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Purpose:

The Acceptance Program applies to dental products for which
safety and usefulness has been established by biological,
laboratory, and/or clinical evaluations where appropriate.
Accordingly, the purpose of these Guidelines is to provide a
structure upon which chemotherapeutic products for control of
gingivitis can be considered for ADA Acceptance.

Scope:

These guidelines apply to products used for the control of
gingivitis and, if applicable, supragingival dental plaque,
through the use of chemotherapeutic agents. Products that
control gingivitis solely by the mechanical removal of plaque will
not be considered by these guidelines. Examples of products
evaluated under these guidelines include mouthrinses and
dentifrices containing agents that would destroy, inhibit or
modify plaque, including its pathogenicity for gingivitis, and
microbiologic growth in general, products that modify the
attachment of plaque microorganisms to their natural sites, and
products that act by other antimicrobial mechanisms to reduce
or prevent gingivitis.

NOTICE REGARDING SUBMISSIONOF COPYRIGHTED MATERIALS
To make the review of submissions to the ADA Acceptance Program as efficient as possible, the Council on Scientific Affairs
provides copies of submitted materials to Council members and consultant reviewers, and also posts submitted materials to an area
of the ADA's web site the access to which is restricted to Council members and staff.
BY MAKING A SUBMISSION, YOU ARE REPRESENTING AND WARRANTING TO THE COUNCIL ON
SCIENTIFIC AFFAIRS AND THE ADA THAT YOU HAVE OBTAINED SUFFICIENT PERMISSION(S) FROM
THE COPYRIGHT OWNER(S) OF ANY COPYRIGHTED MATERIAL INCLUDED WITH YOUR SUBMISSION
TO ALLOW FOR THE PUBLICATION AND DISTRIBUTION OF THAT MATERIAL BY THE ADA DESCRIBED
ABOVE, AND AGREE TO INDEMNIFY AND HOLD ADA HARMLESS FROM ANY AND ALL CLAIMS
ARISING FROM SUCH PUBLICATION OR DISTRIBUTION.
If you have questions, please contact 312.440.3528.
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I.

SUBMISSION DIRECTIONS
1.

General Information
A. Submissions are to be sent to the Council Office:

Director, Acceptance Program
Council on Scientific Affairs
American Dental Association
211 East Chicago Avenue
Chicago, Illinois 60611-2637
B. Submissions should be sent in electronic format (For example, CDs, flash drive or

email).
C. Include draft copies of packaging and labeling with the claims that you propose to use

if the product is awarded the ADA Seal. Once the product is Accepted, forward final
copies of packaging and labeling from the actual marketed product for our records.
Individual ads/promotional materials/websites do not need to be submitted for
approval by the Council.
D. The submission fee is a one-time, non-refundable fee and is required before review

begins (please contact Acceptance Program staff for the appropriate fee for your
submission). This fee should be included with your submission. Maintenance fees
are billed to the company in January of every year.
E. Notification of Council action on a submission will vary depending on whether a

submission must be reviewed by the Council at one of its meetings, or if it can be
reviewed by an e-mail ballot. The method of review depends on several factors (e.g.
the complexity of the submission, the proposed effectiveness claims, etc.). Seal
Program staff can advise which method is appropriate for a particular submission.
Following are approximate notification times after Council action:
• Council meeting = 2-4 weeks following the Council meeting
• E-mail ballot = 4-6 weeks following receipt of a complete submission
More time may be required if additional information or clarification is needed from the
manufacturer.
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F. When a product is classified as “Accepted” (i.e. is awarded the ADA Seal of

Acceptance), the Acceptance period is 5 years. Manufacturers will be contacted
approximately 6 months prior to expiration of the current Acceptance period to
complete the requirements for the next 5 year Acceptance period. Since companies
are required to notify the Council prior to making any changes to an Accepted
product or to its labeling at any time during the 5 year Acceptance period, the
reacceptance process is usually quick, and requires no additional studies*. (*One
exception would be if an Acceptance Guideline for the product had been revised
during the Acceptance period to require new types of studies. In this case, the
company would need to meet the new Guideline criteria for continued Acceptance.)
G. Classification of a product under the Acceptance Program is subject to the conditions

stated in the Agreement Governing Use of ADA Seal of Acceptance.

