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Abstract

Previously we have developed and statistically validated Quantitative Structure Property
Relationship (QSPR) models that correlate drugs’ structural, physical and chemical properties as
well as experimental conditions with the relative efficiency of remote loading of drugs into
liposomes (Cern et al, Journal of Controlled Release, 160(2012) 14-157). Herein, these models
have been used to virtually screen a large drug database to identify novel candidate molecules for
liposomal drug delivery. Computational hits were considered for experimental validation based on
their predicted remote loading efficiency as well as additional considerations such as availability,
recommended dose and relevance to the disease. Three compounds were selected for experimental
testing which were confirmed to be correctly classified by our previously reported QSPR models
developed with Iterative Stochastic Elimination (ISE) and k-nearest neighbors (kNN) approaches.
In addition, 10 new molecules with known liposome remote loading efficiency that were not used
in QSPR model development were identified in the published literature and employed as an
additional model validation set. The external accuracy of the models was found to be as high as
82% or 92%, depending on the model. This study presents the first successful application of QSPR
models for the computer-model-driven design of liposomal drugs.
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1. Introduction

Liposomes present an effective drug delivery system (DDS): there are already more than 10
FDA-approved liposomal drugs [1,2] and many more preparations are in clinical trials [1]. A
drug should fulfill several crucial conditions in order to become a successful liposomal
product: (1) The concentration of the drug in the liposomes which is described as the drug to
lipid (D/L) mole ratio should be high enough for administering a therapeutic dose. (2) The
liposomal drug product should be stable at least at refrigerator temperature (4°C). Product
stability includes all parameters related to chemical and physical stability, which includes
minimal drug leakage, stability at higher temperature will be an advantage but not a must (3)
Drug release in blood in vivo should occur slowly, enabling distribution of most of the
liposomal drug to the target site.

For the purpose of parenteral administration, nano-size liposomes are mainly used [3,4].
Nano-size (<100 nm) liposomes are important because they enable passive targeting by the
enhanced permeability and retention (EPR) effect. In addition, the nano-volume confers the
liposomes with unique properties of highly efficient and stable drug loading as well as a
controlled release profile. However, due to the very small internal volume, sufficient passive
drug entrapment cannot usually be achieved [5]. The approach of remote loading was
developed to overcome this obstacle and to achieve high drug concentrations in nano-
liposomes [6-8]. This approach uses an ion gradient as the driving force for getting drugs
into preformed liposomes to enable potentially high loading efficiency and good stability of
the liposomal drug. Remote loading applies only to molecules that can accumulate in the
internal aqueous phase of the liposome due to an ion or pH transmembrane gradient.
Suitable candidates are amphipathic weak acids or weak bases which are defined by their
logD at pH 7 in the range of —2.5 to 2. Amphipathic weak bases should have a pKa <11 and
weak acids should have pKa >3 [8]. Drug molecules that are too hydrophobic associate
mainly with the lipid bilayer and will not be good candidates for remote loading [5]. On the
other hand, molecules which are not amphipathic enough will not be remote loaded, as they
will not be able to diffuse across the liposome lipid bilayer. Basic or acidic drug molecules
suitable for remote loading can achieve equilibrium between the neutral, uncharged state,
when a molecule can easily diffuse across the liposome’s membrane, and a charged state,
which in most cases prevents transport through the membrane. It is important to note that the
success of this nanochemical engine is also due to the very small trapped aqueous volume of
nanoliposomes, which supports faster and higher accumulation and intraliposome
precipitation of a drug-counterion salt in crystalline or non-crystalline form. Amphipathic
weak acids and bases can be effectively remote loaded to liposomes. However, the D/L
ratios that will be loaded may be too low for administrating the therapeutic dose. For many
drugs the therapeutic dose is relatively high (e.g. doxorubicin 50 mg/m2, [9]) that requires
high D/L ratios in the formulation. In addition the formulation should maintain D/L ratio
during storage (namely minimal drug leakage); while in vivo the release of drugs from the
liposomes in the circulation should be low while in the diseased tissue it should not be too
slow neither too fast [5].

