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SUMMARY

Subacute Systemic Toxicity test was performed on 1 cc Felix Filler Dolgu sample with lot number
AVAS012023-1 according to TS EN ISO 10993-11. The samples were prepared in SF for 37°C - 72 hours by
weighing equal amounts under sterile conditions according to TS EN ISO 10993-12 Biological evaluation of
medical devices - Part 12: Sample preparation and reference materials standard. Clinical observations,
hematological and biochemical values were recorded after the surgical application of the samples. The
negative control was also analyzed at the same time. As a result, it was determined that the sample did
not cause any toxic effect with subacute application.
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1. INTRODUCTION

Purpose : The report described below evaluated the potential of a single sample variety for
subacute systemic toxicity testing.

Test Guide: This study was carried out according to the requirements of the International
Organization for Standardization. 10993: Biological Evaluation of Medical
Devices, Part 11: Tests for Systemic Toxicity

Dates

Sample Acceptance Date : 27.02.2023
Test Date : 03.03.2023
Observation Date : 30.03.2023

2. SAMPLE INFORMATION

Company Name : Avas Kozmetik
Date of the Sample Acceptance : 27.02.2023 13.05
Sample Record Number : FLXFHA/202302
Sample Lot Number : AVAS012023-1
Number of Sample : 4
Packaging Infirmation : CLOSED PACKED
Sample Delivery Method : CARGO
Expiration Date of the Sample : 17.01.2028
Production Date of the Sample : 17.01.2023
Description of the Sample : Bir siringa 1 cc Felix Filler dolgu maddesi icermektedir.

Characteristics of the Sample
Use/Application *

Cross linked hyaluronic acid

Sample Image :
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3. TEST SYSTEM

Animal used in the test :
Strain :

Source :

Gender :
Weight :

Acclimation time :

ISO 10993-11:2018
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MOUSE
CD1

Burdur Mehmet Akif Ersoy University Experimental
Animals Production and Research Center

Male - Female
27 -35 GR
5 Days

Number of the animals : 20

4. ANIMAL MANAGEMENT

Animal Care :

Food :
Water :
Cage System :

Environmental
Conditions *

Personnel :

Selection of the
animal °

Veterinary Care :

&

MEDICERT

The animals used in the experiments are performed in accordance with the
standards of Biological Evaluation of Medical Devices - Part 2:
Requirements for Animal Welfare.

OPTIMA experimental animal feed is given.
Water is supplied as ad-libitum in suitable drinkers.
Each animal was identified and placed in appropriate cages.

12 hours night and 12 hours day environment is provided; 50-70% humidity
and 18-21°C environment are provided. Temperature and humidity are
controlled daily. For 5 days after the experiment, the animals were taken
individually into conventional euro type 1 cages.

Tests are carried out by trained and suitably qualified personnel.

Animals that are healthy, free of any disease, and not pregnant when female
animals are used, were selected under the supervision of veterinarians.

This study was carried out under the supervision of a veterinarian.
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The application dose and route of administration are given in Table B1 in the ISO 10993-11:2018
standard test protocol. Weight and surface area, physical, chemical and biological properties of test animals
were taken into account in determining appropriate dose rates (ml/’kg body weight). According to Table B1
in the standard protocol, intraperitoneal administration was done at 50 ml/kg. In line with the directives in
ISO 10993-1 and ISO 108993-12, clinical observations were made according to the information in Table 1
and systemic effects were determined. No clinical signs were observed in individuals in all groups.

