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ABSTRACT

Aim of the study was to evaluate effect of root end cavity preparation either using conventional
bur or ultrasonic diamond retro-tip in presence or absence of blood contamination on marginal
adaptation of EndoSequence Root Repair material.

Materials and Methods: Forty four fully formed human maxillary central incisors were used in
this experiment; after proper access cavity preparation, root canal instrumentation using ProTaper
Universal rotary system, obturation using gutta-percha with AH plus, and apical 3mm of the roots
were resected, the teeth were randomly divided into two main groups I &II of 22 samples each;
root end cavities in group I were prepared using inverted cone burs and in group II using ultrasonic
diamond retro- tip. Each main group was then randomly divided into two subgroups according two
blood contaminations of the root end cavities where subgroups IA and ITA the retrograde cavities
were coated with fresh human blood, while subgroups IB and IIB cavities left uncontaminated.
For all samples root end cavities were filled using putty ERRM and incubated at 37°C and 100%
humidity after immersing in molds filled with heparinized blood for one week. Samples were split
longitudinally and examined under SEM and size of gaps between the root-end filling materials and
the dentin were recorded.

Results: The highest mean gap value of ERRM was observed in subgroups IA& IB in which
root end cavities were prepared using conventional bur either contaminated or not contaminated
with blood than that prepared using ultrasonic diamond retro-tip in subgroups IIA&IIB, with no
statistical difference between contaminated or non-contaminated cavities.

Conclusions: ERRM as root end filling is better to be applied in root end cavities prepared
using ultrasonic tip, and not negatively affected by blood contamination.

KEYWORDS: Marginal gap, marginal adaptation, ERRM, ultrasonic retro-tip, blood
contamination.
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INTRODUCTION

Endodontic surgery is the treatment modality
indicated for clinical cases where conventional
endodontic treatment or retreatment is unsuccessful.
Improvement in surgical techniques and invention
of newer equipment and retrograde filling materials
makes surgical endodontics a predictable treatment
for such resistant cases.!

Apical surgical procedures include root apex ex-
posure, root end resection, retrograde cavity prepa-
ration and filling using retrograde filling material.?
Root end filling materials in addition to be an inert
non-toxic, biocompatible, bioactive, bioinductive,
and manipulated easily, it should perfectly adhere
to prepared root end cavity walls to form a tight seal
preventing passage of microorganisms and irritants
from the root canal system to periapical tissue, thus
long-term clinical success of apical surgery is af-
fected by adaptation between retrograde material

and root dentin >#

EndoSequence Root Repair Material (ERRM)
is specifically formulated as a condensable pre-
mixed putty mass which utilizes new bioceramic
nanotechnology, ERRM putty consistency suitable
to difficult fields as retro-fills. No mixing required
since setting reaction of ERRM started by the mois-
ture naturally found in the dentinal tubules, this fa-
vorable handling quality shortened the setting time,
increased strength and makes it highly resistant to
washout. ERRM was reported to has antibacterial
effect due to its pH (12+) and is extremely biocom-
patible, osteogenic, posses excellent mechanical
and biological properties, radioopaque , insoluble,
metal-free that do not cause stain and hydrophilic
forms hydroxyapatite after setting and chemically
bonds to dentin.>¢

Root-end cavity preparation is a critical step for
successful periapical surgery. Ideal retrograde cavity

should be prepared with 3mm depth, parallel to root
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long axis and centered in the root, this is important
to preserve proper wall thickness, retain retrograde
filling material and achieve hermetic apical seal.”®
Class I cavity was traditionally applied after root
end resection using conventional bur on a contra
angle handpiece, it was reported that this traditional
technique using burs were generally of accepted
quality, however, clinically achieving these criteria
is hard due to inaccessible root apex, unavailable
apical bone root access, and tenacity of hand

piece.”!°

Ultrasonic retro-tips were introduced with
multiple shapes and angulations to be an alternative
to classic burs, it can be selected according to the
root anatomy and location with improvement in
root end cavity preparation. Ultrasonic retrotips
were reported to produce retrograde cavities that are
cleaner, smaller, centrally located, more retentive,
and aligned with the root canal direction with little

damage of the surrounding tissue .'"-'?