II. INFORMATION TO BE SUBMITTED
1.

Product Information
A. Name of product (to be used in listing)
B. Name of company
C. Evidence of FDA approval to market 1, if applicable (e.g., 510 (k) letter, pre-market

approval [PMA], NDA.)
D. Claims of safety and efficacy

i. All claims of efficacy, including all health benefit claims, (e.g., gingivitis
reduction), and all claims which imply a health benefit (e.g., plaque reduction)
must be documented. These claims include but are not limited to “reduces
plaque/gingivitis”, “prevents plaque/gingivitis”, “fights the gum disease
gingivitis”, “fights bleeding gums”, and “reduces swollen gums”.
ii. The studies (or parts of studies) that provide documentation for each claim
must be identified.
iii. The Council believes that because plaque is the etiologic agent for gingivitis
and other oral diseases, the only Accepted chemotherapeutic products that
will be allowed to make plaque control or plaque modification claims will be
those that can also demonstrate a significant effect against gingivitis. If a
product can only demonstrate a significant plaque reduction without a
concomitant significant reduction in gingivitis, it will not be eligible for
Acceptance.
E. Product description

i. Chemical composition or components of product and purpose of the various
ingredients
ii. Material Safety Data Sheet (MSDS) (if applicable)
iii. Design of the product (if applicable)

1

This requirement may be waived by the Council during the evaluation period. Evidence must be provided prior to use of the ADA
Seal if the product is Accepted
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F. Instructions

i. Intended purpose of product
ii. Include indications and contraindications for use, warnings, limitations, etc.
G. Labeling/Packaging

All labeling/packaging must be approved by the Council before use. Companies may
submit draft copy for approval.
2.

Quality
Describe or list the quality procedures for manufacturing and testing of the product which
demonstrate compliance with Good Manufacturing Practices.

3.

Safety Data
Data supporting product safety should include clinical studies (See Appendix A) in which
oral soft tissues and teeth are examined and appropriate toxicological and
microbiological studies demonstrating that pathogenic or opportunistic microorganisms
are not selected for over the course of the study.
A. Effect on oral soft tissues

Evidence that the antigingivitis products do not adversely affect oral soft issues
should be provided. Subjects should be examined in the course of the 6-month
studies for the presence of pathologic conditions such as oral ulceration, candidiasis,
or other secondary infections of the oral mucosa that may be manifestations of the
proliferation of opportunistic microorganisms.
B. Effect on teeth

Evidence of the lack of effects of antigingivitis products on teeth should be provided.
C. Toxicology

Information submitted for products containing chemotherapeutic agents shall include
assessments of possible toxic effects of the active agent or adverse effects of the
product formulation. These should include standard toxicological profiles depending
on the particular product. All products must submit data on the mutagenicity and the
carcinogenicity of the product or its active agents. It is also recommended that data
be provided on the effect of the product, if any, on taste sensation, staining of oral
tissue, or other characteristics that may be unique to the active formulation.
D. Microbiology

Evidence of the effects on oral flora should be provided from at least one of the 6month studies to determine if opportunistic and pathogenic organisms develop.
Microbiological data can be obtained from a subset of subjects.
4.

Efficacy Data
A. Clinical gingivitis studies to show effectiveness
Product efficacy must be demonstrated by two independent 2, well-designed, 6-month
clinical studies utilizing a placebo control and conducted by independent

