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Nanobiotechnological preparations creation is one of the promising areas of modern pharmacy,
since it allows creating products of a qualitatively new level. The procedure development, based on an
understanding of the product characteristics and the technological process, confirmed by reliable
scientific data.

The article is devoted to the pharmaceutical development of liposomal drugs. On the basis of our
own experience in the development of liposomal medicinal forms, as well as on the basis of literature
data, the main components in their composition were detected and these components impact on the
quality indicators of liposomes were studied. Individual lipids function in nanoparticle membrane
and their interaction, which determines the stability both in the technological process and upon
storage of the product, were considered. The advantages and disadvantages of cholesterol incorporation
into liposomes with hydrophilic and hydrophobic active pharmaceutical ingredients were described.
Cryoprotectors and buffer systems role in ensuring nanopreparation stability is discussed.
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The wide interest shown today to
nanobiotechnological products, in particular
to liposomal (Ls) drugs, in pharmacy is quite
understandable — these drugs, possessing a
wide spectrum of action, are intensively used
for diseases of various etiologies diagnostics,
prevention and treatment [1-6]. The Ls drugs
creation is one of the promising areas of
modern nanopharmacology [7—9].

The number of Ls medicinal forms on the
world pharmaceutical market is more than 50
drugs, 5 of which are developed and licensed in
Ukraine. Researchbegunin Ukraineintheearly
90s led to the creation of Ls drugs of various
directions: Lipin (pulmonology, cardiology,
nephrology, obstetrics and gynecology);
Lipodox (oncology); Lioliv (hepatoprotector)
and two forms of Lipoflavone, namely eye
drops (ophthalmology) and an injection
form (cardiology) [10—14]. The indicated Ls
preparations have found wide application in
clinics of Ukraine: Lipin[3, 4, 15—21], Lipodox

[4, 22—-25], Lioliv [4, 26, 27], Lipoflavone
[28—31]. In subsequent years, a team of
authors proposed technologies for obtaining
Ls preparations containing wvarious active
pharmaceutical ingredients (API), studied
their physicochemical and pharmacological
properties: irinotecan [32—-34], cytochrome ¢
[835—37], coenzyme Q10 [38, 39], curcumin [40,
41], cisplatin [42, 43], docetaxel [44—46] and a
number of other products, including complex
Ls preparations containing several APIs [40].

The advantage of Ls drugs in comparison
with the free API form in an equivalent
concentration is a decrease in toxicity
(anticancer drugs irinotecan hydrochloride,
doxorubicin hydrochloride, platinum
drugs, etc.), prolonged action of API when
administered; increased bioavailability for
lipophilic substances (quercetin, curcumin,
antral, etc.).

The aim of the work was to analyze the
pharmaceutical development of Ls drugs. This
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Fig. 1. The structure of Ls preparations [47]
In the developed preparations, hydrophobic substances are represented by quercetin, curcumin,
phosphatidylcholine, etc., hydrophilic ones — by doxorubicin, irinotecan, oxaliplatin, etc.

report considered the issues of “Quality by
design” in the creation of Ls drugs, namely the
individual lipids role of nanoparticle membranes,
their interaction, which determined the stability
both in the process of technology and upon
storage of the finished drug.

After analyzing the composition of the
drugsproposedovertheyears,itshouldbenoted
that the Ls drugs include: API, phospholipids
(PhL), cholesterol (Chol), polyethylene glycol
derivatives (PEG), stabilizers(cryoprotectors);
buffer systems providing the Ls structure and
their physicochemical and pharmacological
properties. The most important components of
the Ls membrane are PhLs.

PhLs. The main membrane-forming
components of Ls preparations are PhLs of
various structure (natural and synthetic),
differing in charge, saturation of fatty acids,
properties of polar groups. To a certain extent,
the effectiveness of Ls containing PhLs is based
on the properties of the PhLs themselves [48—50].

