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Introduction
Since the discovery of cocaine, several compounds related to 

benzocaine, lidocaine and isogramine were known as local anesthetic 
agents.1,2 But despite their effect they show side effects such as 
addiction and allergy.3,4 The general structure of benzocaine and 
lidocaine illustration in Figure 1, in which the phenyl (Ph) or aryl 
(Ar) ring is directly or indirectly attached to carbonyl group. The 
amino alkyl side group for all agents is for solubility purposes: 
Benzocaine structure contains a carbonyl group attached directly to 
benzene ring and through oxygen to amino alkyl group. BAA contains 
a carbonyl group attached directly to benzene ring through nitrogen 
to carboxy alkyl group, whereas PAA contain two carbonyl groups 
attached directly to benzene ring and through nitrogen to carboxy 
alkyl group. Local anesthetics are agents that reversibly block nerve 
conduction when applied to a circumscribed area of the body.4 This 
present work aim to prepare and evaluate the local anesthetic effect 
of some derivative namely benzoyl amino acids (BAA.I) and phthalyl 
amino (acids PA A, II) in which benzoyl group or phthalyl group is 
attached directly to the alpha- amino group of the amino acid. These 
compounds are structurally related to benzocaine (III), because 
numerous improvements in the manufacture of local anesthetic 
solutions have been made. The present work aims to prepare and 
evaluate the local anesthetic effect of some N-benzoyl amino acids 
and N- phthalyl amino acids with aliphatic side chain; which are 
structurally related to benzocaine.

 Benzocaine structure                       Lidocaine structure

Figure 1 Benzocaine (Ph.CO.O. amino alkyl) and Lidocaine (Ar. NH. CO. CH2.
amino alky) structure.

Materials and methods
All chemicals were purchased from Fluka chemicals and were 

used without further purification. Recorded melting points were 
uncorrected FTIR – spectra were recorded using.

Animals

Either sex albino mice (from Animal Care House, College of 
Dentistry, Mosul University) weighing (25–35g) were used. The 
mice were housed in rodent plastic cages under normal 12hr light/
dark cycle with free access to tap water and food pellets. Ambient 
temperature and relative humidity were maintained at 22±1°C and 
45±5 respectively. 
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Abstract

Alkyl and phenyl side chain amino acid were reacted with benzoyl chloride and phthalyl 
anhydride to give benzoyl amino acids and phthalyl amino acids respectively. 

Materials and methods: These compounds were tested for their local anesthetic effect as 
ointment using Hot-Plate technique in mice and as sodium salt solution using Pin-Pricking 
technique in rabbits. 

Results showed that the local anesthetic effect of the prepared ointment using a Hot-plate 
test on mice revealed that all benzoyl amino acids were significant anesthetic effect. For 
Phthalyl amino acids, a hot-plate test for the local anesthetic effect showed no significant 
effect for Phthalylanine and Phthylvaline and significant effect for Phthylalglycine, Phthalyl 
methionine and Phthalylphenyl alanine compared with Vaseline. All studied Phthalyl amino 
acids showed a lowered local anesthetic effect than lidocaine ointment. For Pin Pricking test 
all benzoyl and Phthalyl amino acid exhibit anesthesia but lower than lidocaine solution. 
Conclusion: Prepared of benzoyl amino acids and phthalyl amino acids have significant 
local anesthetic effects, benzoglycine ointment showed a significant effect compared with 
other a significant benzoyl valine, Benzoyl leucine and Benzoyl phenylalanine. All studied 
Phthalyl amino acids showed a lowered local anesthetic effect than lidocaine ointment. 
And significant effect for Phthalylglycine, Phthalylmethionine and Phthalyl phenyl alanine 
compared with Vaseline (negative control).

