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Introduction:-

The main goal of endodontic treatment is to eliminate the bacteria inside the root canal. Bacterial elimination is done
using mechanical preparation of the canal using endodontic instruments, however mechanical preparation alone is
not effective in eliminating the bacteria inside the canal (1). Hence the use of chemical materials to eliminate
bacteria is essential in endodontic treatment. Chemical treatment includes the use of irrigating solutions and
intracanal medicaments. The combination of chemo-mechanical preparation ensures the eradication of bacteria
inside root canal and ensures the success of the endodontic treatment. (2,3)

For many years the use of intracanal medicaments has been advocated to enhance the success rates of root canal

treatment. Phenolic compounds are used for their potent antibacterial activity; however, they are found to be very
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toxic and irritant to soft tissues(4). Calcium hydroxide has been used for its antibacterial activity, but they are found
not to be effective against all types of bacteria. So, the search for other materials is done to improve the effect of
intracanal medicaments against bacteria. (5,6,7)

Ancient Egyptians and Greeks used natural materials in medicine(8). Among these natural materials used nowadays
showing great expectations is propolis. Propolis is a honeybee product that is extracted in order to protect beehives.
Propolis is used in dentistry because of its biological properties. These properties are attributed to components of
propolis, which are 30% wax, 50% resin and vegetable balsam, 10% essential and aromatic oils, and 5% pollen and
other substances. The main component of propolis is phenolic compounds, which contain flavonoids; these
compounds give propolis its biological properties. Flavonoids give propolis its main antibacterial action. Among
other properties of propolis are antiviral, antifungal, anti-inflammatory, and antioxidant(7,8,9,10). Propolis is found
to be very useful in dentistry as an antibacterial agent in intracanal medications and irrigation solutions, also as a
pulp capping agent, and in treatment of dentinal hypersensitivity(8,11). Propolis is mainly effective against gram-
positive bacteria(4). So, its use in endodontic treatment is of great importance especially against Enterococcus
faecalis(1,3,12,13).

Materials and Methods:-
Materials:
Propolis, Calcium Hydroxide, Chlorhexidine, ProTaper Universal Files and Enterococcus faecalis

Methods:

Sixty-four human extracted single rooted free from caries, cracks or fractures were selected. All teeth were placed
in 2.5% NaOCL for 1 hour and scaled and cleaned from any calculus or debris on its external surface using an
ultrasonic scaler and then stored in a saline solution. Teeth were decoronated using safe sided diamond disc under
water coolant to obtain a 16-mm root segment. Root canals were enlarged using Rotary NiTi files (Dentsply Sirona
ProTaper universal) with saline solution as an irrigant between each file and a k file #15 was used to ensure canal
patency after each instrument. The orifices of each tooth were opened using a SX file. Cleaning and shaping were
done until file # F5 finishing the apical preparation at size 50 and taper 0.05. The speed used was 250 rpm and the
torque used was 2.0 N/cm2 according to manufacturer’s instructions. Apices of the teeth were sealed using
composite restoration.

The sixty-four samples were randomly divided equally into four groups each group with sixteen teeth each. Group 1
received no medication only mechanical preparation and saline irrigation was done and served as a control group,
Group 2 received propolis, Group 3 received Calcium Hydroxide and Group 4 received Chlorhexidine gel. Each
group was subdivided into 2 subgroups according to the period of canal dressing each containing 8 samples,
Subgroup A for one week and Subgroup B for two weeks.

All samples were sterilized by wrapping them in moist gauze and running them through an autoclave cycle. A
clinical isolate of E. faecalis from the Microbiology laboratory (Central laboratories, Ministry of Health, Egypt) was
used for biofilm formation. The bacterial strain was inoculated in Brain Heart Infusion broth (BHI; Difco
Laboratories, Detroit, MI, USA) and incubated at 37°C for 24 hours. The experimental suspensions were prepared
by cultivating the biological marker on the surface of Brain Heart Infusion agar (BHIA; Difco Laboratories)
following the same incubation conditions. The bacterial cells were resuspended in saline to reach a final
concentration of about 3 x 108 cells/mL, adjusted to No. 1 MacFarland turbidity standard which was used to infect
the samples.