2

Independent Studies = Clinical studies* of similar design, conducted at different sites (where at least one site is not under direct
control of the sponsoring company), by different investigators and using different study subjects and an appropriate control**.
“Direct control” does not prohibit monitoring of the investigation by the company for legitimate business purposes, as long as such
monitoring does not interfere with the scientific autonomy of the investigators.
*double blind when possible
**as defined in this guideline
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investigators. All published studies showing the effectiveness of the product must be
referenced, including studies that do not show any effect. All proprietary studies,
including those that do not show any effect, must also be provided.
Studies should assess the ability of a chemotherapeutic agent to prevent or reduce
gingivitis, and to inhibit or reduce plaque formation or plaque pathogenicity. Masked
studies are required. At least one study should be conducted on a US population.
Populations selected for the studies must be representative of individuals for whom
the product is intended, which, in most cases, would be individuals with mild to
moderate gingivitis. Trials must report all treatment groups.
i. Statistically significant reductions in both the clinical manifestations of gingivitis
and the inhibition of or reduction of plaque or plaque pathogenicity must be
demonstrated. Reductions relative to plaque and gingivitis should be
demonstrated after 6 months of use in two studies and be measured against a
placebo control rather than baseline scores. The product must show clinical
significance in gingivitis reduction compared to the placebo control.
ii. Clinical Study gingivitis measurements shall demonstrate:
a. that the estimated proportionate reductions [i.e., (control-active)/control] be no
less than 15% in favor of the active treatment in each study with a confidence
interval of ñ 10%, and statistically significant in each of the two studies;
b. that, in addition, the arithmetic mean of the estimated proportionate reductions
[i.e., (control-active)/ control] across the above studies be no less than 20%.
For example, two studies exhibiting statistically significant reductions of 20% or more
in both indices would meet these criteria, as would two studies with respective
statistically significant reductions of 27% and 15% for the selected bleeding index
and 17% and 24% for the Loe-Silness G I.
"Proportionate reduction" above refers to a comparison of the active therapy to the
control at the end of the study, rather than to reductions from an initial baseline level,
and presumes that randomization has produced initially comparable active and
control clinical samples, or that fully appropriate statistical adjustment has been used
for randomization failures.
B. Clinical study plaque measurements

Plaque measurements shall demonstrate that quantitative plaque reductions or
reductions in plaque pathogenicity, for those products whose antigingivitis action is
through an effect on plaque, are statistically significantly different from control.
C. Microbiology

Evidence that the product does not cause microbial resistance to develop should be
provided from at least one of the 6-month studies (i.e. MIC/MBC and kill kinetics
data). Microbiology data can be obtained from a subset of subjects.
D. The most likely mechanism of action should be given.

Acceptance Program Guidelines: Chemotherapeutic Products for Control of Gingivitis
November 2011

5

5.

Surrogate studies to show effectiveness
In some cases where a submitted product contains the same active agent(s) that is/are
contained in products that have received the ADA Seal based on the results of clinical
safety and effectiveness studies, surrogate testing will suffice in lieu of these clinical
studies. Basically, surrogate testing applies to products for which the Council has
reviewed a number of clinical studies showing that the active ingredient(s) is/are safe
and effective for producing the intended benefit. The Council makes the determination
when surrogate testing will suffice. The Director, Acceptance Program, can inform
companies if a particular active agent/active agent combination meets this surrogate
testing exception.
If a product qualifies for Acceptance using surrogate testing for products covered by the
Chemotherapeutic Products for the Control of Gingivitis Guidelines, the following
surrogate testing may be submitted in lieu of clinical safety and efficacy studies:
• Chemical equivalence: ingredient breakdown and fingerprint analysis
• Safety: Oral irritation/sensitization clinical study
• Efficacy: Determination of MIC, MBC and kill kinetics against representative aerobic
and anaerobic bacteria associated with gingivitis
The Surrogate Tests Required for Anti-Gingivitis Mouthrinses can be found in
Appendices B & C.

6.

Comprehensive Bibliography Concerning the Product

7.

Copies of Most Significant Articles

8.

Appendices
Detailed descriptions of test evaluation methods and any other defined areas should be
included with any reports submitted to the ADA Council on Scientific Affairs.