The structure of PhL is characterized by
the presence of hydrophobic and hydrophilic
fragments in the composition of one molecule,
as well as by the diversity of each of these
fragments structure, which largely determines
the role of PhL in a number of cellular processes
[48]: structural function — the PhLs mixture
should be able to form a stable bilayer for
the functioning of membrane proteins (such
PhLs include phosphatidylcholine (PC),
phosphatidylglycerol (PG), sphingomyelin
(SM), phosphatidylinositol (PI) and a number of
others,and atthesametime, therearesomePhLs
inthemembranethatarecapableof forming non-
bilayer structures (phosphatidylethanolamine
(PEA), diphosphatidylglycerol (DPG),

phosphatidic acid (PA), etc.) The formation
of such highly curved membrane sections is
necessary during contact between membranes
(cell fusion process) or when certain proteins
are bound in the membrane, which ensures the
existence of the membrane in a functionally
active state. During hydration in the aqueous
phase, PhLs spontaneously form Ls due to
their thermodynamic phase properties [48—
50]. When choosing a PhL component, it
is necessary to take into account the phase
transition temperature, i.e. the temperature
at which PhLs pass from the gel to the liquid
crystal phase. The phase transition temperature
depends on the structure of the PhL molecule,
the saturation of fatty acids and the structure
of the polar groups. It should be borne in mind
that natural PhLs containing different fatty
acids in two positions have a non-standard
phase transition temperature, especially
since natural, for example, egg PC (EPC) is
represented by the PC family containing a
number of fatty acids [48] and does not have
a clear phase transition temperature. PhLs
with long chain fatty acids have a higher phase
transition temperature. When using PhLs
with a temperature below the phase transition
temperature, they are in the gel phase, which
in turn gives Ls low fluidity and permeability.
When Ls is obtained at a temperature higher
than the phase transition temperature, the
PhLs are in the liquid crystalline phase, which
provides greater fluidity and permeability.
It should be noted that such a structure can
simultaneously impede the penetration of
hydrophilic APIs through the Ls membrane.
An independent question is PhL selection
for the basis of Ls. When choosing a PhL, we
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were guided by a number of requirements: the
maximal API inclusion in the bilayer or in the
aqueous phase of Ls, Ls stability both upon
obtaining the Ls emulsion and upon hydration
after lyophilization, storage stability, absence
of undesirable reactions upon introduction into
the body, etc. Both natural (EPC, hydrogenated
soy PC (HSPC), sunflower PC (SFPC)) and

synthetic (dipalmitoylphosphatidylcholine
(DPPC), dimyristoylphosphatidylcholine
(DMPC), distearoylphosphatidylcholine

(DSPC) and other have been studied previously.
According to a number of researchers, the use of
unsaturated PhLs should be avoided due to the
fact that these lipids are subject to peroxidation
processes. In our opinion, it is possible to use
unsaturated PhLs, in particular EPC, and the
use of this lipid has a number of significant
advantages, including economic ones [4]. To
prevent peroxidation of EPC, a number of
protective measures are used: a) nitrogen or
argonwasusedatthestageoflipid filmobtaining
and its hydration, and the process of obtaining
Ls was carried out in a protective atmosphere of
these gases; b) limiting illumination; c) in cases
where it is possible, at the technological stages
the storage mode of the liquid preparation at a
temperature of 2—6 °C was used; d) Ls storage
after lyophilization throughout the entire
period at a temperature of about minus 10 °C;
e) sealing of lyophilized preparations was
carried out in a protective gas atmosphere [4].
The API used can also determine the choice of
one or another PhL. At the same time, in our
opinion, the influence of the API structure does
not significantly affect the choice of PhL. Thus,
when obtaining Ls forms of anthracyclines,
several medicinal Ls forms have been created
that do not differ in pharmacological action,
the composition of which is different: Doxil
(HSPC:Chol:PEG—-2000-DSPE 56:38:5);
Myocet (EPC:Chol 1:1); Daune—Home (DSPC:
Chol 2:1); Lipodox (EPC:Chol 0.85:0.15). As
can be seen from the data presented, various
PhLs have been introduced into the Ls forms
of anthracyclines: EPC, HSPC, DSPC. When
determining PhL for Ls formation, it is
imperative to study the effect of the molecule
structure and its charge on the properties of
nanoparticles, unsaturation degree of fatty acid
residues and products of PhL peroxidation, and
other factors [4, 33, 34].