Keywords: bezoylamino acids, phthalyl amino acids, local anesthetic effect, hot-plate 
technique, pin-pricking technique
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Preparation of benzoyl amino acids

The amino acid (0.02mol) was dissolved in 80 ml N NaOH solution 
and then cooled to 0°C. The reaction mixture was maintained at a pH 
at 8-9. After the addition was completed the stirring was continued for 
further 1h. The reaction mixture was then acidified with concentrated 
HCl until pH become 2 was reached. The precipitated product was 
extracted with 2*25ml ethyl acetate. The combined extract was dried 
over dry Na2SO4. Filtered and solvent evaporated under vacuum to 
give oily product. The oil was dissolved in 20ml ethyl acetate with 
stirring and cooled to 0°C and 20ml of n-Hexane was added to give 
the benzoyl amino acid as white crystals.5–7 

Preparation of phthalyl amino acids: (General Procedure)

Equimolar amount of phthalic anhydride and the recommended 
amino acid were mixed in a dry beaker and heated in sand bath with 
mixing until 134-140°C where effervesce commences and gradually 
increase in vigor after 10-20minutes. The mixture suddenly froths 
up and reaction temperature increases to 150-160°C and becomes 
almost solid. The heat was discontinued cooled, water was added to 
disintegrate the solid, filtered and precipitate washed with cold water, 
recrystallized from water\ ethanol. The UV spectra and FTIR spectra 
were recorded.8 

Preparation of the ointments

2% (W\W) of lidocaine (Mosul drug industry) were prepared by 
grinding the control and studied compounds in Vaseline (Samara drug 
industry).

Preparation of solution 

2% (W\V) of the sodium salt of benzoyl amino acid and phthalyl 
amino acid were prepared by mixing equivalent amount of benzoyl 
amino acid and phthalyl amino acid with sodium hydroxide in distilled 
deionized water. 

Measurements of local anesthetic activities

Hot- plate technique in mice9

The mice were randomly divided into 2 main groups (AB) group A 
was divided to six groups, groups, five animals for each group. Group 
B were divided to seven groups, five animals for each group. The 
response was assessed for all animals in group A and B after 5minutes 
of topical ointment application. Each mouse was placed individually 
on a hot-plate maintained at 55±10C. The response latency was 
evaluated based on either animal licking of its feet or jumping out 
following plate contact. The experiment was repeated three times 
for each animal. The percentage increased in reaction time of local 
anesthetic Maximal Possible effect (%MPE) was recorded.10

% increase in reaction time (antinociceptive) MPE = (T1-T0 / 30-
T0)×100

T0 = mean time for the control group (second)

T1 = mean time for the test group (second)

30= cut off time (second)

The prolongation of latency times compared with the values of the 
control was used for comparison. 

The following groups were examined:

Benzoyl amino acids group (Group A):

The mice were divided into six groups (5mice\group) and treated 
as follows:

Group 1: Vaseline as negative control.

Group 2: 2% lidocaine ointment as positive control.

Group 3: 2% Benzoyl valine 

Group 4: 2% Benzoyl leucine

Group 5: 2% Benzoyl phenylalanine 

Group 6: 2% Benzoyl glycine

Phthalylamine amino acids group (Group B):

The mice were divided into six groups (5mice\group) and treated 
as the following:

Group 1: Vaseline (as negative control)

Group 2: lidocaine ointment 2% (as positive control

Group 3: 2% Phthalyl valine 

Group 4: 2% Phthalyl glycine

Group 5: 2% Phthalyl methionine 

Group 6: 2% Phthalyl alanine 

Group 7: 2% Phthalyl phenyl alanine

Pin-Pricking technique in rabbits: (Elise et al 1979)

The local anesthetic activity of sodium salts of some benzoyl 
amino or phthalylamino acid (2% w/v) compared with lidocaine 
solution (2% w/v) were assessed by Pin-Pricking the area prepared 
for surgical procedure as a following: Stimulation by needle was 
used to allow easy measurement of antinociceptive effect of prepared 
solution. After 3 minutes of local injection the solution, evaluated the 
local anesthetic effect by Pin-Pricking technique.11

A total of 24 healthy (1.5-2 kg) rabbits of either sex, aged (5-6) 
months were obtained from local market. They were housed under 
control condition 23±2 0C. Restricted cycle area on the dorsal of 
all rabbits was prepared for test. Prepared solution of group A and 
B were injected on diameter of restricted cycle to infiltration of 
prepared solution. After 3minutes of solution injection, the tips of 
0.2mm diameter needle gently touched to the restricted cycle on the 
dorsal lateral skin without penetrated the skin). Thus, positive values 
indicate relative anesthesia or analgesia and negative values indicate 
relative hyperalgesia and no anesthesia.12 The test was repeated every 
10min. The following groups were assessed:

Benzoyl amino acids group (4rabbits\group):

Group 1: 2% lidocaine hydrochloride as control

Group 2: 2% Benzoyl phenyl alanine 

Group 3: 2% Benzyl glycine

Phthalyl amino acids group (4rabbits\group):

Group 1: 2% lidocaine hydrochloride as control 

Group 2: 2% Phthalyl alanine

Group 3: 2% Phthalyl glycine
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Statistical analysis

 The data were expressed as mean±SD, difference between 
experimental groups was statistically analyzed by one-way analysis 
of variance (ANOVA) followed by the least significant difference test. 
The data as a percentage analyzed by fisher exact probability test. The 
level of significance was at p<0.05.