III. STATEMENT TO BE USED FOR PRODUCTS ACCEPTED UNDER THESE GUIDELINES*
“The ADA Council on Scientific Affairs’ Acceptance of (product name) is based on its finding
that the product is effective in helping to prevent and reduce gingivitis and plaque above the
gumline, when used as directed.”
Note: “and plaque above the gumline” can be removed for gingivitis reduction only.
*This statement will be modified to include other demonstrated indications or mechanisms of
action.
IV. REFERENCES
The following references were used in the development of these Guidelines. They can be
consulted for a more detailed discussion of issues addressed in these Guidelines. For more
information regarding clinical trials and clinical trial reporting refer to FDA or ISO documents.
1. Council on Dental Therapeutics Guidelines for Acceptance of Chemotherapeutic
Products for the Control of Supragingival Plaque and Gingivitis. J Am. Dent. Assoc 1986;
112:529–532.
2. Recommended Revisions to American Dental Association Guidelines for Acceptance of
Chemotherapeutic Products for Gingivitis Control. J Periodont Res 1994; 29:299–304.
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Appendix A
CLINICAL PROTOCOL GUIDELINES
The following guidelines are given for the design and conduct of clinical studies for the
evaluation of chemotherapeutic agents to provide evidence of effectiveness and safety in the
control of gingivitis and, if applicable, supragingival plaque. The clinical benefit of plaque control
can best be demonstrated by a significant reduction in gingivitis. For products that accomplish
their antigingivitis effectiveness through plaque reduction, it will be necessary to demonstrate
statistically significant reductions in both plaque and gingivitis by the products. For products that
do not exert their antigingivitis effect through plaque reduction, it will be necessary to
demonstrate a statistically significant reduction in gingivitis and supporting data for the
mechanism of action. In each study, the active product should be compared with a placebo
control. In addition, a positive control may be added. Designs employing either crossover or
parallel groups are acceptable. Because of a possible retained effect of some agents, care must
be taken in a crossover design to include an adequate latent period between study periods.
Additionally, the crossover design may not be practical in the long-term studies required for
adequate evaluation of product efficacy. When the indices used allow accurate repeated
measures, it is necessary to provide a measure of intra- and inter-evaluator variance.
Examiners should be capable, at a minimum, of replicating their own scores to a high degree on
a site-by-site basis. A Kappa statistic of 0.6 would indicate satisfactory calibration for gingivitis.
An attempt should be made to assess the level of compliance of the subjects in the study.
Manufacturers are encouraged to submit their clinical protocols to the Council for review prior to
the start of clinical studies.
Sample Size
A sufficient number of subjects should be enrolled in the study to ensure that appropriate
statistical tests can be performed.
Study Duration
The studies will be conducted for a minimum of 6 months. Measurements will be taken at least
at baseline (prior to the study), at 6 months, and at an intermediate period.
Study Design
Each subject will have a complete oral cavity examination to determine eligibility for the study.
Studies should be conducted with populations and under conditions that the product is expected
to be used. Both genders should normally participate; the age of the study populations and the
levels of gingivitis should be representative of those patients for whom the product is intended;
the frequency of use of the product should be representative of actual use of the product in
practice; and the user should be instructed in the proper use of the product but not necessarily
supervised. Subjects should not be taking medication which alters gingival
appearance/bleeding. Also they should not have taken such medications within one month of
initiation of the study. Other criteria for inclusion/exclusion of subjects must be provided.
If a protocol is designed to test a product to be used for a specific indication where a preprophylaxis baseline is not required, for example, a reduction in existing gingivitis claim,
appropriate modifications should be made in the study.
Safety Assessments
A. Oral Soft Tissue Assessment
Refer to Section 7 A. Safety assessments must be made at each measurement period.
B. Oral Hard Tissue Assessment
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Refer to Section 7 B. Safety assessments must be made at each measurement period.
C. Toxicology Assessment
Refer to Section 7 C.
D. Microbiological Assessment
The objective of the microbial safety assessment of plaque is to determine whether there are
shifts in the balance of pathogenic or opportunistic flora that might have an adverse effect on
oral tissues, or contribute to the progression of microorganisms in the flora from nonperiodontal pathogens to those that are pathogenic.
Plaque should be harvested in such a way from the areas chosen for sampling that an
objective evaluation of the flora can be made. It is suggested that the sample be recorded as
recoverable counts per representative pooled plaque sample from the individual. Methods
that require that total plaque be harvested from each area chosen for sampling and counts
recorded as either counts per tooth or counts per milligram of wet plaque weights are
acceptable as an additional method of documentation.
Microbiological plaque samplings should be incorporated into the design of the study and
taken at the beginning and end of the study for control and test groups. It is recommended,
but not required, that consideration be given to include a microbiological assessment of posttreatment plaque in the study design. A subset of the participants would be acceptable for