Table 1: General Clinical signs and observations

Clinical Observation

Observation

Included Systems

Dyspnoca

Dyspnoea

Dyspnoea

Apnea, Cyanosis, Tachypnea,
Runny Nose, Central Nervous
System, Lung, Cardiac

Apnea, Cyanosis, Tachypnea,
Runny Nose, Central Nervous
System, Lung, Cardiac

Apnea, Cyanosis, Tachypnea,
Runny Nose, Central Nervous
System, Lung, Cardiac

Motor Activities

Motor Activities

Motor Activities

Increase/Decrease Sleep, Deafness

Increase/Decrease Sleep, Deafness

Increase/Decrease Sleep, Deafness

Anesthesia, Catalepsy, Ataxia,
Abnormal

Anesthesia, Catalepsy, Ataxia,
Abnormal

Anesthesia, Catalepsy, Ataxia,
Abnormal

Movement, Prostration, Tremor,
Fasciculation

Movement, Prostration, Tremor,
Fasciculation

Movement, Prostration, Tremor,
Fasciculation

Central Nervous System,
Soma Motor, Sensory

Central Nervous System,
Soma Motor, Sensory

Central Nervous System,
Soma Motor, Sensory

Neuromuscular, Autonomous

Neuromuscular, Autonomous

Neuromuscular, Autonomous

Convulsion Clonic, Tonic,
Tonic-Clonic, Asphyxia

Convulsion Clonic, Tonic,
Tonic-Clonic, Asphyxia

Convulsion Clonic, Tonic,
Tonic-Clonic, Asphyxia

Opistotonus

Opistotonus

Opistotonus

Central Nervous System,
Neuromuscular, Autonomous

Central Nervous System,
Neuromuscular, Autonomous

Central Nervous System,
Neuromuscular, Autonomous

Respiratory

Respiratory

Respiratory
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6. EVALUATION

Twenty 8-12 weeks old adult CD1 mice (10 male and 5 naive and 5 non-pregnant female) were used.
Phosphate saline buffer was used as a negative sample. 5 randomly selected female and 5 male mice were
used as negative controls.

Table 2. Change in body weight of animals

Ar;mal Initial body weight Bod);:(fieiogfhtthzt the e Eieht(e) % change oi Liv.er wei%ht *r:ltio
0. (2 S peximent () body weight index (%)
1 2.6 28.0 135 1.45 4.82
2 27.8 28.2 1.39 1.44 493
3 274 28.6 1.64 438 573
4 286 274 1.38 1.48 5.04
5 27.0 27.8 1.41 2.96 5.07
6 27.6 072 1.58 5.80 5.41
7 27.6 28.8 1.38 435 4.79
8 27.8 30.2 1.54 8.63 5.10
9 27.8 30.6 1.56 10.07 5.10
10 26.6 28.8 1.43 8.27 4.97
11 31.6 314 1.80 -0.63 573
12 31.2 30.2 1.58 =3.21 523
13 314 36.4 2.00 15.92 5.49
14 314 33.8 1.74 7.64 v
15 31.6 34.8 1.61 10.13 4.63
16 324 36.0 2.24 101 6.22
17 324 28.2 1.29 -12.96 4.57
18 322 32.8 1.84 1.86 5.61
19 32.2 322 1.64 0.00 5.09

20 32.6 324 1.65 -0.61 5.09

* Weight loss > 10% is considered a clinical sign.
** Liver weight index should be between 4-6%.

Food and water consumption was similar in the control and study groups. An abnormal change in
body weight was observed in both test and control animals, with the exception of the number 17 mouse. No
statistical difference was observed in the liver index data of the test and control group animals, except for the
animal number 16.
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6.1. Pathological Findings
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As a result of 28 days of observation, a general pathological evaluation was made and the findings
are given in the table below:

Female Test 2

Emphysema in both lobes of the right lung
Small area of emphysema in the left lobe of the lung

Female Test 5

Necrosis in the small lobe of the liver

6.2. Hematology

Hematological measurements were obtained using a veterinary hematology analyzer and the
following 6 parameters were evaluated:

1- RBC: Red blood cell

2- WBC: White blood cell
3- HGB: Hemoglobin

4- HCT: Hematocrit

5- MCHC: Average Particle Hemoglobin Concentration

6- PLT: Platelet

Table 3. Hematological Values

Al;?al (10‘9Vc]:l(lj/L) (1011}]3ecll/L) (I;/EI;I]?) s Ll TCA 0 L) ??f a 5 cLefl/L)
1 54 9.38 13.0 30.3 45.8 386
2 12.1 9.05 13.9 294 42.8 152
3 9.7 8.69 12.6 30.6 41.7 810
4 S 8.34 12.8 30.9 38.5 607
5 49 8.06 11.9 30.8 37.0 492
6 9.8 8.44 11.4 30.8 40.8 727
7 3.9 8.81 12.6 30.5 38.3 789
8 4.9 9.07 11.7 304 434 639
9 55 8.33 13.2 304 38.8 877
10 5:9 8.77 11.8 30.8 39.2 751
11 25 8.30 12.1 299 35.7 773
12 5.1 8.42 10.7 312 37.8 702
13 6.7 8.85 11.8 30.0 419 147
14 4.1 7.50 12.6 30.1 342 842
15 7.0 9.42 10.3 30.8 40.5 980
16 4.4 9.66 12.5 294 459 628
17 16.6 8.88 13.5 299 42.7 888
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nnal WBC RBC HGB HCT PLT
No (10° cell/L) | (10 cell/L) by RS HE D) (%) (10° cell/L)
18 9.2 761 12.8 294 431 754
19 55 7.09 136 3011 388 741
20 6.9 851 12.4 302 396 623

There was no statistical difference between these obtained values (p<0.05). Statistical analyzes were
performed using the IBM SPSS program at 95% confidence level.