Exposure to blood is common to occur during
clinical surgical situation including periapical
surgery, this blood contamination might affect
the setting reaction with subsequent effect on the
physical and biological properties of the retrograde
filling material and also it’s sealing ability to root

canal dentin.'>

The null hypothesis of this study that there is no
difference between conventional or ultrasonic retro-
tip root end cavity preparation either contaminated
or not contaminated with blood on marginal

adaptation of Endosequance Root Repair Material.

Aim of the study

This study was designed to evaluate the effect of
root end cavity preparation either using conventional
bur or ultrasonic diamond retro-tip in presence
or absence of blood contamination on marginal

adaptation of EndoSequence Root Repair Material.
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MATERIALS AND METHODS

Study design

The present study was designed as randomized
controlled trial, conducted in Endodontic Depart-
ment, Faculty of Dental Medicine for Girls, Al-
Azhar University. The experiment was designed,
analyzed and interpreted according to the Consoli-
dated Standards of Reporting Trials (CONSORT).
Ethical approval for the use of extracted human
teeth was obtained in accordance with guidelines
from Research Ethic CommitteeApproval Code
(REC-PD-22-03), Faculty of Dental Medicine for
Girls, AL Azhar University.

Samples size calculation

Sample size was calculated according to the
following (Wittes 2002)" formula:

Sample size (N) = (Za/2+1-)2 *2*SD2/ A2,

Where SD= Standard deviation of the size of
the gap observed in ERRM putty for longitudinal
replica using ultrasonic tip preparation estimated
1.16 pm, and A 2 =
effect size estimated between the samples, o =

from previous study'® was

Level of significance, and 1-3 = Power. Thus N=
(1.96+0.84)2%2*(1.16)2/ (1)2=21.1

Accordingly, at least we will work with 22
fully formed human maxillary central incisors in
each group with total sample 44. Each group was
then randomly divided into two equal subgroups
according to blood contaminations of the root end
cavities.

Teeth selection

Forty four extracted permanent, fully formed
human maxillary central incisors with straight roots
were examined visually and radiographically to be
free from root caries, root cracks, root canal filling,
and of Vertucci’s type I root canal configuration
and selected for this study. The external surfaces
of all teeth were cleaned using ultrasonic scaler to
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remove attaching remnants and debris, then stored
in distilled water until use

Specimens’ preparation

After proper access cavity preparation and
checking the root canal patency, the working
length was determined by introducing K-file
ISO #10 (MANI Inc., Japan) and confirmed by
using radiograph. The root canal preparation was
completed using ProTaper Universal rotary system
(Dentsply, Maillefer, Switzerland) which were used
according to manufacturers’ recommendations up
to F4 file. The root canals were irrigated after each
file using 2.6% NaOClI solution and final irrigation
was performed by using 17% EDTA 5ml for Imin.
After dryness of the root canal with paper points,
it was obturated with master gutta-percha size F4
and AH plus (Dentsply, Konstanz,Germany) sealer
using cold lateral condensation technique then teeth
were incubated at 37°C and 100% humidity for 48
hours. The apical 3 mm of each root was resected at
90° to tooth long axis using fissure bur mounted in
high-speed hand piece under continuous air/ water
coolant.

Specimens’ grouping

The forty four Specimens were divided randomly
using closed envelops to two groups (Group I and
IT) (n=22) according to root end cavity preparation
and then each group divided to two subgroups A
and B according to contamination of root end cavity
with blood.

Group I: (Conventional bur group )(n=22
samples) in which #34 inverted cone burs in slow-
speed contra-angle hand piece with continuous
water cooling in up and down soft motion was
used to prepare the retrograde cavities with 3mm
depth down the long axis of the canal which was
measured using the periodontal probe.

Group II: (Ultrasonic group) (n=22 samples)
in which root end cavities of 3mm depth were
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prepared using ultrasonic diamond coated retro-
grade tip (Satelec, Cedex, France) at medium power
of ultrasonic unit and under water spray.

All cavities were cleaned of gutta-percha
remnants, rinsed with water, dried with paper points,
and examined under sterio-microscope (Carl Zeiss,
Germany) and exclude and replace all samples that

has any cracks.