samplings at selected time periods.
i. Estimates of total plaque bacteria
Plaque samples of a subset representative of the population in the study should be
collected and grown in a nonselective medium. A count of bacteria should be made to
estimate total bacterial load.
ii. Estimates of representative plaque bacteria
Plaque samples should be grown on media selective for appropriate representative groups
of microorganisms. The use of dark-field or phase contrast microscopy would be an
additional method suitable for identifying motile forms. A count and microscopic analysis
should be made to estimate plaque content of representative populations of
microorganisms that are normally found in plaque or are associated with gingivitis.
iii. Shifts in pathogenic or opportunistic organisms
The data should clearly characterize the oral flora in the control group compared with the
test group in terms of normal populations identified in supragingival plaque. A6-month
study should demonstrate that although a shift or change in the species of these bacteria
may occur, a shift to predominately gram-negative, anaerobic, and motile forms should not
occur. It shall be demonstrated that microorganisms that have been associated with
periodontitis do not develop supragingivally during the course of a clinical study.
Opportunistic organisms (such as yeasts and gram-negative enteric bacteria) shall also
not develop during the study.
Efficacy Assessments
A. Gingivitis Assessments
Methods should be selected that measure gingivitis using both subjective and objective
criteria. A comprehensive gingivitis index which incorporates both bleeding and visual
appearance, e.g., Löe & Silness (Acta Odon 1963 21:533) may be used. Alternatively, an
index of gingival bleeding (e.g., Eastman Interdental Bleeding Index), coupled with a purely
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visually-based gingivitis index may be used. Other indices in addition to those mentioned
above that have been shown to measure gingival health may also be used. Justification for
the particular gingival indices used must be provided.
The gingival indices used should be simple to use with a minimum of time and expense;
criteria for assessing the stages of gingivitis should be clear and understandable; the clinical
manifestations of the disease process should be measurable at all stages; and the data from
the index should be amenable to statistical treatment. Accurate indices should be used to
assess the proper severity of the condition and the localized effects of treatment.
B. Plaque Assessments
Plaque area will be determined at each examination using a well-recognized plaque index,
e.g., Turesky et al. (J Periodont 1970; 41:41). Justification for the particular plaque index
used must be provided. Measurements of plaque pathogenicity, if applicable to the product’s
mechanism of action, will be determined.
C. Statistical Analysis
Mean group whole mouth scores for plaque and gingivitis on all surfaces will be compared at
baseline, 6 months, and at an intermediate period with appropriate statistical tests in at least
one study. Ramfjord teeth may be used for any additional studies. If more than two groups
are being evaluated appropriate multiple comparison tests should be used. The basis for
statistical sizing must be provided in the protocol. Information to be provided includes
expected examiner variance, the targeted alpha and beta values, the estimated drop-out rate,
and the targeted treatment differences.
Basic documentation should include summary statistics of outcomes and potentially important
prognostic variables, by treatment. In multi-center trials, these should be reported separately
for each participating center, as well as for all centers combined.
If the trial employs stratified randomization in the design, the analysis should reflect this. The
distributions of important prognostic factors should be compared across treatment groups,
and statistical adjustment employed where disparities in prognostic variables may have
seriously influenced outcome comparisons. In multi-centered trials, the possibility and nature
of treatment by center interactions should be examined. Among many possible technical
approaches to statistical analysis, analyses of variance or covariance, original categorical
analyses, and rank analyses are typically considered. Mention of these approaches by no
means precludes use of other techniques as appropriate to the study design and variables
employed. Although whole-mouth mean scores should be used in the primary analyses of the
gingivitis clinical trials, site-specific data (e.g., from the interdental papillae) may provide
additional information of special clinical relevance for some products, in which case they may
also be tracked and suitably analyzed. Analyses of separate observations at individual sites
should appropriately account for correlations of site-based measurements within the same
subject.
D. Microbial Assessment
The objective of the microbial efficacy assessment of plaque is to ensure that microbial
resistance of the bacteria related to gingivitis does not develop. This is determined by
performing MIC, MBC and kill kinetics testing. (See Safety Assessments, D. Microbiological
Assessment in Appendix A for information on harvesting and sampling plaque.)
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ADDENDUM 1
Council on Dental Therapeutics Guidelines for Acceptance of Chemotherapeutic Products for
the Control of Supragingival Plaque and Gingivitis. J Am Dent Assoc 1986; 112: 529-532.
ADDENDUM 2
Recommended Revisions to American Dental Association Guidelines for Acceptance of
Chemotherapeutic Products for Gingivitis Control.J Periodont Res 1994; 29: 299-304.
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APPENDIX B
SURROGATE TESTS

