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Tooth erosion from an acidic insult may be exacer-
bated by toothbrushing. The purposes of this study 
were to develop an in vitro methodology to measure 
enamel loss after brushing immediately following an 
acidic episode and to investigate the effect of brushing 
with an anti-erosive toothpaste. The null hypotheses 
tested were that tooth erosion after brushing with the 
toothpaste would not be different from brushing with 
water and that a 1-hour delay before brushing would 
not reduce tooth erosion. Forty bovine enamel slabs 
were embedded, polished, and subjected to baseline 
profilometry. Specimens were bathed in hydrochloric 
acid for 10 minutes to simulate stomach acid exposure 
before post-acid profilometry. Toothbrushing was then 
simulated with a cross-brushing machine and followed 
by postbrushing profilometry. Group 1 was brushed with 
water; group 2 was brushed with a 50:50 toothpaste-
water slurry; and groups 3 and 4 were immersed in 
artificial saliva for 1 hour before brushing with water or 
the toothpaste slurry, respectively. The depth of enamel 
loss was analyzed and compared using 1-way analysis of 
variance and post hoc testing (α = 0.05). Greater enamel 
loss was measured in groups brushed with toothpaste 
than in groups brushed with water. One-hour immersion 
in artificial saliva significantly reduced enamel loss when 
teeth were brushed with water (group 3; P < 0.05) but 
not with toothpaste (group 4). This study established 
a protocol for measuring enamel loss resulting from 
erosion followed by toothbrush abrasion. The results 
confirmed the abrasive action of toothpaste on acid-
softened enamel.
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Dental erosion remains a significant dental health 
problem for many patients who experience recurrent 
acidic episodes. Exposure to intrinsic acids, such 

as those found in gastric refluxate, softens tooth enamel and 
causes tooth surface loss.1 Erosive tooth wear is found in all 
age groups.2 Recurrent acidic exposure can be a manifestation 
of systemic conditions, such as bulimia, acid reflux, pregnancy 
morning sickness, or frequent consumption of highly acidic 
foods and drinks.1,3,4 Dental erosion can result in extensive 
tooth damage, resulting in costly dental treatment to restore 
the teeth to their optimal form and function. Erosive wear is 
multifactorial, as biological, behavioral, and chemical factors 
can interact to further destroy or, in some cases, protect the 
tooth structure.1 

Dentists are in a unique position to detect the early signs of 
dental erosion in their patients and thus can help prevent or 
slow tooth destruction. A comprehensive knowledge of the risk 
factors involved—including the frequency of acidic exposure in 
patients suffering from systemic conditions—is imperative for 
developing customized home care regimens for these patients. 
Appropriate home care for patients who suffer from recurrent 
acidic episodes can be instrumental in the prevention and treat-
ment of acid erosion. 

Many patients are under the erroneous assumption that 
meticulous and overzealous brushing after the consumption of 
acidic foods and drinks or the regurgitation of stomach acids 
is an effective means to protect tooth structures from acid ero-
sion.5,6 However, enamel softened by acid exposure is inherently 
more susceptible to toothbrush abrasion.7,8 Brushing immedi-
ately after an acidic episode can intensify the tooth wear process 
significantly, whereas waiting to brush for 1 hour after acid 
exposure can decrease surface loss.9 

In an in vitro study, Dzakovich & Oslak found more tooth 
wear after the use of common commercial toothpastes than 
after brushing with water alone.10 The abrasivity of tooth-
pastes can be measured using the relative dentin abrasivity 
(RDA) method.11 Although toothpastes with high RDA values 
(indicating high abrasivity) reportedly often have higher clean-
ing potential, the relationship is not always straightforward.12 
Conventional fluoride toothpastes have been shown to reduce 
erosive tooth loss but to have limited efficacy if the erosion is 
followed by a brief toothbrushing session.13 

In a normal, healthy population, toothpastes containing 
sodium fluoride, stannous fluoride, or other cleaning ingre-
dients are effective in plaque removal and caries prevention. 
However, in patients suffering from systemic recurrent acidic 
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episodes with resultant erosive tooth wear, the same toothpastes 
can create further tooth destruction. A clinical case report veri-
fied increased tooth surface destruction in a bulimic patient who 
brushed immediately after vomiting.14 