PhLis used in the Ls forms: neutral (various
PC),anionic(DPG, PG, PA,PI)andcationic(PEA,
dioleylphosphatidylethanolamine (DOPE),
1,2-dioleyloxy-3- [trimethytlamine]-propane
(DOTAP)). Forexample, in the composition of the
drug Visudin (EPG); DepoCyt (DPPG); hepatitis

A vaccine (DOPE). In previous studies, anionic
PhLs (PI, DPPG, DPG) were used [4, 35, 36, 39,
45, 46]. The studies carried out on the anionic
PhLs inclusion in the Ls membrane bilayer
when obtaining the Ls forms of cytochrome c,
docetaxel, ubiquinone, oxaliplatin, curcumin,
etc. have shown the following advantages: an
increase in the inclusion of an active substance
in Ls; stabilization and standardization of Ls
emulsion; increasing the manufacturability of
the process due toincreasing the filtration rate of
the Ls emulsion; the stability of the Ls emulsion
upon rehydration of the lyophilized preparation
[4, 46, 51]. In addition, the introduction of
anionic PhLsmadeit possibletoprolong theeffect
of the drug. For example, DPPG inclusion from
EPC into the membrane allows increasing the
percentage of cytochrome c incorporation into
Ls due to the interaction of negatively charged
DPPG with positively charged cytochrome c,
which is based on the specific cytochrome c
interaction with anionic PhLs [35—-37, 52]. The
effectiveness of cytochrome ¢ Ls form has been
shown in a number of pharmacological models
[36, 37, 53]. It should be noted that there is
no unequivocal opinion on the use of negative
and positive PhLs. Using cytochrome c as an
example, some authors confirm the effectiveness
of anionic PhLs, others — of cationic PhLs [54—
59]. Complex Ls preparations were proposed
containing two phenolic antioxidants: curcumin
and quercetin. When creating the drug, several
PhLs were studied: EPC, HSPC and SFPC. The
optimal relationships between bioflavonoids
and PC have been determined. Moreover, EPC
was the most effective. Chol inclusion in the
Ls composition did not lead to an improvement
in curcumin and quercetin incorporation
into nanoparticles and Ls stabilization. At
the same time, DPPG introduction into Ls
made it possible to increase the percentage of
API inclusion in Ls, maintain uniformity of
dimensions and improve the manufacturability
of the production process. A synergistic effect of
antioxidants complex has been shown [40, 60].
Ls compositions of antioxidants were obtained,
in which the complex of quercetin and curcumin/
quercetin and ubiquinone was introduced. The
incorporation of hydrophobic antioxidants
into the Ls bilayer was no less than 85-95 %.
The preparations were lyophilized, the size of
nanoparticles in which during hydration was no
more than 300 nm. A high antioxidant activity
has been demonstrated, and each of the AFIs
used in model experiments on animals acted on
different markers of oxidative stress [61].

It should be noted that it was proposed to
introduce Chol into a number of Ls drugs.
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Chol. When analyzing the Chol content
in Ls preparations, attention is drawn to the
fact that Chol is mainly contained in products
containing hydrophilic APIs (Doxil, DepoCyt,
Lipodox, Ls form of irinotecan, etc.). Chol is a
critical component[62]bothin the formation of
Ls and in the release of hydrophilic molecules
from Ls. Chol influences the fluidity and
permeability of the Ls membrane from EPC.