REQUIRED FOR ANTI-GINGIVITIS MOUTHRINSES

CHEMICAL EQUIVALENCE:
1. Ingredient Breakdown
2. Fingerprint Analysis (Gas Chromatography)
SAFETY:
Oral Irritation/Sensitization Clinical Study (See Appendix C)
EFFICACY:
Anti-Gingivitis
A. Demonstrate that the product is equivalent to a clinically tested, Accepted product in
terms of antimicrobial activity. In order to demonstrate this, the following tests must be
performed:
• Determination of Minimal Inhibitory Concentration (MIC)*
• Determination of Minimal Bacteriocidal Concentration (MBC)*
• Determination of kill time+
B. A variety of aerobic and anaerobic microbial species (8-10) representing
organisms associated with oral health and disease should be used. Examples
include:
• Actinomyces naeslundii
• Actinomyces viscosus
• Aggregatibacter actinomycetemcomitans
• Bacteroides loeschii
• Campylobacter rectus
• Eikenella corrodens
• Fusobacterium nucleatum
• Porphyromonas gingivalis
• Prevetolla intermedius
• Tannerella forsythia
• Treponema denticola
• Wolinella recta
Other Organisms Associated with Oral Health and Disease
• Lactobacillus casei
• Pseudomonas aeruginosa
• Staphylococcus aureus
*The following methods are acceptable for determining MIC and MBC:
• Manual of Clinical Microbiology, Chapter 105 of the 1985 Edition
• Kennedy, M; Beiraghi, S.; and Rosen, S. (1989): Invitro evaluation of antimicrobic
properties of six mouthwahes, J Dent Res 68:283.
+The following method is acceptable for determining kill time:
• Federal Register, Vol. 47, No. 101, Tuesday, May 25, 1982

Acceptance Program Guidelines: Chemotherapeutic Products for Control of Gingivitis
November 2011

11

APPENDIX B
Diagram 1: Flow diagram of MIC, MBC and kill time methods
1. Culture test microorganism from stock
2. Subculture on ETSAa plates and check for purity
3. Subculture in ETSBb and Gram stain check
4. Adjust this inoculum to a 0.5 McFarland standard with ETSB as the diluent

5. Make 5-fold serial dilutions
in ETSB, plate 0.1 mL on
ETSA and incubate
appropriately

7. Inoculate 0.1 mL into tubes containing 2.0 mL of diluted
product and growth mediumc. The tubes are prepared as
follows: 1.0 mL doubling dilutions of test product made in
sterile deionized water. Then1.0 mL of doubling-strength
ETSB is added to each tube. The dilutions given below are
the final dilutions of the test product in the 2.0 mL final
volume. The “undiluted tube” contains 2.0 mL of test
product and no growth medium. The “control” tube contains
1.0 mL of water and 1.0 mL of double-strength ETSB.

6. Count plates to determine
total challenge and 0.1% of
CFU for MBC determination
Undiluted
Product

1:2
product

8.Perform 0.5 min and
1.0 min kill times on the
undiluted, 1:2 diluted
and control tubes (see
Diagram2 for details)

1:4
product

1:8
product

1:16
product

1:32
product

Control
(water & ETSB only)

9. Appropriately incubate all 7 tubes at 37oC for at least 20 hours and
until the control (water & ETSB only) becomes turbid
10. Vortex all tubes and reincubate for 4 hours
11. Note which tubes are turbid and which are clear for determination
of MIC (greatest dilution with no growth)
12. Spread plate 0.1 mL from each tube on ETSA and appropriately
incubate at 37oC
13. Count number of CFU on plates and analyze colonies and Gramstains to confirm presence of test microorganism
14. If number of CFU is less than or equal to 0.1% of the inoculum
count (from step 6 above) then will be considered as 99.9% kill or
a bacteriocidal result

aETSA

= Enriched Trypticase-soy Agar (Infec. Immun. 1981;32:198-203)

b

ETSB = Enriched Trypticase-soy Broth (Infec. Immun. 1981;32:198-203)

c

Insert pipette tip well under surface of broth and avoid contact with walls of the tube.

MIC-MBC-protocol.doc
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APPENDIX B
Diagram 2: Flow diagram of the kill time method
(Continuation from step 8 on Diagram1)
After 0.5 and 1.0 min, 0.1 mL from the undiluted, 1:2 diluted and the control tubes are
transferred to 10.0 mL of enriched letheen broth (supplemented with hemin,
menadione and 0.5 mL sterile horse serum) and appropriately incubated for 7 days.