The main Groups I& II were then divided
into two subgroups (A and B) according to blood
contamination of the retrograde cavities. Human
blood was obtained by phlebotomy from the first
author. In subgroups IA and IIA (n=11 samples) the
root end cavities were contaminated with blood by
filling it with fresh blood and then slowly aspirated,
thus the cavities were coated with blood and filled
with ERRM putty form (Brasseler USA, Savannah,
GA, USA) which was applied in small increments
and packed into root end cavities using prefitted
Schilder pluggers (Dentsply Caulk, Milford, DE).
The samples then were immediately immersed in
molds filled with heparinized blood and incubated
at 37°C and 100% humidity for one week.

While in subgroups IB and GIIB (n= 11
samples) the root end cavities were left without
blood application. ERRM putty was incrementally
applied as in IA and ITA subgroups and also
incubated at 37°C and 100% humidity for one week.

After setting of ERRM, each sample was
sectioned longitudinally using isomet 4000 micro
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saw (Buehler, USA) and samples were viewed
under a stereomicroscope to confirm the integrity
of root apices and exclude the samples with cracks
extending to the ERRM-dentin interface, and then
mounted on an aluminum stub and marginal gap
between retrograde material and dentin interference
was examined and recorded IN micrometer using
SEM (National Research Centre (QUANTA
FEG250) under magnification 2000X and the gap
between retrograde material and dentine wall was
recorded at three selected points and the average
was recorded for each sample.

Statistical analysis:

All data were collected, tabulated and analyzed.
Datawere explored for normality using Kolmogorov-
Smirnov and Shapiro-Wilk tests, followed by t-test
which was used to compare between the subgroups
in non-related samples and three-way ANOVA tests
were used to test interactions between different

variables. The significance level was set at P <0.05.

RESULTS

Mean marginal gap obtained at the interface of
dentine root-end filling materials was recorded and
summarized for the four subgroups in table (1).

The scanning electron microscope examination
for longitudinal sections of root end cavities filled
with ERRM showed mean marginal gap obtained at
dentin —root filling interface which were analyzed

TABLE (1): The mean values and standard deviations of marginal gap for ERRM applied in conventional

and ultrasonic prepared cavities in presence or absence of blood contamination.

ERRM
Variables With blood Without blood
P-Value
Mean SD Mean SD
Rotary bur (GI) 3.90 1.22 308 0.93 0.110 ns
Ultrasonic tip (GII) 2.50 0.75 2.63 0.76 0.716 ns
P-Value 0.060 ns 0.249 ns
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and summarized for four subgroups in table (1).
Comparison of two groups (I&II) showed high
mean value (3.90&3.08) and standard deviation
(1.22&0.93) in group I cavities prepared using
in both contaminated and non-contaminated
subgroups (A&B); than the mean value (2.50
&2.63) and standard deviation (0.75 &0.76) in
group II cavities prepared using ultrasonic retro-tip

bur

in two subgroups (A&B), there is no statistically
significant difference between two main groups in
either contaminated (P=0.060) condition or non-
contaminated (P=0.249) (p<0.05).

With regard to the effect of blood contamination
in each group; in group I cavities, subgroup
IA showed high mean value(3.90) and standard
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deviation (1.22) of marginal gap compared to
mean value (3.08) and standard deviation (0.93)
subgroup IB that not smeared with blood and there
is no statistically significant difference between the
two subgroups (P= 0.110) (p<0.05). In group II
the subgroup IIB in which the ultrasonic prepared
cavities not contaminated with blood showed high
mean value (2.63) and standard deviation (0.76)
than subgroup ITA mean value (2.50)and SD (0.76)
which smeared with blood, there was no statistically
significant difference between the two subgroups
(P=0.716) (p<0.05).

SEM images of marginal gap in longitudinal
section at magnification 2000X for each subgroup
are shown in figure (1).