The propolis was measured using a sensitive scale. The mix was made fresh in the lab by mixing the propolis
powder to glycerin and the ratio was 0.0749 gm to 1 drop of liquid. Then the fresh mix was placed inside a plastic
syringe to be injected inside canal. Calcium hydroxide (META BIOMED) and Chlorhexidine (EZ-Pac Dental
Materials) were placed in canal using a syringe. Medications were overfilled to ensure canal to be filled completely.
Then temporary filling material (Coltosol F) was used to seal the roots coronally (Coltene Whaledent). During 1%
week medicaments were applied in infected root canals as assigned to each group (Figure 1). The samples were
placed again in saline solution and placed in incubator for one week (subgroups A&B). The cycle was repeated
again during the 2" week (samples of subgroup B)

All root canals were flushed with saline solution to remove dressing medicaments then two paper point # 30 was
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placed in each canal and then placed in a test tube one for each tooth. Agar plates were then cultivated with the
bacteria and incubated for 48 hours. Colony forming units (CFU) was counted for samples of each group and
subgroup. Visible colonies of E. faecalis were counted in every plate and the number of colonies/plates was
multiplied by the corresponding dilution factor and by 10 to determine the total colony forming units (CFU) per ml
of sample (Figure 2).

Results:-

At one-week period, the number of micro-organisms was at its highest value for the samples medicated by saline.
The samples medicated by propolis and Ca(OH)2 were intermediate. While samples medicated by CHX showed the
lowest number of microbes. At two weeks period, the number of micro-organisms was at its highest value for the
samples medicated by saline. The samples medicated by propolis and Ca(OH)2 were intermediate. While samples
medicated by CHX showed the lowest number of microbes (Table 1).

Statistical analysis showed either after 1 week or 2 weeks, there was a statistically significant difference between the
groups. Pair-wise comparisons revealed that Saline showed the statistically significantly highest mean Log,, CFU
counts. There was no statistically significant difference between Propolis and Ca(OH)2; both showed statistically
significantly lower mean Log;, CFU counts. CHX showed the statistically significantly lowest mean Log,, CFU
counts. (Table 2,3) (Figure 3,4).

As regards saline group, there was no statistically significant change in mean Logl0 CFU counts after 2 weeks.
While for Propolis, Ca (OH)2 and CHX groups, there was statistically significant decrease in mean Logl0 CFU
counts after 2 weeks (Table 4) (Figure 5).

The percentage reduction in counts was calculated as: Bacterial counts (2 weeks) — Counts (1 week) / Counts 1
week) x 100. There was a statistically significant difference between the groups. Pair-wise comparisons reveled that
CHX showed the statistically significantly highest mean percentage reduction in bacterial counts (51.8%). There
was no statistically significant difference between Propolis and Ca(OH)2; both showed statistically significantly
lower mean percentage reduction (21.4% and 17.9% respectively). Saline showed the statistically significantly
lowest mean percentage reduction in bacterial counts (0.43%) (Table 5) (Figure 6).

Discussion:-

Bacteria can harbor areas which are inaccessible by intra radicular instruments. Chemical agents are therefore
mandatory for proper root canal cleaning and shaping. Intracanal medicaments are regarded as an integral part of
canal disinfection. Most commonly used medicament are calcium hydroxide and Chlorohexidine
(1,2,3,5,7,14,15,16,17,18,19,20,21,22,23).

Recently the use of natural materials as medicaments have been advocated. aromatic aldehydes and alcohols, fatty
acids, stilbenes, and B-steroids. The use of propolis as a root canal medicament have been suggested
(1,4,7,8,9,10,11,12,13). The aim of the present study is to test the antibacterial effect of propolis and to compare it
with bench mark materials as Ca(OH)2 and CHX.

E. faecalis was the bacteria of choice because it was found to be the most resistant bacteria that can harbor
inaccessible places in canal and it caused failure in endodontic treatment cases. E. faecalis can survive in very harsh
environments whether in the presence or absence of oxygen or in high alkaline Ph levels. They can invade the
dentinal tubules and can survive without the help of any nutrients or any other bacteria. E. faecalis has been shown
to adhere to host cells, express proteins that allow it to compete with other bacterial cells and alter host responses. It
exhibits antibiotic resistance of genes from other microbes or by spontaneous mutation thereby making these
microbes recalcitrant to the usual root canal treatments (1,4,12,13,24,25,26,27).

Colony Forming Units was the method in this study chosen because of its easiness, simplicity, accuracy and
standardization. It has the advantage of being able to count any number of bacteria whether it is too many or too few
and has the other advantage of being able to count only the viable bacteria and eliminating the dead ones (28,29,30).
The results of the antibacterial counts showed that the samples treated with CHX at 1st week period showed the
highest reduction values in bacterial count. In the 2nd week period groups CHX showed significant reduction in
bacterial count than 1st week period. This is attributed to the fact that CHX has a strong antibacterial effect. CHX
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has a wide range of activity against both Gram positive and negative bacteria. CHX has antibacterial substantivity
for up to 12 weeks (1,3,7,13,14,18,19,20,21,22).