Turbid
(growth)

Clear
(no growth)

Streaked on ETSA
and incubated
Subculture to
letheen broth

Reinoculate with same
test microorgamism

Colonies and
cells
analyzed

No growth
Same as test
microbe

Growth

No growth

Growth

Different from
test microbe
Test product inhibits growth
but does not kill microbe

Test microbe alive
(not killed)
(confirmed)

Contamination
(test repeated)
Test microbe killed
(confirmed)

MIC-MBC-protocol.doc
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APPENDIX C
Mouthrinse Irritation/Sensitization Test
Administration of Test Products
A. Phase I (Challenge Period for Irritation)
Subjects should rinse with 20 mL of the test mouthrinse for 30 sec, under supervision at
each of 5 hourly intervals, on five consecutive days.
During the study, subjects should follow their usual dietary and oral hygiene procedures but
should refrain from using any breath freshener product in order to reduce alternate sources
of potential irritation. Following the five-day irritation/induction period, subjects should go off
treatment for 18 days.
B. Phase II (Challenge Period for Sensitization)
After an 18-day rest period, subjects should rinse with 20 mL of the test mouthrinses for 30
sec under supervision at 5 hourly intervals for one day.

Examination Procedure
A. Examiner
All oral examinations should be conducted by a dentist with experience in human clinical
evaluation of oral products. The examiner should not have access to previous findings prior
to any examination
B. Clinical Criteria and Examination Schedule
The oral mucosae should be examined prior to the initiation of treatments to determine
freedom from gross inflammation, irritation or other pathology. Phase I and Phase II results
should be recorded on the attached form. (Appendix D)
• Phase I: Subjects should be examined for evidence of irritation or inflammation on
days 1, 3, and 5, one hour after the final daily rinsing with the test mouthrinses.
• Phase II: Subjects should also be examined prior to the first challenge treatment,
then again 1 hour and 24 hours after the fifth challenge application.
C. Clinical Criteria
The examiner should rate the condition of the intraoral soft tissues as normal or
abnormal and describe the condition using the following scale and description:
0
±
1
2
3

no reaction (normal)
barely visible (any discernible change in the color ,i.e., erythema)
erythema plus slight edema
moderate erythema and/or edema (beginning of tissue breakdown or slough)
severe inflammation/irritation (definite blistering ulceration or epithelial slough)
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APPENDIX D
Mouthrinse Irritation/Sensitization
SUBJECTNAME:
SMOKER: No

SUBJECT NO.:
Yes

DENTURES: No

Yes

SEX: F M

AGE

ORALEXAMINATION FINDINGS

Phase I
Irritation

Initial Exam

Day 1

Day 3

Day 5

Date
TISSUE EXAMINED:
Buccal Mucosa
Labial Mucosa
Tongue
Sub-Lingual
Hard Palate
Soft Palate
Oro/Pharynx
Alveolar Ridge
Gingivae
Other
RATING SCALE: 0-Normal

± Barely Visible

1-Slight

2-Moderate

3-Severe

DESCRIBEIN DETAILAND COMMENTONANY ABNORMALITIES NOTED:
INITIAL EXAM:
Day 1:
Day 3:
Day 5:
COMMENTS:
Any reaction or abnormality attributable to experimental product? Yes

Examining Dentist

No

Date
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APPENDIX D
Mouthrinse Irritation/Sensitization
Phase II
Sensitization

Initial Exam

1 hour after 5th
challenge
application

24 hours after 5th
challenge
application

Date
TISSUE EXAMINED:
Buccal Mucosa
Labial Mucosa
Tongue
Sub-Lingual
Hard Palate
Soft Palate
Oro/Pharynx
Alveolar Ridge
Gingivae
Other
RATING SCALE: 0-Normal

± Barely Visible

1-Slight

2-Moderate

3-Severe

DESCRIBEIN DETAILAND COMMENTONANY ABNORMALITIES NOTED:
INITIAL EXAM:
Day 1:
Day 3:
Day 5:
COMMENTS:

Any reaction or abnormality attributable to experimental product? Yes

Examining Dentist

No

Date
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