Results 

The FTIR spectra of the prepared benzoyl amino acid showed 
–NH stretching vibration at 3370-3400cm-1, 3050-3100cm-1 for 
aromatic –CH stretching, 2940-2980cm-1 for aliphatic -CH stretching 
vibration, 1740-1765cm-1 for carbonyl group of carboxylic groups, 
1540-1570cm-1 for aromatic C=C stretching, 1170-1209 for –C-N 
stretching. For phthaloylation acid the FTIR spectra of all studied 
compounds showed stretching band at 3450-3550cm-1 for –OH, 3040-
3110cm-1 for aromatic –CH 2930-2920 cm-1 for aliphatic –CH ,1740-
1765 for aromatic CO, 1710-1730 for carboxylic carbonyl group 
and 1550-1580 for aromatic C=C. The local anesthetic effect of the 
prepared ointment using a hot-plate test on mice revealed that all 
benzoyl amino acids showed a significant anesthetic effect compared 
with Vaseline (negative control) but less effective than lidocaine 
ointment (positive control). For benzoyl amino acid, benzoglycine 
showed a significant effect compared with other a significant benzoyl 
valine, Benzoyl leucine and Benzoyl phenylalanine (Figure 2). For 
Phthalyl amino acids, a hot-plate test for the local anesthetic effect 
showed no significant effect for Phthyl alanine and Phthyl valine 
and significant effect for Phthalyl glycine, Phthalyl methionine and 
Phthalyl phenyl alanine compared with Vaseline (negative control). 
All studied Phthalyl amino acids showed a lowered local anesthetic 
effect than lidocaine ointment. In general benzoyl amino acids showed 
a better local anesthetic effect than Phthalyl amino acids (Figure 3). 

In Pin-Pricking technique for lidocaine solution following topical 
administration, all experimental rabbits showed unresponsive to 
pinprick and the response to needle stimulation were abolished. This 
result obtained after 3 minutes from topical application and last up 
to 80minutes. Unresponsive to a pinprick; consider as duration of 
anesthesia (Figure 2). In Phthalyl phenyl alanine and Phthalylglycine 
produce local anesthetic effect after 5 and 10minutes respectively and 
last up to 30 minutes but the intensity of local anesthetic effect is 
less than lidocaine solution (Table 1). Whereas in benzoglycine and 
benzoyl phenylalanine solution produce weak anesthetic effect with 

lowest intensity effect than lidocaine and Phthalyl amino acids groups 
(Table 2). 

Figure 2 Effect benzoyl amino acids group (Group A) on antinociceptive 
maximum pain.

-Values are mean+SD.

Animal number: number: 5mice/group

*Significantly different from the control value P< 0.05.

Figure 3 Effect Phthalyl amino acids group (Group A) on antinociceptive 
maximum pain

- Values are mean+SD.

Animal: number: 5mice/group

*Significantly different from the control value P< 0.05.

*Vaseline (1), Lidocaine (2, Phthalyl Valine (3),

Phthalyl Glycine (4), Phthalyl methionine (5),

Phthalyl alanine (6) phenylalanine (7)

Table 1 Percentage of local anesthetic effects of Phthalyl alanine and Phthalyl glycine in comparison to lidocaine during 60minutes in rabbits.

Groups
Time after drug injection (minute)

5 10 15 20 25 30 35 40 45 50 55 60

Lidocaine 100%* 100%* 100%* 100%* 100%* 100%* 100%* 100% 100%* 100%* 100% 100%*

Phthaloyl Alanine 50%* 50%* 75%* 100%* 75%* 75%* 50%* 50%* 25% zero zero Zero

Phthaloyl Glycine zero 50%* 100%* 100%* 100%* 75%* 50%* 25% zero zero zero

-Values are mean+SD, Animal: number: 4 Rabbits/group, *Significantly different from the control value P < 0.05.