Chol was used to develop Ls medicinal forms
containing hydrophilic APIs: doxorubicin and
irinotecan. Both medicinal forms were obtained
using the lipid film method, high pressure
homogenization and the pH gradient method.
When studying the dependence of irinotecan
encapsulation degree on the Ls composition, the
inclusion of API was found: EPC (100 wt %) —
33% ; EPC:Chol (95:5 wt %) — 44% ; EPC:Chol
(85:15wt %) — 57% ; EPC:Chol (70:30 wt % ) —
71% . As the Chol content increases, the degree
of irinotecan encapsulation increases [33]. Ho-
wever, at an EPC:Chol ratio of 70:30 wt %, the
membrane rigidity increases, which requires
an increase in pressure when sterilizing filtra-
tion is used. Also, during the analysis of
the particle size by laser diffraction, the
presence of particles with a diameter of more
than 5 pym was detected, which indicates the
inhomogeneity of the emulsion, and also affects
the possibility of sterilizing filtration. Based
on the data obtained, the EPC:Chol ratio of 85:15
wt % was selected for further experiments. The
experiment has showed that membranes made
of EPC (100% ), EPC: Chol (95: 5) do not have
a high degree of encapsulation, and are also
unstable upon lyophilization using various
cryoprotectors. It has been also shown that Ls
above 220nm areabsent. The Lsmembranebased
on EPC:Chol (85:15) shows a high degree of
encapsulation and stability upon lyophilization.
Trehalose at a concentration of 6.0% was used
as a cryoprotector. Similar data were obtained
during the development of doxorubicin Ls form
[33]. Chol decreased the release of doxorubicin
from Ls and, at the same time, the antitumor
activity increased. It has been found that Chol
inclusion in Ls can lead to an increase in the
size of particles obtained by lyophilization, as
well as a decrease in the amount of APIincluded
in Ls. Apparently, Chol presence decreases
the rate of hydrophilic APIs passage into Ls
and hydrophilic APIs escape from Ls. The
composition of the preparation also determines
the technological parameters of LS preparations
lyophilization. It has been established that
slow Ls freezing leads to an increase in the
percentage of API inclusion after lyophilization
and rehydration, in comparison with fast
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freezing [63]. Thus, “rigid” Ls containing Chol
retained their structure to a greater extent
during slow freezing than during fast freezing.
API and PhL composition of Ls determines
the need in Chol for nanoparticles. The Ls
preparations developed by us with lipophilic
APIs contain EPC as the main PhL, in which
unsaturated fatty acids are mainly represented.
Probably, lipophilic components forming lipid
bilayer lead to membrane “rigidity” and do
not require a steroid component in Ls. Also,
it should be noted that Chol introduction into
Ls with lipophilic components significantly
complicates the sterilizing filtration process
of the emulsion through membranes with a
pore size of no more than 0.22 ym, which may
be associated with an increase in the “rigidity”
of the Ls membranes. Due to the fact that Chol
presence in Ls did not lead to an increase in API
inclusion in nanoparticles and worsened the
technological parameters of Ls obtaining, it
was decided to reject of sterols use for lipophilic
substances: quercetin (Lipoflavon), antral
(Lioliv), curcumin, coenzyme Q10 and others
[11, 13, 14, 38, 39, 60]. It should also be noted
that the presence of Chol high content in the Ls
membrane led to a decrease in the penetration
rate of the hydrophilic medicinal substance
(anthracycline antibiotics — doxorubicin,
epirubicin, idarubicin; fluorouracil, platinum
preparations, irinotecan) into nanoparticles [4,
33, 42].