Liposomal formulation development requires considerable time and effort calling for the
development of computational modeling approach capable of predicting whether a drug is a
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good candidate for this DDS. To this end, recently we have begun to explore the utility of
Quantitative Structure Property Relationships (QSPR) modeling as a computational tool to
identify and prioritize drugs suitable for remote loading that satisfies the first and crucial
condition for a good remote loading molecule, i.e., a high intra-liposomal drug
concentration.

The first study to establish a correlation between drug structural properties and experimental
conditions with remote liposome loading efficiency employed a decision tree method [8];
this model was built using data from the Barenholz laboratory. Additional data was
generated recently for a larger set of drug molecules, and the enlarged data set was
employed to develop novel QSPR models for in silico prediction of drug suitability for
remote loading [10]. In formulating the objectives of the QSPR studies we took into account
that the requirement of being amphipathic weak acids or bases is insufficient since some of
such molecules could achieve high loading efficiency only at low D/L ratios, whereas other
such compounds can be efficiently loaded at higher D/L ratios. This important observation
suggests that other structural features, as well as experimental conditions, influence the D/L
ratio that affords high loading efficiency. Thus, the feasibility for a drug to achieve high
loading efficiency at relatively high initial D/L ratio used in the preparation was chosen as
the target property to be predicted by QSPR models, because this ratio determines whether a
therapeutically effective dose could be administered using liposomal drug formulations.
Taking into consideration that the amount of lipids allowed to be administered to a patient
per day is limited, and that the D/L determines the final drug concentration in the product,
and as a result the infusion volume, the D/L ratio in the preparation determines the
maximum dose that can be administered. Therefore, from a therapeutic standpoint we are
ultimately interested in achieving high loading efficiency at relatively high initial D/L ratios.
In our studies, the threshold of this initial D/L ratio was chosen to be 0.3, i.e., drugs that
were capable of achieving high loading efficiency (greater than 70%) at D/L ratio of 0.3 or
above were considered as “positive” candidates, whereas those that showed low loading
efficiency above this threshold (even if they had high loading efficiency at D/L ratio below
this threshold) were regarded as “negative” candidates.

The QSPR models to predict the initial D/L ratio were built using structural descriptors of
drug molecules combined with experimental conditions, forming a joint set of compound
characteristics as described in our previous publication [10]. Several machine learning
techniques were employed to generate both the binary classification models (predicting
“high” vs. “low” loading efficiency at D/L ratio = 0.3) and continuous models (predicting
the D/L ratio that enables high loading efficiency) ; these models were statistically validated
using the 5-fold external validation technique discussed in detail previously [10].

In the present study we have used these previously developed QSPR models [10] for virtual
screening of the Comprehensive Medicinal Chemistry (CMC) database containing in excess
of 8000 molecules. Two of the earlier classification models were considered suitable for
virtual screening for candidate compound selection; these models predicting D/L ratio from
drug structural descriptors and experimental conditions were built using methods of Iterative
Stochastic Elimination (ISE) and k-Nearest Neighbors (KNN), as discussed in our previous
publication [10]. Three molecules emerging from virtual screening were prioritized for a
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proof-of-concept experimental validation in this study. Two of the selected drugs were
predicted to be “positives” (i.e., predicted by both ISE and kNN models to have high loading
efficiency at D/L =0.3) and one drug was predicted as “negative” (predicted by both models
to have low loading efficiency at D/L 20.3). Each of the tested molecules was loaded to
PEGylated liposomes by remote loading and analyzed for its loading efficiency at several
D/L ratios using HPLC methods. The experiments showed that all three compounds were
indeed correctly classified by the models. Furthermore, we have identified in the recently
published literature [11-20] the remote loadings data for 10 additional molecules that were
not employed for model development in our previous study [10]. Nine of the drugs were
reported as negatives and one was positive (using the same criteria as above). These 10
molecules were employed for additional validations of our models and the overall prediction
accuracy for the external data set including both the three molecules tested by us and those
reported in the literature was 92.3% and 81.8% for models built with ISE and kNN,
respectively.