Certain toothpastes are marketed as specifically formulated 
to help protect against acid erosion, including Sensodyne 
ProNamel (GlaxoSmithKline), which has an RDA value of 
35, among the lowest of any toothpaste on the market.12,15 
Unfortunately, there are few in vitro or clinical studies deter-
mining the effectiveness of these products. The present study 
aimed to develop an in vitro methodology to capture the very 
small enamel loss from a single episode of acid erosion followed 
by toothbrushing. Once established, the methodology was used 
to test 2 hypotheses. The first null hypothesis was that tooth 
surface destruction after an acidic episode followed by brush-
ing with a toothpaste marketed as being helpful against acid 
erosion would not be different from enamel loss after brushing 
with water. The second null hypothesis was that 1-hour immer-
sion in saliva before brushing would not reduce tooth erosion.

Materials and methods
Specimen preparation
Forty bovine teeth were cut into 5 × 10-mm enamel slabs and 
embedded in acrylic resin. The specimens were sequentially 
polished with 240-, 400-, and 600-grit silicon carbide paper fol-
lowed by 0.5- and 1.0-µm alumina suspensions.

Surface profilometry 
To obtain baseline profilometry measurements, each enamel 
specimen was placed on a wafer fixture with imprinted cross-
sectional markings in a profilometer (DektakXT, Bruker) (Fig 1). 
The markings were used to allow precise repositioning of the 
specimen at the different phases. The specimen was fixed with 
double-sided tape to the wafer base. The wafer fixture was then 
coupled to an X-Y auto stage with a single-arch bridge to reduce 
sensitivity to environmental conditions. The measurement 
parameters were set at 524-μm range, 4.995-μm resolution, 
4-mg stylus force, and 40 traces; the total scanning time was 
approximately 15 minutes.

Fig 1. Baseline profilometry of a tooth specimen.

Fig 2. Polytetrafluoroethylene tape 
protecting both edges of the tooth 
specimen from acid erosion and serving as a 
reference area for analysis of surface loss. 

Fig 3. Surface profilometry of an enamel specimen after acid 
erosion. The height of the enamel surface relative to the base of the 
specimen is shown by the color scale. The shoulder areas are higher 
than the middle portion because the shoulders were protected from 
acid erosion. 
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Hydrochloric acid erosion 
Both edges of the enamel slabs (known as shoulders) were cov-
ered with polytetrafluoroethylene tape to protect them from 
acid erosion (Fig 2). This design allowed the shoulder areas to 
be used as reference in the analysis of enamel loss. Specimens 
were immersed in 10 mM of hydrochloric acid (pH 1.5) for 
10 minutes before they were subjected to post-acid profilome-
try. An example of surface profilometry of an enamel specimen 
after acid erosion is shown in Fig 3.

Toothbrushing simulation 
Toothbrushing was carried out in a V8 cross-brushing machine 
(Sabri Dental Enterprises) using toothbrushes that met 
American Dental Association standards of soft-bristle brushes 
(Fig 4). The brushing was done at 1.5 Hz with 350 g of force 
for 1 minute. Enamel specimens were divided into 4 groups 
(n = 10). Group 1 was brushed with deionized water. Group 
2 was brushed with a 50:50 (by weight) Sensodyne ProNamel 
toothpaste and deionized water slurry. Specimens in groups 
3 and 4 were immersed for 1 hour in artificial saliva before 
brushing with deionized water (group 3) or the Sensodyne 
ProNamel–water slurry (group 4). The artificial saliva (pH 7.0) 
consisted of 1.5 mM of calcium chloride, 0.9 mM of mono-
potassium phosphate, 20 mM of 4-(2-hydroxyethyl)-1-piper-
azineethanesulfonic acid (HEPES), and 130 mM of potassium 
chloride in deionized water. After brushing, the enamel speci-
mens were subjected to postbrushing profilometry. 

Surface loss and statistical analysis
The data obtained for surface profilometry were uploaded to 
TalyMap Platinum 6.2 Profilometry analysis software (Taylor 
Hobson). Depths of enamel loss were calculated for each speci-
men, first after the acid treatment and then after the brush-
ing simulation, with the following formula: Depth of enamel 
loss = ED (shoulders) – ED (post-acid or postbrushing), where 
ED is the averaged depth over a selected area.