Table 2 Percentage of local anesthetic effects of % Benzoyl phenyl alanine and Benzyl glycine in comparison to lidocaine during 60minute in rabbits

Groups 
Time after drug injection (minute)

5 10 15 20 25 30 35 40 45 50 55 60

Lidocaine 100%* 100%* 100%* 100%* 100%* 100%* 100%* 100% 100%* 100%* 100% 100%*

 Benzoyl phenylalanine 25% 25% 25% 25% 25% 25% zero zero zero zero zero Zero

 Benzoyl glycine 50%* 50%* 50%* 25% 25% zero zero zero zero zero zero  

- Values are mean percentage for 4 Rabbits /group

 *Significantly different from the control value P< 0.05
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Discussion
Local anesthetic solutions have been utilized in clinical dentistry 

to alleviate or eliminate pain associated with invasive procedures as 
early as the 19th century.13 Local anesthetics are agents that reversibly 
block nerve conduction when applied to a circumscribed area of the 
body.2,4

 In general, structural formula of benzocaine and lidocaine 
illustrated in Figure 1 showed the required of sp2 carbon (C=O, C=C 
or C=N) attached directly or indirectly to benzene ring from one side 
and to tertiary amino alkyl group on the other side. The presence of 
amino alkyl group is for water solubility purposes but may cause 
irritation (Gisvold 1989). The present work replaces amino alkyl 
group by carboxyl alkyl group for two reasons. The first is for its 
intermediate solubility in water since the carboxyl group (Pka 3.5-
4) is almost completely ionized at physiological pH (7-7.4). The 
second reason is that biological hydrolysis of the amide link may 
give benzoic acid (in case of benzoyl amino acid) or Phthalyl acids 
(in case of Phthalyl amino acids) an amino acid. All Compounds are 
either biological intermediate or known for pharmaceutical or used 
in food industry. For benzoyl amino acid the replacement of oxygen 
by nitrogen seems to lower the local anesthetic effect of all benzoyl 
amino acids. Benzoyl glycine give better anesthetic effect when 
compared with other benzoyl amino acids which raise the question 
of Chirality since only benzoyl glycine doesn’t contain chiral carbon 
and the rest benzoyl amino acids are benzoyl derivative of racemic 
amino acid. 

Hot- plate technique in mice for Phthalyl amino acids showed the 
Phthalyl alanine is significantly more active than Vaseline negative 
control but still less active as an anesthetic effect than lidocaine. This 
may be due to the incorporation of second carbonyl group (group 
(sp2 hybridized) ortho to the first carbonyl group attached to benzene 
ring. This incorporation lowers the local anesthetic effect of Phthalyl 
amino acids compared with benzoyl amino acid. This result accepted 
with other study that found drugs with sodium channel blocking 
actions preferentially suppressed thermal nociception, that sodium 
channel blocking agents have a preferential antinociceptive action 
against thermal stimulation that is likely to be attributed to their 
local anesthetic action.14,15 In Pin-Pricking technique in rabbits we 
showed that the Phthylal amino acids benzoyl amino acids solution 
produced local anesthetic effect. Needle stimulation was used to 
elicit the cutaneous trunci reflex (a needle was gently touched to the 
dorsal lateral skin and intensity of the reflex was observed, therefore 
in the present study we found that the reaction to pinprick technique 
is positive after five minute, this result agreement with previous 
study suggested that positive values in pinprick technique indicate 
relative anesthesia or analgesia and negative values indicate relative 
hyperalgesia and no anesthesia.8,16 

Local anesthetics block the sensation of pain by interfering with 
the propagation of peripheral nerve impulses. The generation and 
the conduction of action potentials are inhibited. Nerves generate 
impulses by creating changes in membrane permeability. This change 
in permeability allows for a substantial inflow of sodium ions across 
the nerve membrane, which creates an action potential. The generated 
action potential then becomes part of the information relay along the 
nerve, allowing communication between the peripheral and central 
nervous systems. Restricting the action potential can therefore block 
this communication, and if a long enough portion of the nerve can 
become involved, anesthesia will result. In the simplest of terms, 
local anesthetics bind to receptors near the sodium channel on the 

nerve membrane. As the amount of the local anesthetic accumulates, 
the sodium channels become obstructed. Impulses along the nerve 
are slowed, the strength and propagation of the action potential 
are diminished, and communication along the fiber is blocked.1,2 
Although local anesthetics are often used as analgesics, it is their 
ability to provide complete loss of all sensory modalities that is their 
distinguishing characteristic. The contrast with general anesthesia 
should be obvious, but it is perhaps worthwhile to emphasize that 
with local anesthesia the drug is delivered directly to the target organ, 
and the systemic circulation serves only to diminish or terminate its 
effect.17