Fig. (1): Scanning electron microscopic (SEM) images showing marginal gap of ERRM-dentin interface at magnification 2000X
: (A) conventional bur prepared cavity contaminated with blood, (B) conventional bur prepared cavity not contaminated
with blood, (C) ultrasonic retro-tip prepared cavity contaminated with blood, and (D) ultrasonic retro-tip prepared cavity
not contaminated with blood.
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DISCUSSION

Marginal adaptation known as degree of
approximation of filling material to dentine surface.
The gap size between dentin and retrograde material
represent the quantitative aspect of the material
sealing capability thus seal is an outcome of
marginal adaptation which is significant for success
of root end filling. Therefore, the evaluation of
marginal adaptation of retrograde materials by SEM
can give expectations about its sealing property and
a key factor in success of endodontic surgery.': !

EndoSequence root repair material (ERRM) has
the same advantages of the golden root end filling
material MTA and, moreover has improved handling
properties, a shorter setting time and does not cause
discoloration which are annoying disadvantages
of MTA .19 ERRM can be applied directly to the
root end cavity, doesn’t contain minerals so does
not cause discoloration, and the setting reaction
by-product forms hydroxyapatite which provide
good bond to dentine wall. It was reported that
ERRM showed sealing ability comparable to that
of white MTA root-end filling material. Another
study showed less marginal gap with statistically
significant difference to that of MTA when they
were compared as retrograde materials.?-?!

The root-end cavity is critical step for success
of surgical endodontics depending on the technique
used. Traditionally small size burs were used,
however ultrasonic retro-tip introduced to provide
root end cavity that was reported to be better-
shape, more smooth, deeper and centrally located.
Also, during clinical procedures the root end
filling material exposed to blood that might affect
its setting reaction and subsequently the physical
properties.”> ** Thus the aim of this study was to
evaluate the effect of cavity preparation and blood
contamination on marginal adaptation of ERRM as
root end filling material.

In the current study the extracted teeth selected
were maxillary central incisors with type I root
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canal system which confirmed by using radiograph,
to allow more standardization for samples by
decreasing chance of anatomical variation that may
affect the study results. The investigation of marginal
gap between retrograde filling material and inner
cavity dentine wall was recorded using scanning
electron microscope that was proved to be efficient
method by providing superior magnifying power
and good resolution which facilitate measuring the
gap interface and analyzing the degree of material
adaptation 2!

To mimic the clinical endodontic surgical pro-
cedure, apical 3mm of the root was resected per-
pendicular to the tooth axis using the bur, since
it was reported large number of lateral canals
and apical ramifications are found at least 3mm
from the root apex, thus apical resection shorter
than 3mm can cause reinfection and treatment
failure. »-%° Also a hemorrhagic situation was sim-
ulated by using human blood, root end cavities
smeared and finally immersed in container of hepa-
rinized blood.”

The results of the current study showed low
mean value and standard deviation of marginal gap
for root end cavities prepared using the diamond-
coated ultrasonic retro-tip compared to that prepared
conventionally using bur in either contaminated
or non-contaminated cavities with blood which
revealed better adaptation of ERRM to dentin wall
cavities prepared by using ultrasonic tip. This result
can be attributed to advantages of ultrasonic tips
over conventional bur prepared cavities of being
more centered, cleaner and deeper, however the
conventional bur cavities have more dentine debris
and thicker smear layer that may interfere with
retrograde filling material adaptation.® Also the
ultrasonic tip used in this study was diamond-coated
ultrasonic type which was reported to be very
efficient in removing the apical part of gutta-percha
and dentine debris; in addition, its coated side
tends to abrade dentin rather than chipping which
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minimizes cracks formation the main disadvantages
of ultrasonically prepared root end cavities.?® This
result was supported by study reported that root end
cavity prepared using ultrasonic retro-tip showed
better sealing ability than cavities prepared with
conventional bur . However another study evaluated
apical microleakage which is an indication for
marginal adaptation, and also used MTA as root
end filling material that has similar properties of
ERRM %

The effect of blood
contamination on marginal adaptation of ERRM

results regarding
showed that there is no statistically significant
difference of marginal gap in both ultrasonic or
bur designed cavities. This result was in contrast to
results reported that exposure of MTA during setting
adversely affect its marginal adaptation, where MTA
has the same chemical composition of ERRMS.
However this result was in accordance with another
finding reported that marginal gap measurement of
ERRM root end filling not negatively affected by
blood contamination, and no statistically significant
difference between presence or absence of blood
during its setting reaction.?’ The finding of this
study confirmed the claims of ERRM developers
who reported that moisture is important to initiate
the setting reaction and aqueous environment is
essential for its hardening*

CONCLUSIONS

Within the limitations of the present study; it
can be concluded that EndoSequance root repair
material better to be applied in ultrasonically
diamond retro-tip prepared root end cavity and
ERRM marginal adaptation not negatively affected
by blood contamination during setting and it can be
a promising root end filling material.