Cryoprotectors. The proposed Ls
preparations are presented as lyophilized
forms, which makes it possible to stabilize
nanosize and provide a longer shelf life. To
preserve the nanosize during lyophilization, it
isnecessarytointroducecryoprotectorsintothe
Lscomposition. When choosing a cryoprotector
and determining its concentration, we were
guided by the following requirements:
preservation of Ls nanosize during the storage
period; the product should be readily soluble
when administered to humans; have no impact
on the physicochemical and pharmacological
properties of Ls; have no effect on the
technological parameters of Ls obtaining.
Disaccharides lactose monohydrate and
trehalose dihydrate in various concentrations
were introduced as cryoprotectors into the Ls
preparations being developed. The amount of
disaccharides in the proposed preparations is
different[4, 10-14, 32, 35, 38, 45, 60, 63]. The
content of cryoprotectors in the Ls emulsion
is from 2.5% to 6.0%, depending on the
composition of the preparation, which ensured
the safety of Ls nanosize during lyophilization
and storage.
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Buffer systems — pH regulators. A
phosphate saline buffer was used as the
buffer solution. This buffer system is non-
toxic and is widely used in the production
of pharmaceuticals. For the technology
of the pH gradient with API inclusion, in
addition to phosphate saline buffer, citrate
was used, which is the part of Ls form and is
contained in the human body (tricarboxylic
acid cycle). These buffer systems are widely
used in pharmaceutical technology as pH
stabilizers [64]. The use of buffer mixtures
makes it possible to stabilize the pH of both
the nanoparticles themselves and the APIs
included in their composition. The pH of Ls
preparations ranged from 5.0 to 7.4 [4, 12, 14,
32, 33, 35, 38, 46].

The analysis of the data obtained during the
Lsdrugscreation suggests that the development
of “Quality by design” of the specified form
of drugs requires a variety of experimental
works: determination of the PhL components
optimal ratio in the lipid membrane and their
concentration, PhL charge and their fatty acid
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“QUALITY BY DESIGN”
ITPHU CTBOPEHHI JIIIOCOMAJIBHUX
JIKAPCBbRHUX IIPEITAPATIB

IO. M. Epacronoavcvruil, ;1. M. ITununernko

HamnioHanbHUY TeXHIUHUY yHiBepCUTET
«XapKiBCbKUH MOJITeXHIUHUN iIHCTUTYT» ,
VYkpaina

E-mail: yuriykrasnopolsky@gmail.com

CTBOpeHHA HAHOOIOTEXHOJOTIUHUX IIpemapa-
TiB € OJHUM 3 IIEPCIIEKTUBHUX HAIIPAMIB Cy4acHOIL
damarrii, ocKiIbKHK Ha€e 3MOTy CTBOPIOBATH IIPO-
OYKTH AKicHO HoBOro piBHA. Crpareria «Quality
by Design» mnepenbauae cucTeMHUI Hiaxim mo
dapmaleBTUYHOI PO3POOKU, ITO0 I'PYHTYETHCA Ha
po3yMiHHI 0CcOGJMBOCTEH TPOAYKTY i mpolecy
1Oro OTPpUMAaHHSA, IiATBePIKeHNX HaiHHNMH Ha-
YKOBUMHU JAHUMMU.

CraTTioO HpUCBAYEHO (apMaIleBTUUYHIN pPo3-
pob1i JimocoMHUX JiKapchbKux mpenapari. Ha
OCHOBIi BJIaCHOTO JIOCBiZly, a TaKOK JTaHUX JiTepa-
TypHU 3 PO3POOKU JIITOCOMHUX JiKapChKUX (POpM
BU3HAYEHO OCHOBHI KOMIIOHEHTH, 1110 BXOIATD IO
IXHBOTO CKJIAAy, i BCTAHOBJIEHO BILJIUB KOKHOTO 3
HUX Ha MOKAa3HUKU AKOCTi Jimocom. PoarisaryTo
POJIb OKPeMUX JiniZiB MeMOpaHU HAHOUYACTUHOK,
iX B3aeMopiio, 110 BM3HAYAE CTAbOiILHICTD AK ¥
mporieci TexHoJIOTi1, TaK i mig yac 36epiranHs ro-
ToBOTO Ipemapary. Onucano mepeBaru i HeTOJiKK
BBeIeHHS XO0JIECTEePOJIy A0 CKJIAY JillocoM 3 Ti-
podimbHUMU Ta Tigpo@odbHUMU aKTUBHUMHU (ap-
MaleBTUYHUMHU iHrpemieaTamMu. OOGroBOPIOETHCSA
poJib KpiompoTeKTopiB i Oy(depHux cucrem y 3a-
OesmeueHHi cTabiIbHOCTI HAHOIIPEIIapaTy.