The vast amount of new data reported during 2011-2012 emphasizes the importance of the
remote loading method in the field of liposomal drug delivery. Additionally, finding only
one drug with positive remote loading out of the 10 in recent literature emphasizes the
difficulty of finding good candidates for remote loading into liposomes. Our studies confirm
that QSPR models developed by our team are applicable for virtual database screening to
identify candidates with high drug liposomal concentration achieved by the remote loading
method. The models also predict correctly those molecules that are not good candidates for
remote loading, i.e., the “true negatives”. These observations underscore the power of the
QSPR modeling method both to identify true positives and to reduce the number of false
positives, saving experimental time, cost, and efforts.

2. Materials and methods

2.1. Computational methods

2.1.1. Database to select candidate drugs for virtual screening—The CMC
database includes more than 8000 molecules that are used or have been studied as medicinal
agents in humans, pharmacological agents or biologically active compounds. This database
was analyzed using the liposome remote loading models generated previously and described
in Section 2.1.2. The models employed both structural/property descriptors (typical for any
cheminformatics investigation) as well as experimental conditions (regarded effectively as
additional experimental “descriptors” of compounds) for building models. The experimental
conditions entered for all molecules included the liposome composition of hydrogenated soy
phospholipid (HSPC): cholesterol: 1,2-distearoyl-sn-glycero-3-phosphoethanolamine-N-
[methoxy(polyethylene glycol)-2000] (mPEG DSPE) 55:40:5 mole ratio, loading duration of
10 min at 65°C (above the Ty, of the selected phospholipid) and 200 mM concentration of
buffer used for gradient creation. Structural/property descriptors for each molecule were
calculated using Molecular Operating Environment (MOE) software [21].

2.1.2. QSPR models—Two types of QSPR models to predict loading efficiency were
built [10]: binary classification (category) and continuous models. Binary classification
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models were built using Iterative Stochastic Elimination (ISE), k-Nearest Neighbors (kNN)
and Support Vector Machines (SVM). Continuous models were built using KNN and
Support Vector Regression (SVR) (for additional details see ref [10]).

The binary classification models defined molecules as being “positive” when high remote
loading efficiency (=70%) was achieved at D/L ratio =0.3. “Negatives” were those that
showed low loading efficiency above this threshold (even if they had high loading efficiency
at D/L ratio below this threshold). It should be stated that for both ISE and kNN, binary
classification models were built such that each compound was predicted either as “negative”
(class “0” for KNN or class “~1" for ISE) or “positive” (class 1 for both ISE and KNN).
Furthermore, both methods generate an ensemble of binary classification models where
individual models could disagree in the assigned category for a compound. In both cases, the
molecule category is calculated by averaging predictions made by contributing models such
that the predicted category could be a value between “~1” and “+1” for ISE or between “0”
and “1” for KNN. For this reason, a quantitative “index” of remote loading efficiency for
each molecule is produced, that enables relative scoring and prioritization of compounds.
For more information regarding these computational methods see Supplementary
Information. As reported previously [10], the accuracy of models estimated by the means of
5-fold external cross-validation was as high as 93% for both ISE and kNN. This high
accuracy enabled application of these models for virtual screening of external databases
such as CMC.

2.2. Experimental materials

Mupirocin (Teva) was a gift from Foamix Ltd (Israel); pravastatin sodium was a gift from
CCSB (Taiwan); piroxicam and Dowex 1X8-200 were obtained from Sigma Aldrich;
HSPC, mPEG DSPE and cholesterol were obtained from Lipoid, Ludwigshafen, Germany.
The solvents used for analysis were HPLC grade. All other chemicals were commercial
products of reagent grade.