ACKOWLEDGEMENT

The authors are grateful to faculty of dental
medicine for girls, Al-Azhar University.

(1847)

REFFRENCES

1. Tsesis I, Faivishevsky V, Kfir A, Rosen E. Outcome of
surgical endodontic treatment performed by a modern
technique: a meta-analysis of literature. J Endod 2009;
11:1505-11.

2. Von Arx T. Apical surgery: A review of current techniques

and outcome. Saudi DentJ  2011; 23:9-15.

3. Sousa CJA, Loyola AM, Versiani MA. A comparative his-
tological evaluation of the biocompatibility of materials
used in apical surgery. Int Endod J 2004; 37:738-48.

4. Saini D, Nadig G, Saini R. A comparative analysis of mi-
croleakage of three root end filling materials — an in-vitro
study. Archives Orofac Sci 2008; 3:43-7.

5. Brasseler USA® call 800-841-4522, or visit www.brasse-

lerusa.com.

6. Alghamdi F, Aljahdali E. Comparison of mineral trioxide
aggregate, endosequence root repair material, and bioden-
tine used for repairing root perforations: a systematic re-
view. Cumhuriyet Dent J 22:469-76

7. Arens D. Surgical endodontics. In: Cohen S, Burns RC,
eds. Pathways of the pulp. Sthed. St. Louis: CV Mosby,
1991:594-6.

8. Khabbaz MG, Kerezoudis NP, Aroni E, TsatsasV. Evalua-
tion of different methods for the root-end cavity prepara-
tion. Oral Surg Oral Med Oral Pathol Oral Radiol Endod
2004; 98:237-42.

9. Tsesis, I.; Rosen, E.; Schwartz-Arad, D.; Fuss, Z. Retrospec-
tive evaluation of surgical endodontic treatment: Traditional
versus modern technique. J. Endod. 2006, 32, 412-6.

10. Chaudhry S, Yadav S, Oberoi G, Talwar S, Verma M.
Evaluation of root-end cavity preparation using erbium,
chromium: Yttrium, scandium, gallium, and garnet laser,
ultrasonic retrotips, and conventional burs. J Dent Lasers
2016; 10:43-6.

11. 11. De Lange, J.; Putters, T.; Baas, E.M.; van Ingen, J.M.
Ultrasonic root-end preparation in apical surgery: A pro-
spective randomized study. Oral Surg. Oral Med. Oral
Pathol. Oral Radiol. Endod. 2007; 104:841-5.

12. LiuZ,Zhang D, Li Q, Xu Q. Evaluation of root-end prepa-
ration with a new ultrasonic tip. J Endod 2013; 39:820-3.

13. Rahimi, S.; Ghasemi, N.; Shahi, S.; Lotfi, M.; Froughrey-
hani, M.; Milani, A.S.; Bahari, M. Effect of blood contami-

nation on the retention characteristics of two endodontic



(1848)

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

E.D.J. Vol. 68,No. 2

biomaterials in simulated furcation perforations. J. Endod.
2013; 39; 697-700.

Adl, A.; Shojaee, N.S.; Sobhnamayan, F.; Hashemzade,
M. The effect of blood contamination on the compressive
strength of calcium-enriched mixture. J. Dent. 2015; 16:
37-41.

Wittes J. Sample size calculations for randomized
controlled trials, Epidemiol Rev, 2002; 24: 39-53.

Shokouhinejad N, Nekoofar MH, Ashoftehyazdi K,
Zahraee S, Khoshkhounejad M. Marginal adaptation of
new bioceramic materials and mineral trioxide aggregate:
a scanning electron microscopy study. Iran Endod J. 2014;
9:144-8.