Karmouwosi cnosa: ninmocomu, (ochoainigu, xoie-

cTepoJ, KpiomporekTop, OydepHa cucrema,
Quality by Design.
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“QUALITY BY DESIGN”
ITPHU CO3AAHHNHN JTUIIOCOMAJIBHBIX
JJERAPCTBEHHDBIX IIPEIIAPATOB

IO. M. Kpacnonoavckuit, 1. M. ITununernko

HanuonanbHBIN TeXHUUECKUN YHUBEPCUTET
«XapbKOBCKU MOJUTEXHUYECKUN UHCTUTYT» ,
Yipanua

E-mail: yuriykrasnopolsky@gmail.com

Cosnanre HaHOOMOTEXHOJOTUUECKUX IIpernapa-
TOB SIBJISIETCS OMHUM U3 [IePCHEKTUBHBIX HAIIPaBJIe-
HUI COBPeMeHHOM (apMaIiii, IIOCKOJIbKY ITI03BOJIA-
eT CO3[aBaTh MPOAYKTHI KaUeCTBEHHO HOBOTO YPOB-
Hda. Crparerusa «Quality by Design» mpexnmosaraer
CUCTEMHBIN TMOAXOM K (hapMalieBTUUeCKON paspa-
0OTKE, OCHOBAHHBIM HA MOHMMAHUU OCOOEHHOCTEI
MIPOAYKTA U IIPOILECCA ero IIOJIyUYeHUs, ITOATBEePIK-
IEeHHBIX HAEKHBIMU HAYYHBIMU JAHHBIMU.

Crarbs mocBsIlleHa (apMaleBTHUYECKO# pas-
paboTKe JIUIIOCOMAaJIbHBIX JIEKAPCTBEHHBIX IIpela-
paroB. Ha ocHOBe COOCTBEHHOTO OIBITA, a TaKiKe
IaHHBIX JIUTEPATYPHI 110 pa3paboTKe JIMIIOCOMAJIh-
HBIX JIEKAPCTBEHHBIX (hOPM OIIpeie/ieHbl OCHOBHEIE
KOMIIOHEHTBI, BXOJSAIINE B UX COCTAB, U YCTAHOB-
JIEHO BJMAHWE KaKJOT0 M3 HUX Ha IOKasaTesu
KauecTBa JUIIOCOM. PaccMoTpeHa poJIb OTAEIbHBIX
JIUTINI0OB MeMOpaHbl HAHOUYACTUIL, UX B3aUMOel-
CTBUE, OUIPEEJIAIoNee CTa0MILHOCTL KaK B IIPO-
1ecce TeXHOJIOTUH, TaK U IPYU XPAHEHUU IOTOBOIO
mpemnapara. OnucaHbl IPEeNMYIeCTBa 1 HeIOCTaT-
KU BBEJEHUSA XO0JIECTEPOJa B COCTAB JIUIIOCOM C
ruApOUIbHBIMU U TUAPO(POOHBIMU AKTHBHLIMUI
dbapmaneBTrueckumu mHrpegueHTamu. O6cy:xaa-
€TCA POJIb KPUOIIPOTEKTOPOB U OY(PEPHBIX CUCTEM B
obecrieueHUY CTAOMILHOCTH HaHOIIpemapara.

Kntouesvie cnosa: numocombl, GHOCHOIUTUILI,
X0JIECTEPOJI, KPUOIIPOTEKTOP, OydepHasd cucrema,
Quality by Design.