Sample treated with Ca(OH)2 showed intermediate results in their effectiveness against bacteria. In the 1st week
period there was no significant difference in regard to bacterial reduction. There was a significant difference in
reduction of bacteria in the 2nd week period. This is because Ca(OH)2 has a very high pH (up 12.5). This pH if
maintained, the effect of Ca(OH)2 will remain for a long a time. However, in several studies it was found that
Ca(OH)2 was found to be ineffective against E. Faecalis, this why the results of the present study showed
intermediate results and were less than CHX (1,5,6,7,14,15,16,17,18,19,20).

Regarding propolis at the 1st week period, it was found to have intermediate action against bacteria inside canal,
similar to that of Ca(OH)2 and there was a significant difference in bacterial reduction in the 2nd week period.
Propolis has been used by humans in health and food preservation, but recently in the last years the interest has
grown due to its broad spectrum of biological and pharmacological properties.

This study was aiming to for the search for an ideal intracanal medicament regarding its antibacterial action. The
comparison of propolis to standard medicaments showed its moderate action against bacteria. Further studies can
help enhance our final product that can improve its desirable characteristics.

Conclusion:-

Based on the results of the present study the following conclusions could be drawn:

1. Both of Propolis and Ca(OH), showed moderate action on intracanal microbes over the two time periods.
2. CHX can be regarded as the best intracanal medicaments regarding its action on intracanal microbes.
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Figure 1:-showing sample grouping after medication placement.

Figure 2:-showing bacterial culture on agar plate
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Figure 3:-Bar chart representing mean and standard deviation values for Log;q CFU counts in the different groups
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Figure 4:-Bar chart representing mean and standard deviation values for Log;q CFU counts in the different groups
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Figure 6:-Bar chart representing mean and standard deviation values for percentage reduction in bacterial counts in
the different groups

Table 1:-Descriptive statistics for Log;o CFU counts of different groups

Time Group Mean SD Median Minimum Maximum 95% CI
Lower | Upper
bound | bound

1 week Saline 5.28 0.08 5.30 5.18 5.40 5.22 5.35
Propolis 4.21 0.10 4.22 4.00 4.30 4.12 4.29
Ca (OH)2 4.29 0.09 4.30 4.18 4.48 4.21 4.37
CHX 2.66 0.12 2.65 2.48 2.90 2.56 2.76
2 weeks Saline 5.26 0.06 5.26 5.18 5.34 5.21 5.30
Propolis 3.31 0.20 3.28 3.08 3.60 3.14 3.47
Ca (OH)2 3.52 0.16 3.54 3.30 3.70 3.39 3.65
CHX 1.29 1.07 2.00 0.00 2.30 0.39 2.18

Table 2:-Descriptive statistics and results of Kruskal-Wallis test for comparison between Log;o CFU counts of
different groups after 1 week

Group Mean SD P-value
Saline 5.28 " 0.08 <0.001*
Propolis 4218 0.10
Ca (OH)2 4298 0.09
CHX 2.66 © 0.12

*: Significant at P < 0.05, Different superscripts in the same column are statistically significantly different

Table 3:-Descriptive statistics and results of Kruskal-Wallis test for comparison between Log;, CFU counts of

different groups after 2 weeks

Group Mean SD P-value
Saline 5.26 % 0.06 <0.001*
Propolis 3.31° 0.20
Ca (OH)2 352° 0.16
CHX 1.29 © 1.07

*: Significant at P < 0.05, Different superscripts in the same column are statistically significantly different
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Table 4:-Descriptive statistics and results of Wilcoxon signed-rank test for comparison between Logiq CFU counts
at different time periods within each group

Group 1 week 2 weeks P-value
Mean SD Mean SD

Saline 5.28 0.08 5.26 0.06 0.674

Propolis 4.21 0.10 3.31 0.20 0.012*

Ca (OH)2 4.29 0.09 3.52 0.16 0.012*

CHX 2.66 0.12 1.29 1.07 0.012*

*: Significant at P < 0.05

Table 5:-Descriptive statistics and results of Kruskal-Wallis test for comparison between percentage reduction in
bacterial counts within each group after 2 weeks

Group Mean % SD P-value
Saline 0.43° 1.71 <0.001*
Propolis 21.4° 3.6
Ca (OH)2 179° 3.9
CHX 51.8% 40.2

*: Significant at P < 0.05, Different superscripts in the same column are statistically significantly different
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