Comparisons among the tested groups were done using 
analysis of variance (ANOVA) followed by a Student-Newman-
Keuls post hoc test at a significance level of 0.05.

Results 
The depths of enamel loss are shown in the Table. The hydro-
chloric acid immersion used in this study to simulate exposure 
to stomach acid caused enamel losses in the range of 3-5 mm 
deep. There were no statistically significant differences in post-
acid enamel loss among the groups. 

Brushing after the acidic episode resulted in further loss of 
enamel. Differences in the surface loss between the post-acid 
and postbrushing stages were higher when brushing with the 
toothpaste than when brushing with deionized water, but 
the differences were not significant (ANOVA and post hoc 
test; significance level 0.05). One-hour immersion in artificial 
saliva significantly reduced enamel loss when specimens were 
brushed with water (group 3; significance level 0.05). However, 
the depths of enamel loss when specimens were brushed 
immediately or after 1-hour immersion in artificial saliva were 
not significantly different when the toothpaste slurry was used 
(groups 2 and 4). The differences between postbrushing and 
post-acid measurements were significantly greater in group 4 
than in group 3 (significance level 0.05).  

Discussion
Conventional toothpastes containing fluoride have been impor-
tant for basic caries prevention, and they may prevent erosive 
demineralization from daily exposure to food and drinks with 
high acidic content.13,16,17 Saliva plays an important role in remin-
eralizing at early stages of tooth erosion, which is characterized 
by a softened surface on the eroded lesion.18 However, patients 
who suffer from recurrent acidic episodes occasionally develop 
extensive tooth surface loss despite the fact that they regularly 
brush their teeth with fluoride-containing toothpastes. Enamel 
and dentin that are softened by acid erosion are vulnerable to 
mechanical abrasion, even from tongue movement.19 In addi-
tion, many patients with systemic conditions such as acid reflux 
or bulimia also have low salivary flow, which minimizes the 
neutralization and remineralization of the tooth surface.20,21 
To reduce the abrasive effects of these factors, patients are 
instructed to refrain from toothbrushing for at least 1 hour after 
an erosive attack.9,22

Fig 4. Simulated toothbrushing 
with a cross-brushing machine.

Table. Mean (SD) depth of enamel loss (in mm) after acid erosion and toothbrushing.

Measurement

Brushing immediately Brushing after 1 hour 

Group 1 Group 2 Group 3 Group 4

Post-acid 3.61 (1.87)a 2.83 (1.49)a 4.76 (1.64)a 3.97 (1.92)a

Postbrushing 5.66 (2.05)a 5.55 (1.57)a 6.54 (1.52)a 6.96 (2.14)a

Difference* 2.05 (0.55)ab 2.72 (1.48)ab 1.78 (1.10)a 2.99 (0.50)b

Groups: 1, brush with water alone immediately after acidic episode; 2, brush with toothpaste immediately after 
acidic episode; 3, brush with water alone after 1-hour storage in artificial saliva after acidic episode; 4, brush 
with toothpaste after 1-hour storage in artificial saliva after acidic episode. 

*Difference between postbrushing and post-acid values.

Mean values with the same superscript lowercase letter (in rows) were not significantly different (ANOVA and 
post hoc test; significance level 0.05). 
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Several commercial toothpastes that are designed specifically 
for anti-erosive action have been introduced recently. Certain 
ingredients in toothpaste (such as fluoride) can promote remin-
eralization and thus rehardening of an erosive lesion.23 However, 
toothpastes are used for brushing teeth, and the brushing itself 
is an abrasive action. This issue was highlighted in a study where 
conventional fluoride toothpastes reduced erosive tissue loss 
but had limited efficacy for preventing brushing abrasion.13 
Toothpaste formulations with anti-erosion claims were reported 
to be not better, or even less effective, than conventional sodium 
fluoride toothpaste.13  

In the present study, an in vitro erosion/abrasion model was 
established by creating eroded enamel lesions approximately 3-5 
mm deep. This was accomplished by exposing the tooth enamel 
to hydrochloric acid, which mimics stomach acid regurgita-
tion. Each acidic episode was followed by a 1-minute brushing 
period, which caused further enamel loss. The results of this 
study showed that the depth of enamel loss resulting from 
brushing with toothpaste or brushing with water was not signifi-
cantly different, and therefore the first null hypothesis was not 
rejected. In other words, any anti-erosive effect resulting from 
the active ingredient of the toothpaste was cancelled out by the 
abrasivity of the toothpaste. 