6.3.

Clinical Chemistry

Clinical biochemistry analysis in blood was performed with a semi-automatic clinical chemistry analyzer.

Table 4. Clinical Chemistry Results

Animal| ALT | AST | ALP | gLy | UREA | (%16 | GGT | Catoriim
No | UL UL | UL | mgdL | mg/dL mg/dL UL g/l | mgdr | me/dL
1 3940 | 7510 | 5610 | 9994 | 2717 | 071 | 168 411 69.00 135
2 | 3520 | 8110 | 7200 | 12839 | 2907 | 091 | 973 4.89 59.98 237
3 31.80 | 6430 | 7590 | 11096 | 3113 | 070 | 0.00 4.40 63.67 1.94
4 | 3270 | 5970 | 89.00 | 13315 | 2836 | 076 | 3.68 451 63.84 1.99
5 | 3770 | 7470 | 6270 | 10848 | 2083 | 074 | 205 4.12 48.99 0.89
6 | 3680 | 12670 | 6120 | 10148 | 2523 | 088 | 0.00 421 50.90 132
7 | 6160 | 8740 | 7860 | 12544 | 3366 | 157 | 232 437 46.32 1.66
8 | 4800 | 99.00 | 10450 | 11509 | 3012 | 092 | 151 476 58.50 1.66
9 | 4700 | 8160 | 7700 | 121.08 | 2903 | 099 | 444 467 66.45 231
10 | 187.60 | 21070 | 828 | 12468 | 2911 | 166 | 471 434 62.64 1.70
11 | 3860 | 6040 | 8720 | 14894 | 2362 | 060 | 232 4.40 83.90 1.84
12 | 3890 | 8170 | 8250 | 8576 | 2091 | 098 | 2103 | 454 52.36 223
13 | 3250 | 6650 | 5740 | 9322 | 2575 | 127 | 1690 | 374 53.10 1.61
14 | 4460 | 24640 | 6800 | 11848 | 1925 | 1.09 | 833 5.17 80.50 131
15 | 12790 | 14400 | 9240 | 13402 | 3170 | 084 | 7.11 452 77.68 2.45
16 | 3590 | 8340 | 8250 | 13049 | 2365 | 1.05 : 453 70.37 0.97
17 | 3920 | 6970 | 107.00 | 13233 | 2547 | 0.78 - 5.49 97.52 235
18 | 3480 | 6770 | 5540 | 15344 | 2922 | 101 - 3.83 95.84 1.63
19 | 4870 | 7451 | 6160 | 14748 | 2777 | 054 : 4.63 101.96 2.02
20 | 5260 | 7889 | 8000 | 141.08 | 2691 | 062 - 490 79.80 155

There was no statistical difference between these obtained values (p<0.05). Statistical analyzes were
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performed using the IBM SPSS program at 95% confidence level.

7. RESULT

According to the results obtained, no statistical difference was found between the test and control
groups. The product with lot number AVAS012023-1 was tested according to the method in the TS EN ISO
10993-11 Systemic Toxicity Tests - Subacute Systemic Toxicity Test document and no effect of the sample
product on the organism was detected.

8. RECORD

All raw data and a copy of the final report are stored in the Medicert archive files.

9. REFERENCES

% Guide for The Care and Use of Laboratory Animals Eighth Edition National Research Council
of The National Academies

% TS EN ISO 10993-1 Biological evaluation of Medical Devices - Chapter 1: Evaluation and
experiment in a risk management process

% TS EN ISO 10993-2 Biological evaluation of Medical Devices - Chapter 2: Conditions for
animal welfare

% TS EN ISO 10993-11 Biological evaluation of medical devices - Part 11: Tests for Subacute
Systemic Toxicity

% TS EN ISO 10993-12 Biological evaluation of Medical Devices - Chapter 12: Sample
preparation and reference materials
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