Conclusion
According to our findings, benzoyl amino acids showed a better 

local anesthetic effect than Phthalyl amino acids as ointment but when 
used as solution we found that Phthalyl amino acids showed a better 
local anesthetic effect than general benzoyl amino acids.

Acknowledgments
None.

Conflicts of interest 

Authors declare that there is no conflict of interest.

References
1.	 Yagiela AG, Jone FG, Dowed FJ, et al. Pharmacology and therapeutics 

for dentistry. American Dental Association. New York: 6th ed. 
2011;245‒266 p.

2.	 Dowed FJ, Johnson BS, Mariotti AJ. Pharmacology and therapeutics 
for dentistry. American Dental Association. 7th ed. New York: Elsevier; 
2017. 206‒220 p.

3.	 Daniel EB DDS, Kenneth LR DMD. Essentials of Local Anesthetic 
Pharmacology. American Dental Society of Anesthesiology. 
2006:53(3):98–109. 

4.	 Katzung BG, Master SB, Trevor AJ. Therapeutic and clinical 
pharmacology. 11th ed. California: McGraw–Hill Companies;2009; P: 
437.

5.	 Amer A Taqa, Gada A Taqa, Banan N. Extraction of pure ketamine 
powder and study their analgesic effect as a gel on mice using hot plate 
test. Duhok Medical Journal. 2012;6 (Supplement 2):97−105.

6.	 Blatchly RA, Allen TR, Bergstrom DT, et al. Microscale synthesis and 
analysis of dipeptides. J Chem Educ. 1989;66(11):965‒966. 

7.	 Juniarit Abdurhman. Dean Wahyuningr UM. 2011;40(9):973‒976.

8.	 Furniss BS, Hannafored A, Roger V, et al. Vogel’s textbook of practical 
organic chemistry. 5th ed. New York: John Wiley & Sons; 1978; pp. 828.

9.	 Ghosh MN. Fundamental of experimental pharmacology. Scientific book 
Agency Calcutta. 2nd edition. 1984; p. 144‒145.

10.	Giusti P, Buriani A, Cima L, et al. Effect of acute and chronic tramadol 
on [3H]-5-HT uptake in rat cortical synaptosomes. Bri J Pharmacology. 
1997;122(2):302‒306.

11.	 Naccarat EF, Hunter WS. Anaesthetic affects of various ratios of 
ketamine and xylazine in rhesus monkeys (Macaca mulatta) Lab Anim. 
1979;13(4):317‒319.

12.	 Benoliel R, Birenboim R, Regev E, et al. Neurosensory changes in the 
infraorbital nerve following zygomatic fractures. Oral Surg Oral Med 
Oral Pathol Oral Radiol Endod. 2005;99(6):657‒665.