The second null hypothesis was that 1-hour immersion in 
saliva between the acid erosion and brushing procedures would 
not reduce tooth surface loss. A previous study reported that 

1-hour immersion in artificial saliva significantly increased 
the surface hardness of tooth enamel softened by acid erosion, 
although the hardness was not restored to its original value.24 
However, in another study, up to 4 hours’ storage in human 
saliva did not increase surface hardness or decrease tooth wear 
of the enamel after an erosive attack and subsequent brush-
ing abrasion using fluoride toothpaste.25 The results from the 
current study concur with the latter study when the brushing 
included use of the toothpaste-water slurry. Without the abra-
sivity of the toothpaste, however, the tooth surface loss was sig-
nificantly reduced after 1-hour immersion in artificial saliva and 
brushing with water alone. In other words, the 1-hour delay was 
not sufficient to remineralize the softened enamel enough to 
withstand the abrasivity of the toothpaste. Therefore, the second 
null hypothesis was partially rejected.  

The present results support those of Lussi et al, who found 
that exposure to natural saliva for any clinically relevant 
period of time was not sufficiently effective to decrease tooth 
surface loss.25 As a result, Lussi et al proposed that the recom-
mendation to delay toothbrushing after an erosive attack be 
reconsidered.25 Clearly, further study is needed to find the 
best approach for patients who suffer from recurrent acidic 
attacks. According to the manufacturer, Sensodyne ProNamel 
has a relatively low abrasivity index compared to most com-
mercially available toothpastes.15 Therefore, the amount 
of enamel loss that occurs with brushing may be different 

Fig 6. Severe tooth surface loss resulting from acid 
erosion and toothbrush abrasion in a patient with 
gastroesophageal reflux disease. Deep grooves from 
toothbrush abrasion surround the cervical composite 
restorations on the mandibular left canine and premolars.

Fig 5. Severe tooth surface loss resulting from acid erosion and 
toothbrush abrasion in a patient with gastroesophageal reflux 
disease. The cervical lesion on the mandibular left canine is 
associated with the use of chewing tobacco.
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when other toothpastes are used. This aspect is currently 
under investigation in a follow-up study by the authors of 
the present research. 

The clinical relevance of the erosion/abrasion model can 
be illustrated by 2 case descriptions. A 29-year-old man with 
extensive tooth erosion from gastroesophageal reflux dis-
ease (GERD) had acid regurgitation for more than 10 years. 
Generalized loss of tooth enamel on the anterior teeth was 
noticeable (Fig 5). In addition, crater-shaped, noncarious 
cervical lesions were observed on the mandibular left canine 
and second premolar. The cervical lesions were a result of 
smokeless (“chewing”) tobacco. A form of smokeless tobacco 
known as snuff is popular in the United States. Snuff is finely 
ground tobacco, usually placed between the bottom lip and 
the gingiva.26 Smokeless tobacco typically contains abrasive 
substances that cause abrasion on teeth already vulnerable as a 
result of acid erosion.

In another case of abrasive tooth wear on acid-eroded teeth, 
a 49-year-old man had extensive tooth erosion and history of 
GERD for more than 30 years. The patient reported almost 
nightly acid regurgitation. He practiced vigorous toothbrushing 
to eliminate the bitter taste of the refluxate. He had numerous 
cervical lesions, some of which had been restored with compos-
ite resin (Fig 6). The effects of toothbrush abrasion were appar-
ent as deep grooves surrounding composite restorations on the 
mandibular canines and premolars.