Stabholz A, Friedman S, Abed J. Marginal adaptation of
retrograde fillings and its correlation with sealability. J
Endod 1985; 11:218-23.

Peters CI, Peters OA. Occlusal loading of EBA and MTA
root end fillings in a computer- controlled masticator: a
scanning electron microscopic study. Int Endod J 2002;
35:22-9.

Jeevani E, Jayaprakash T, Bolla N, Vemuri S, Sunil
CR, Kalluru RS. Evaluation of sealing ability of MM-
MTA, EndoSequence, and biodentine as furcation repair
materials: UV spectrophotometric analysis. J Conserv
Dent. 2014; 17: 340-3.

Nagesh B, Jeevani E, Sujana V, Damaraju B, Sreeha
K, Ramesh P. Scanning electron microscopy (SEM)
evaluation of sealing ability of MTA and EndoSequence as
root-end filling materials with chitosan and carboxymethyl
chitosan (CMC) as retrograde smear layer removing
agents. J Conserv Dent. 2016; 19:143-6.

Shalabi M, Saber S, Elsewify T. Influence of blood
contamination on the bond strength and biointeractivity
of Biodentine used as root-end filling. Saudi Dent J 2020;
32:373-81.

Oloomi K, Saberi E, Mokhtari H. Evaluation of the effect
of blood contamination on the compressive strength of
MTA modified with hydration accelerators. Restor Dent
Endod. 2013; 38: 128-33.

Shahi S, Yavari HR, Eskandarinezhad M, Kashani A,
Rahimi S, Sadrhaghighi H. Comparative investigation

24.

25.

26.

217.

28.

29.

30.

31.

32.

Hemat Mostafa Elsheikh, et al.

of marginal adaptation of mineral trioxide aggregate
(MTA) and Portland cement as root-end filling materials:
A scanning electron microscopy (SEM) study. Afr J
Biotechnol. 2011; 10: 16084-8.

De Deus QD. Frequency, location, and direction of the
lateral, secondary, and accessory canals. J Endod 1975;
1:361-6.

Hegde M. Honap M, Narayanan S. Evaluation of
Surface Integrity of Root End Cavities Prepared Using
Conventional and Piezoelectric Devices: A Scanning
Electron Microscopy Stud. Indian J of Dental Research
2019; 30:772-6.

Nekoofar, M. Oloomi K. Sheykhrezae M. Tabor R., Stone
D Dummer P.An evaluation of the effect of blood and
human serum on the surface microhardness and surface
microstructure of mineral trioxide aggregate. Int Endod J
2010; 43; 849-58.

Gunes B, Aydinbelge. Effects of ultrasonic root-end cavity
preparation with different surgical-tips and at different
power-settings on glucose-leakage of root-end filling
material. J Conserv dent 2014; 17: 476-80.

Premjith, Shetty D, Kailar A, Pare S, Kumar P, Ragher
M. The Effect of Root End Cavity Preparation Using
Er,Cr:YSGG Laser, Ultrasonic Retrotip, and Bur on the
Apical Microleakage of Retrograde Cavity Filled with
MTA Plus. J Pharm Bioallied Sci. 2020; 12:299-303.

Salem milani A. Rahimi S. Froughreyhani M. Vahid
Pakdel M.Effect of Blood Contamination on Marginal
Adaptation and Surface Microstructure of Mineral Trioxide
Aggregate: A SEM Study. J Dent Research, Dent Clinics,
Dent Prospects 2013; 7: 157 - 63.

Saker M, Khalefa M, Elsheikh H. (2020). Effect of
Blood Contamination on Marginal Adaptation of MTA
and Endosequence Root Repair Material as a Retrograde
Filling.ADJ- for Grils 2020; 7: 383-9.

Xu H, Carey L, Simon C, Takagi S, Chow L. Premixed
calcium phosphate cements: synthesis, physical properties,
and cell cytotoxicity. Dent Mater. 2007; 23:433-41.

Guo Y, Du T, Li H. Physical properties and hydration
behavior of a fast-setting bioceramic endodontic material.
BMC Oral Health. 2016; 16: 23.



