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Intracellular delivery of lipid carrier in epithelial cells

»

STANDARD PROCEDURE:
traditional extracellular approach with
- Gas, where ozone cannot reach the

cytoplasm.

03ZONE PROCEDURE:

the novelty and innovation of our technology ensure
intracellular approach thanks to the ozone lipidic carrier.
Confocal fluorescence microscopy with ozonized oil

indicated in red (reach the cytoplasm)




OZONIZED OILS
Comparative evaluation of ACTIVE-OXYGEN intracellular release

-

O3zone

Active oxygen

and oleic acid

in powder-adsorbed
gastroresistant pills

Ozonated oil ampoules



HIGH-OZONIDE OZONATED OIL
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Singlet oxygen 102-,
hydroxyl radical OH-)




OXYGEN (0O2) Effetto di HOO su pO2 w

ERGOSPIROMETRIA TEMPO DI APNEA SATURAZIONE EMATICA O2

Frail patient 55-year-old male who had
existing complications with COPD-related
respiratory failure, obesity, and severe
cardiovascular disease. He contracted
COVID-19 infection together with
pneumonitis, cough, fever (38.7 -C), and
decreased 02
blood saturation down to 84%. After 4 days
of HOO treatment, the patient’s fatigue
and
fever disappeared together with recovery
of olfactory and taste capacities.
N —— T0 T1 02 blood saturation was restored to 98%.
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Aumento del 10 % della soglia aerobica Aumento del 58 % Aumento da 84% a 98%

Izzotti et al., J Pers Med., 2021



RESULTS (HOO+AFA vs AFA only)

VO2 max +49% (P<0.01)  VO2 max, or maximal oxygen consumption,
refers to the maximum amount of oxygen th
an individual can utilize during intense or
maximal exercise. This measurement is the

best indicator of cardiovascular fithess and
aerobic endurance

Muscle strength test +31% (P<0.05)

N=50 e
TOvsTL | &8s
Body fat decrease -3% (NS) Females 8




36-Item Short Form Survey —Quality of Life

Adapted Physical Activity (AFA)

AFA (6 months) AFA+0O3zone 2 months (6 months)
Paulo et al. (201g) Gemelli - UNIGE
Physical activity +25% +8% (+24%)
Aerobic capacity +15% +75% (+225%) PR
Pain decrease +33% +16% (+48%)
Health status +0% +249% (+72%) D
Viability +12% +28% (+84%) C—
~ Social activities +21% +30% (+90%)
Emotonlal wellbelng +8% +237% (+711%) e
+10% +31% (+93%) —

Psycologlcal Health
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REACTIVE OXYGEN SPECIES
(ROS)
(02-,102-,0H-)

Nrf2 activation

Antibacterial effect

Anti-inflammatory effect

Blood vessel dilatation (NO)
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Figure 2. Characteristic features of chronic wounds, which may be improved by treatment with NRF2

Figure 1. The nuclear factor-erythroid 2-related factor 2 (NRF2) signaling pathway. NRF2 strongly . s NRE2 activall T ot ra— T - oot -
binds to its cytoplasmic inhibitor Kelch-like ECH-associated protein 1 (KEAP1) under homeostatic activating compounds. 2 activation reduces oxidative stress, thereby enhancing production of

. ” . . TGF-B1, which is important for granulation tissue formation and matrix production. Reduction of
conditions and only low levels of NRF2 are present in the nucleus. In response to reactive oxygen

species (ROS) and/or electrophiles, the NRF2-KEAP1 interaction is weakened and newly formed NRF2 R_OS also suppresses the c.hmnic i{1ﬂammali0n and the PXCFSS“_T .prml‘i u“@" of MMPS. Exp.ans.iom Ot:
accumulates in the nucleus. Here, NRF2 dimerizes with small musculoaponeurotic fibrosarcoma pllosel'ma?ous cells by activated NRF2 may promote I'PtCPﬂht’lmllﬁﬂt-lon of lhﬁt’ WDUﬂd: ACU\-\ﬂlOll of
(MAF) proteins and binds to antioxidant response elements (AREs) in the promoters or enhancers of its NRF? in fibroblasts may 1‘""‘7”?019.59“05‘50““9 dnd‘as‘:ocmled Pl'OdU‘Cf“?“ of a SASI, w ljllfh can further
target genes, of which many encode ROS detoxifying enzymes and other antioxidant proteins, thereby promote wound re-epithelialization. Arrows pointing to the top indicate upregulation and arrows
initiating a cytoprotective response. pointing to the bottom indicate downregulation.
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Oral Active oxygen treatment with O3zone is more effective
than hyperbaric chamber in decreasing molecular aging
(telomere length)

Relative Telomere Length

(RTL)
D%

" n=30

B TOvs T1

” Avg age 48

40

B HBOT

” hyperbaric oxygen therapy
HOO v 60 daily sessions for 3 months
Ozonated oil per os i HOO HBOT (Hachmo et al., Aging, 2020)

daily for 3 months
Izzotti et al., in preparation



Physiological Antibacterial effect

(avoidance of Antiobitotic resistance)