Proper oral care behavior is critical in maintaining oral health. 
Toothbrushing after an acid attack may do more harm to the 
acid-softened teeth via mechanical debridement. A case report 
by Harrison et al is illustrative.14 They described 2 bulimic 
women in their 30s who had undergone purging episodes 
approximately 3 times a day for 6 and 13 years, respectively. The 
patient with 13 years of purging had relatively minor enamel 
erosion, whereas the patient with 6 years of purging had exten-
sive erosion. The latter patient had completely lost her lingual 
enamel into dentin pulp chambers beneath the dentinal surface. 
The authors observed that the discrepancy in tooth destruction 
might have been the result of the different toothbrushing habits 
of the patients. The patient with less severe erosion did not 
brush immediately after purging episodes, whereas the patient 
with more extensive destruction did.14 For ethical reasons, this 
observation cannot be tested in a clinical study, but the results 
of the current study offer support for the authors’ explanation; 
the in vitro method developed for the current study can help to 
investigate and propose treatment and prevention strategies.

General dentists play an important role in the diagnosis and 
management of tooth erosion. Recognizing the contributing 
factors enables practitioners to advise their patients. This study 
showed that brushing with toothpaste resulted in further loss 
of acid-softened enamel due to the dentifrices’ abrasive compo-
nents, even in a toothpaste designed to be anti-erosive. A 1-hour 
delay before brushing only helped to reduce enamel surface 
loss if the brushing was done without toothpaste. However, it 
is important to acknowledge patients’ need to clean their teeth 
after an acidic episode. The dental profession must develop 
other innovative options that avoid abrasivity and promote 
enamel rehardening for patients for whom toothbrushing, with 
or without toothpaste, is not a viable option.

Conclusion
This study established an in vitro protocol for measuring enamel 
loss after an episode of acid erosion followed by 1 minute of 
brushing. Findings confirmed the abrasive action of toothpaste 
on acid-softened enamel, despite the anti-erosive properties 
of the dentifrice. A delay of 1 hour was not sufficient to allow 
enough remineralization to reduce tooth surface loss resulting 
from abrasion when enamel was brushed with toothpaste fol-
lowing acid erosion.

Author information
Dr Dehghan is an associate professor and the associate director, 
Division of Esthetic Dentistry, and Dr Tantbirojn is a professor, 
Department of Restorative Dentistry, University of Tennessee 
Health Science Center, College of Dentistry, Memphis, where 
Dr Ozorio is a former postdoctoral associate, Department of 
Bioscience Research, and currently is a resident, Department 
of Endodontics; Dr Versluis is a professor and director of 
biomaterials research, Department of Bioscience Research; 
and Dr Garcia-Godoy is a professor and the senior executive 
associate dean for research, Department of Bioscience Research. 
Dr Chanin is a former summer research student, University 
of Tennessee Health Science Center, College of Dentistry, 
Memphis, and currently is an orthodontic resident, Oregon 
Health & Science University, Portland. 

Acknowledgments
This study was supported by the UTHSC College of Dentistry 
Alumni Endowment Fund and the Tennessee Dental 
Association Foundation.

Disclosure
Drs Dehghan and Tantbirojn are inventors on a pending patent 
application, “Methods and composition for preventing and 
treating tooth erosion” (WO2014134463 A1; February 28, 2014). 
Other coauthors have no financial, economic, commercial, or 
professional interests related to topics presented in this article.

References
1.	 Lussi A. Erosive tooth wear - a multifactorial condition of growing concern and increasing 

knowledge. Monogr Oral Sci. 2006;20:1-8.
2.	 Calvadini C, Siega-Riz AM, Popkin BM. US adolescent food intake trends from 1965 to 1996. 

Arch Dis Child. 2000;83(1):18-24. 
3.	 Pace F, Pallotta S, Tonini M, Vakil N, Bianchi Porro G. Systematic review: gastro-oesophageal 

reflux disease and dental lesions. Aliment Pharm Ther. 2008;27(12):1179-1186.
4.	 de Moor RJ. Eating disorder-induced dental complications: a case report. J Oral Rehabil. 

2004;31(7):725-732.
5.	 Lussi A, Hellwig E. Risk assessment and preventive measures. In: Lussi A, ed. Dental Erosion: 

From Diagnosis to Therapy. Basel, Switzerland: Karger Medical and Scientific Publishers; 
2006:190-191.

6.	 Conviser JH, Fisher SD, Mitchell KB. Oral care behavior after purging in a sample of women 
with bulimia nervosa. J Am Dent Assoc. 2014;145(4):352-354.

