of a 

novel human prostaglandin receptor with characteristics of the pharmacologically defined EP2 

subtype.  Mol Pharmacol 1994; 46: 213-220. 

16. Nishigaki N, Negishi M, Honda A, Sugimoto Y, Namba T, Narumiya S, et al.  Identification of 

prostaglandin E receptor ‘EP2’ cloned from mastocytoma cells as EP4 subtype.  FEBS Letters 

1995; 364: 339-341. 

17. Aubin JE, Liu F, Malaval L, Gupta AK.  Osteoblast and chondroblast differentiation.  Bone 

1995; 17: 77S-83S. 

18. Liu F, Malaval L, Aubin JE.  Global amplification polymerase chain reaction reveals novel 

transitional stages during osteoprogenitor differentiation.  J Cell Sci 2003; 116: 1787-1796. 

19. Sasano Y, Zhu Z-X, Tsubota M, Takahashi I, Onodera K, Mizoguchi I, et al.  Gene expression 

of MMP8 and MMP13 during embryonic development of bone and cartilage in the rat 

mandible and hind limb.  J Histochem Cytochem 2002; 50: 325-332. 

20. Ouyang H, McCauley LK, Berry JE, D'Errico JA, Strayhorn CL, Somerman MJ.  Response of 

immortalized murine cementoblasts/periodontal ligament cells to parathyroid hormone and 

parathyroid hormone-related protein in vitro.  Arch Oral Biol 2000; 45: 293-303. 

21. Ouyang H, McCauley LK, Berry JE, Saygin NE, Tokiyasu Y, Somerman MJ.  Parathyroid 

hormone-related protein regulates extracellular matrix gene expression in cementoblasts and 



 
                                      Oka et al. 

  

 
 18  

inhibits cementoblast-mediated mineralization in vitro.  J Bone Miner Res 2000; 15: 

2140-2153. 

22. Ouyang H, Franceschi RT, McCauley LK, Wang D, Somerman M.  Parathyroid 

hormone-related protein down-regulates bone sialoprotein gene expression in cementoblasts: 

role of the protein kinase A pathway.  Endocrinology 2000; 141: 4671-4680. 

23. Zhu Z-X, Sasano Y, Takahashi I, Mizoguchi I, Kagayama M.  Temporal and spatial gene 

expression of major bone extracellular matrix molecules during embryonic mandibular 

osteogenesis in rats.  Histochem J 2001; 33: 25-35. 

24. Uchida M, Shima M, Shimoaka T, Fujieda A, Obara K, Suzuki H, et al.  Regulation of matrix 

metalloproteinases (MMPs) and tissue inhibitors of metalloproteinases (TIMPs) by bone 

resorptive factors in osteoblastic cells.  J Cell Physiol 2000; 185: 207-214. 

25. Ling H, Recklies AD.  The chitinase 3-like protein human cartilage glycoprotein 39 inhibits 

cellular responses to the inflammatory cytokines interleukin-1 and tumor necrosis factor-α.  

Biochem J 2004; 380: 651-659. 

26. Miyaura C, Inada M, Suzawa T, Sugimoto Y, Ushikubi F, Ichikawa A, et al.  Impaired bone 

resorption to prostaglandin E2 in prostaglandin E receptor EP4-knockout mice.  J Biol Chem 

2000; 275: 19819-19823. 

27. Sugiyama T.  Involvement of interleukin-6 and prostaglandin E2 in periarticular osteoporosis 

of postmenopausal women with rheumatoid arthritis.  J Bone Miner Metab 2001; 19: 89-96. 



 
                                      Oka et al. 

  

 
 19  

28. Miyauchi M, Hiraoka M, Oka H, Sato S, Kudo Y, Ogawa I, et al.  Immuno-localization of 

COX-1 and COX-2 in the rat molar periodontal tissue after topical application of 

lipopolysaccharide.  Arch Oral Biol 2004; 49: 739-746. 

29. Miyauchi M, Sato S, Kitagawa S, Hiraoka M, Kudo Y, Ogawa I, et al.  Cytokine expression in 

rat molar gingival periodontal tissues after topical application of lipopolysaccharide.  

Histochem Cell Biol 2001; 116: 57-62. 

30. Noguchi K, Miyauchi M, Oka H, Komaki M, Somerman MJ, Ishikawa I, et al.  

Cyclooxygenase-2-dependent prostaglandin E2 up-regulates interleukin(IL)-1α-induced IL-6 

generation in mouse cementoblasts.  J Periodontol 2007; 78: 135-140. 

31. Suzawa T, Miyaura C, Inada M, Maruyama T, Sugimoto U, Ushikubi F, et al.  The role of 

prostaglandin E receptor subtypes (EP1, EP2, EP3, and EP4) in bone resorption: An analysis 

using specific agonists for the respective EPs.  Endocrinology 2000; 141: 1554-1559. 

32. Shoji M, Tanabe N, Mitsui N, Tanaka H, Suzuki N, Takeichi O, et al.  Lipopolysaccharide 

stimulates the production of prostaglandin E2 and the receptor Ep4 in osteoblasts.  Life Sci 

2006; 78:2012-2018.  

33. Camargo PM, Lagos R, Pirih FQM, Benitez A, Nervina JM, Tetradis S.  Prostaglandins E(2) 

and F(2alpha) enhance differentiation of cementoblastic cells.  J Periodontol 2005; 76: 

303-309. 

34. Kaneki H, Takasugi I, Fujieda M, Kiriu M, Mizuoch, S, Ide H.  Prostaglandin E2 stimulates 



 
                                      Oka et al. 