Bacterial growth test

E.Coli1x10°/ ml
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Inflammation . . . . )
and Hypoxia and inflammation are two sides of

Hypoxia the same coin

November 1, 2013
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Inhibition of macrophage-related inflammation by oxonized ¢
Lps = Main wall antigen of Gram- bacteria

Macrophages + Lps Ozonized lipid +
Macrophages + Lps
Intracellular ozonized oil inhibits Macrophage activation induced by Lps




Phospholipid

Ozone
Upstream inhibitor
of the infilmmation cascade

COX inhibitors
Downstream inhibitors

03
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Ozone Selectively Inhibits Growth of Human Cancer
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Abstract
The growth of human cancer cells from lung, breast, and uterine tumors was selec- e
tively inhibited in a dose-dependent manner by ozone at 0.3 to 0.8 part per million ~ INTERCELLULAR

of ozone in ambient air during 8 days of culture. Human lung diploid fibroblasts RIDGES
served as noncancerous control cells. The presence of ozone at 0.3 to 0.5 part per &

million inhibited cancer cell growth 40 and 60 percent, respectively. The non- @
cancerous lung cells were unaffected at these levels. Exposure to ozone at 0.8 part

Group 2 innate lymphoid cells promote inhibitory

per million inhibited cancer cell growth more than 90 percent and control cell synapse development and social behavior
growth less than 50 percent. Evidently, the mechanisms for defense against ozone ESERIA Ba Ol DOl R E e

damage are impaired in human cancer cells.

BY ZHENYU WANG, QIUHUA YANG, ET AL.

A cytoplasmic osmosensing mechanism mediated by
molecular crowding-sensitive DCP5
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Intracellular delivery of ozonized lipid carrier in A549 lung cancer cell.

1. Dose dependent Calcium (Rhod2) release from mitochondria

10% O3 lipid



FACS ANALYSIS DEMONSTRATES THAT CANCER CELLS KILLING BY OZONIZED
OIL IS DUE TO APOPTOSIS ACTIVATION

4. NPOPTOSIS PROFILE APOPTOSIS PROFILE
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Effects of increased O2 availability inside solid tumors

met inhibition

HIF-1a
Hypoxia promotes invasive growth by transcriptional activation
of the met protooncogene

Selma Pennacchietti,'? Paolo Michieli,"** Maria Galluzzo,' Massimiliano Mazzone,' Silvia Giordano,'
and Paolo M. Comoglio'

'Division of Molecular Oncology, Institute for Cancer Research and Treatment, University of Torino Medical School, I-10060
Candiolo (Torino), Italy
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Follow up 20 giorni Follow up 35 giorni Follow up 42 giorni




Female subject, 38 years old affected by brain glioblastoma in left emisphere (diagnosis July 2014. 1st NMR,
(TO). High malignancy (grade IIl). 15t surgery , chemoradiotherapy, relapse , 2nd surgery. Chemo/radiotherapy
(60 Gy) paralleled by oral ozonized oil therapy. Full recovery with no relapses (Eebruary 2025) (4th NMR, T1).




HOO treated chemo-radio resistant patients = 115*

(July 2024 update =610)

Brain=96
Pancreas=95 * |zzotti et al., Cancers, 2022
Skin = 68

Lung= 66

Colon=81

Breast = 138
Prostate= 45

Ovary and womb =16
Kidney = 13

| iver =15

| NH = 22

Follow up 5 years
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Comparison of clinical outcomes in cancer patiens treated with standard
therapeutic protocols in absence (blue) or presence (red) of ozonized oil
complimentary teratment

full recovery

ALL CANCERS

downstaging

M standard treatment

stable disease progression deceased *

B standard treatment + HOO

* Excluding 3 patients recruited at T4-M1-N3



Alopecia

Chemotherapy Chemotherapy + oral ozonated oil




OZONATED OIL ATTENUATION OF CT-INDUCED BONE MARROW SUPPRESSION

Normal value
Normal value

Platelet
(nx10e3/mm3)
(Temozolamide)

RBC
(nx10e6/mm3)
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OZONATED OIL AT HIGH OZONIDES IN ORAL GASTRO-RESISTANT PILLS.

DOSES AND INDICATIONS

LOW (1x2, 2 per day — 2x2 4 per day)

Primary prevention of chronic degenerative diseases (atherosclerosis, macular degeneration)
Fragile patients (elderly, e.g., 275 yo)

Poorly trained sportsmen

Healthy subjects for mood and aerobic thresold improvement (physical activity mimicking agent)

INTERMEDIATE (3x2, 6 per day)

Inflammatory diseases (arthritis, arthrosis, fioromyalgia, dermatatis)
Anti-bacterial therapy (first line treatment)

Prevention of bacterial and viral infection

Well trained athlets to increase aerobic threshold and to prevent rtraining
Cancer survivors to decrease risk of relapses

HIGH (4x2, 8 per day — 6x3, 18 per day)
Cancer patients
ACTIVE..

Oxygen'in capsules
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