https://doi.org/10.15406/mojboc.2019.03.00099
https://www.elsevier.com/books/pharmacology-and-therapeutics-for-dentistry/yagiela/978-0-323-05593-2
https://www.elsevier.com/books/pharmacology-and-therapeutics-for-dentistry/yagiela/978-0-323-05593-2
https://www.elsevier.com/books/pharmacology-and-therapeutics-for-dentistry/yagiela/978-0-323-05593-2
https://www.elsevier.com/books/pharmacology-and-therapeutics-for-dentistry/9780323393072
https://www.elsevier.com/books/pharmacology-and-therapeutics-for-dentistry/9780323393072
https://www.elsevier.com/books/pharmacology-and-therapeutics-for-dentistry/9780323393072
https://pdfs.semanticscholar.org/04f6/95c3b3470d20891503b197698e3deada6272.pdf
https://pdfs.semanticscholar.org/04f6/95c3b3470d20891503b197698e3deada6272.pdf
https://pdfs.semanticscholar.org/04f6/95c3b3470d20891503b197698e3deada6272.pdf
https://search.emarefa.net/detail/BIM-833464
https://search.emarefa.net/detail/BIM-833464
https://search.emarefa.net/detail/BIM-833464
https://pubs.acs.org/doi/abs/10.1021/ed066p965
https://pubs.acs.org/doi/abs/10.1021/ed066p965
https://onlinelibrary.wiley.com/doi/abs/10.1002/pola.1991.080290821
https://onlinelibrary.wiley.com/doi/abs/10.1002/pola.1991.080290821
https://www.worldcat.org/title/fundamentals-of-experimental-pharmacology/oclc/759909460
https://www.worldcat.org/title/fundamentals-of-experimental-pharmacology/oclc/759909460
https://www.ncbi.nlm.nih.gov/pubmed/9313939
https://www.ncbi.nlm.nih.gov/pubmed/9313939
https://www.ncbi.nlm.nih.gov/pubmed/9313939
https://www.ncbi.nlm.nih.gov/pubmed/119109
https://www.ncbi.nlm.nih.gov/pubmed/119109
https://www.ncbi.nlm.nih.gov/pubmed/119109
https://www.ncbi.nlm.nih.gov/pubmed/15897850
https://www.ncbi.nlm.nih.gov/pubmed/15897850
https://www.ncbi.nlm.nih.gov/pubmed/15897850


Local anesthetic effect of some benzoyl amino acids and phthalyl amino acids using hot-plate technique 
and pin pricking technique

59
Copyright:

©2019 Taqa et al.

Citation: Taqa GA, Al-Khayat IK, Taqa AA. Local anesthetic effect of some benzoyl amino acids and phthalyl amino acids using hot-plate technique and pin 
pricking technique. MOJ Biorg Org Chem. 2019;3(2):55‒59. DOI: 10.15406/mojboc.2019.03.00099

13.	 Malamed SF. Imagineering Scientific and Technical Artworks, Inc. 
Handbook of local anesthesia. Mosby: St. Louis; 2004.

14.	 Sakaue A, Honda M, Tanabe M, et al. Antinociceptive Effects of Sodium 
Channel-Blocking Agents on Acute Pain in Mice. J Pharmacol Sci. 
2004;95(2):181‒188. 

15.	 Rahman W, Dickenson AH. Voltage gated sodium and calcium channel 
blockers for the treatment of chronic inflammatory pain. Neuroscience 
Letters. 2013;557(Pt A):19‒26.

16.	 Yadlapalli JSK, Dorga N, Walbaum AW, et al. Pinprick hypo- and 
hyperalgesia in diabetic rats: Can diet content affect experimental 
outcome? Neurosci Lett. 2018;673:24‒27.

17.	 Katzung BG, Master SB, Trevor AJ. Basic and clinical pharmacology. 
12th ed. California: McGraw–Hill Companies. 2012; p.449‒465.

https://doi.org/10.15406/mojboc.2019.03.00099
https://trove.nla.gov.au/work/6245196?q&versionId=45741307
https://trove.nla.gov.au/work/6245196?q&versionId=45741307
https://www.ncbi.nlm.nih.gov/pubmed/15215642
https://www.ncbi.nlm.nih.gov/pubmed/15215642
https://www.ncbi.nlm.nih.gov/pubmed/15215642
https://www.ncbi.nlm.nih.gov/pubmed/23941888
https://www.ncbi.nlm.nih.gov/pubmed/23941888
https://www.ncbi.nlm.nih.gov/pubmed/23941888
https://www.ncbi.nlm.nih.gov/pubmed/29490230
https://www.ncbi.nlm.nih.gov/pubmed/29490230
https://www.ncbi.nlm.nih.gov/pubmed/29490230
https://www.ncbi.nlm.nih.gov/pubmed/29490230
https://www.ncbi.nlm.nih.gov/pubmed/29490230

	Title
	Abstract
	Materials and methods

	Keywords
	Introduction
	Materials and methods 
	Animals
	Preparation of benzoyl amino acids 
	Preparation of phthalyl amino acids: (General Procedure) 
	Preparation of the ointments 
	Preparation of solution  
	Measurements of local anesthetic activities 
	Phthalylamine amino acids group (Group B): 
	Pin-Pricking technique in rabbits: (Elise et al 1979) 
	Statistical analysis 

	Results
	Discussion
	Conclusion
	Acknowledgments
	Conflicts of interest  
	References
	Figure 1
	Figure 2
	Figure 3
	Table 1
	Table 2