  

 
 20  

the formation of mineralized bone nodules by a cAMP-independent mechanism in the culture 

of adult rat calvarial osteoblasts.  J Cell Biochem 1999; 73: 36-48. 

 



 
                                      Oka et al. 

  

 
 21  

TABLE LEGEND 

Table 1.  Oligonucleotide primer sequences utilized in the RT-PCR.  
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FIGURE LEGENDS 

Fig. 1.  Expression of PGE receptor subtypes (EPs) mRNAs in OCCM-30 cells (A).  Effects of 

PGE2 and EP4 agonist on mineralization in OCCM-30 cells (B).  Cells were plated into 60 mm 

culture dishes (4×105 cells/dish) and cultured in α−MEM (10% FBS and 50 μg/ml AA).  Total 

RNA was extracted from confluent cells and expression of mRNA for EPs was examined by 

RT-PCR analysis.  OCCM-30 cells expressed EP1, EP2, EP3α, EP3β, EP3γ, and EP4 mRNAs (A).  

Mineral nodule formation was detected by alizarin red S (ALZ), which stains for calcium. Cells 

were placed in a 24 well plate at a density of 5 × 104 cells per well and cultured in α-MEM (10% 

FBS and 50 μg/ml AA) for 24 hours.  Then medium was changed to α-MEM (2% FBS, 50 μg/ml 

AA, 10mM sodium  β−glycerophosphate) with PGE2 (300 nM) or each EP agonist (1 μM).  After 

3 weeks, cells were fixed in a 3.5% formaldehyde neutral buffer solution, and then stained with 

ALZ.   

Fig. 2.  Effects of PGE2 and EP4 agonist on ALP activity in OCCM-30 cells.  OCCM-30 cells 

were plated into 24 well plates (3×103 cells/well) and cultured in α−MEM (10% FBS and 50 μg/ml 

AA).  After 4 days, medium was changed to α−MEM (2% FBS and 50 μg/ml AA) and cells were 

treated with PGE2 (30, 300 nM) or EP4 agonist (0.1, 1 μM).  At 7 days after treatment with 

reagents, the quantitative analysis of ALP activity was performed.  PGE2 and EP4 agonist 

significantly suppressed ALP activity in OCCM-30 cells.  Data are expressed as the mean ± SD of 

four independent experiments.  *; Significantly different from the culture with control (p<0.05), 
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**; (p<0.01).   

Fig. 3.  Effects of EP4 on OCN and MMP-13 mRNA expression in OCCM-30 cells.  OCCM-30 

cells were plated in 6 well plates (4×105 cells/well) and maintained in α−MEM (10% FBS and 50 

μg/ml AA).  Upon reaching confluence, cells were switched to α−MEM (2% FBS and 50 μg/ml 

AA) with PGE2 (300 nM) and EP4 agonist (1 μM).  To determine the effects of EP4 antagonists, 

the cells were pretreated with EP4 antagonist (1 μM) for 2 hours prior to the addition of PGE2 (300 

nM).  After treatment for 7 days, total RNA was extracted and used to synthesize cDNA, and 

quantitative real-time RT-PCR was used to check expression of OCN (mineralization related genes) 

and MMP-13 (an important inducible MMP involved in degradation of the collagenous matrix of 

bone and cartilage) mRNA.  Results were normalized to GAPDH as a reference gene.  Data are 

expressed as the mean ± SD of four independent experiments. *; Significantly different from the 

culture with control (p<0.05), **; (p<0.01).   
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Table 1

Sequence Products Ta Cycles Accession Reference
(bp) (℃) no.

RT-PCR
EP1 Forward 5'-TTAACCTGAGCCTAGCGGATG-3' 670 60 30 Suzawa et al.

Reverse 5'-CGCTGAGCGTATTGCACACTA-3'
EP2 Forward 5'-GGTGGTGCTGGCTTCATATT-3' 250 56 35 D50589

Reverse 5'-CAGGGAACAGAAGAGCAAGG-3'
EP3 α Forward 5'-CCTGGGTTTATCTGCTGCTAAG-3' 293 57 35 D10204

Reverse 5'-CTCGGTGTGTTTCCTGGCAAGG-3'
EP3 β Forward 5'-CCTGGGTTTATCTGCTGCTAAG-3' 199 57 35 D133321

Reverse 5'-CTCGGTGTGTTTAATGGCAAGG-3'
EP3 γ Forward 5'-CCTGGGTTTATCTGCTGCTAAG-3' 368 57 35 D17406

Reverse 5'-CTCTGGCAAAGACTCAAAATGC-3'
EP4 Forward 5'-GGTCATCTTACTCATCGCCACCTCTC-3 536 61 35 Suzawa et al.

Reverse 5'-TCCCACTAACCTCATCCACCAACAG-3'
GAPDH Forward 5'-CCACTCTTCCACCTTCG-3' 154 60 30 M32599

Reverse 5'-GTGGTCCAGGGTTTCTTAC-3'
Quantitive real-time RT-PCR
OCN Forward 5'-TAAGGTAGTGAACAGACTCCG-3 153 58 L24429

Reverse 5'-CCGTAGATGCGTTTGTAGG-3'
MMP-13 Forward 5'-AGGCTGAGCTCTTTTTGACA-3' 133 58 NM_008607

Reverse 5'-TCATAACCATTCAGAGCCCA-3'
GAPDH see above 65/58

Ta:annealing temperature
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