7.	 Lussi A, Hellwig E, Zero D, Jaeggi T. Erosive tooth wear: diagnosis, risk factors and preven-
tion. Am J Dent. 2006;19(6):319-325.

8.	 Davis WB, Winter PJ. The effect of abrasion on enamel and dentine after exposure to dietary 
acid. Br Dent J. 1980;148(11-12):253-256.

9.	 Attin T, Knöfel S, Buchalla W, Tütüncü R. In situ evaluation of different remineralization periods 
to decrease brushing abrasion of demineralized enamel. Caries Res. 2001;35(3):216-222.

10.	 Dzakovich JJ, Oslak RR. In vitro reproduction of noncarious cervical lesions. J Prosthet Dent. 
2008;100(1):1-10. 

11.	 Hefferren JJ. A laboratory method for assessment of dentrifrice abrasivity. J Dent Res. 1976; 
55(4):563-573.



Protocol for measurement of enamel loss from brushing with an anti-erosive toothpaste after an acidic episode

68	 GENERAL DENTISTRY July/August 2017

12.	 Schemehorn BR, Moore MH, Putt MS. Abrasion, polishing, and stain removal characteristics of 
various commercial dentifrices in vitro. J Clin Dent. 2011;22(1):11-18. 

13.	 Ganss C, Lussi A, Grunau O, Klimek J, Schlueter N. Conventional and anti-erosion fluoride 
toothpastes: effect on enamel erosion and erosion-abrasion. Caries Res. 2011;45(6):581-589.

14.	 Harrison JL, George LA, Cheatham JL, Zinn J. Dental effects and management of bulimia ner-
vosa. Gen Dent. 1985;33(1):65-68.

15.	 GSK. Sensodyne. Tooth Sensitivity FAQs. 2016. https://us.sensodyne.com/faqs/. Accessed 
March 15, 2017.

16.	 Twetman S. The evidence base for professional and self-care prevention—caries, erosion and 
sensitivity. BMC Oral Health. 2015;15(Suppl 1):S4.

17.	 Huysmans MC, Jager DH, Ruben JL, Unk DE, Klijn CP, Vieira AM. Reduction of erosive wear in 
situ by stannous fluoride-containing toothpaste. Caries Res. 2011;45(6):518-523.

18.	 Amaechi BT, Higham SM. In vitro remineralisation of eroded enamel lesions by saliva. J Dent. 
2001;29(5):371-376.

19.	 Gregg T, Mace S, West NX, Addy M. A study in vitro of the abrasive effect of the tongue on 
enamel and dentine softened by acid erosion. Caries Res. 2004;38(6):557-560.

20.	 Paszyńska E, Jurga-Krokowicz J, Shaw H. The use of parotid gland activity analysis in 
patients with gastro-esophageal reflux disease (GERD) and bulimia nervosa. Adv Med Sci. 
2006;51:208-213.

21.	 Dynesen AW, Bardow A, Petersson B, Nielsen LR, Nauntofte B. Salivary changes and dental 
erosion in bulimia nervosa. Oral Surg Oral Med Oral Pathol Oral Radiol Endod. 2008;106(5): 
696-707.

22.	 Burkhart N, Roberts M, Alexander M, Dodds A. Communicating effectively with patients sus-
pected of having bulimia nervosa. J Am Dent Assoc. 2005;136(8):1130-1137.

23.	 Fowler C, Willson R, Rees GD. In vitro microhardness studies on a new anti-erosion desensi-
tizing toothpaste. J Clin Dent. 2006;17(4):100-105.

24.	 Fitzhugh A, Dehghan M, Versluis D, Simon JF. Effectiveness of a neutralizing mouthwash in 
rehardening softened enamel. J Cosmetic Dent. 2014;30(3):72-79.

25.	 Lussi A, Lussi J, Carvalho TS, Cvikl B. Toothbrushing after an erosive attack: will waiting avoid 
tooth wear? Eur J Oral Sci. 2014;122(5):353-359.

26.	 Wathen J. Navy and Marine Corps Public Health Center. Smokeless Tobacco Fact Sheet. 
http://www.med.navy.mil/sites/nmcphc/Documents/health-promotion-wellness/ 
tobacco-free-living/Smokeless-Tobacco-Fact-Sheet.pdf. Accessed March 15, 2017.