2.3. Experimental methods

2.3.1. Liposomes preparation—Liposomes were prepared using the calcium acetate
gradient method [7]. Lipids in a mole ratio of 55:40:5 HSPC: cholesterol: mPEG DSPE were
mechanically hydrated by 200 mM calcium acetate, pH 5.5, at a weight ratio of 1:9. A 65°C
calcium acetate solution was used. Liposomal dispersion was downsized by stepwise
extrusion by the Northern Lipids, (Burnaby, BC, Canada) extruder using polycarbonate
filters starting with 3 times extrusion through a 400 nm pore size membrane, then 3 times
through a 100 nm pore size membrane, and finally 10 times through a 50 nm pore size
membrane. Liposomes were then dialyzed using a Cellu Sep regenerated cellulose
membrane (Membrane Filtration Products, Inc. USA), against a 10% sucrose solution.
Remote loading was performed by incubating at 65°C for 10 min a solution of the drug with
the above liposome dispersion at a volumetric ratio of 1:1. Liposomes used for loading were
freshly prepared and used within one week. Phospholipid concentration in liposome
dispersion was in the range of 42—-70 mM. Mupirocin was remote loaded from propylene
glycol in 200 mM sodium phosphate buffer pH 6.3. Pravastatin was remote loaded from
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10% sucrose solution, and piroxicam was remote loaded from polyethylene glycol 400 in
200 mM sodium phosphate buffer pH 6.3.

2.3.2. Analytical methods

2.3.2.1. Determination of phospholipid concentration: Phospholipid concentration was
determined as organic phosphorus by the modified Bartlett method [22].

2.3.2.2. Determination of drug concentration: Drug concentrations were quantified using
HPLC/UV methods (HPLC system, Hewlett-Packard Series 11 1090). The column used for
all three drugs tested was Waters, XBridge C18 5um 4.6x150 column. The chromatographic
conditions were based on published methods [23-25]. Total (free plus liposomal) drug
concentration was determined by HPLC assay of the liposomal dispersion diluted with
methanol. Liposomal drug concentration was determined after removing the free drug by
mixing the dispersion with Dowex 1X8-200 (Sigma Aldrich) anion exchanger, which binds
the free drug [26-28].

2.3.3. Drug to lipid (D/L) mole ratio: D/L ratio in the incubation was determined as the
mole ratio of drug to phospholipid.

2.3.4. Loading efficiency: Loading efficiency was determined by the following equation:

Drug in liposome dispersion after tretment with Dowex
Total drug used for lipsome remote loading

%Loading Efficiency= x100%

2.3.5. Particle size measurements: Particle size was determined using the well established
dynamic light scattering method, performed with Zetasizer Nano Series ZEN3600F
(Malvern Instruments, Malvern, UK). Mean diameter was based on the volume mean. (For
more details see [29].)

3. Results and Discussion

3.1. Virtual screening and candidate testing

3.1.1. Virtual screening of the CMC database—We employed models developed with
both categorical and continuous approaches as described previously [10] for virtual
screening of the CMC database (see Section. 2.1.2.). Each of these approaches by default
generates an ensemble of models where each individual contributing model predicts a D/L
value (for continuous models) or category (for category models) for each compound in the
CMC database. The individual ISE model classified each molecule as either “~1" or “1”.
The individual kNN and SVM models classified each molecule as“0” or “1” representing
negative or positive classification, respectively. Individual models may differ in the
predicted category for any given compound, so when these predictions are averaged across
the entire ensemble of models, each compound receives a category score anywhere between
“0” and “1” for kNN and SVM models or a weighted average between “~1" and “+1” for
ISE (defined as ISE index). The higher is the concordance between categories predicted by
individual models; the closer is the averaged predicted value to either of the extreme values.
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In this study, a score above 0.5 for KNN and SVM or above “0” for ISE was regarded as a
positive hit since in this case more than 50% of the models scored the molecule as positive.
(For more details regarding the computational models used see Supplementary Information.)
In contrast to categorical approaches, the continuous KNN and SVR models predict the
specific D/L ratio for each molecule (averaged over the ensemble of models), i.e., these
models afford a quantitative estimate of loading efficiency.

When applied to virtual screening of the CMC database, both SVM and SVR models
identified no positive hits: the highest scoring compounds had values of 0.16 and 0.21,
respectively. This could be a result of the high specificity [10] of the models developed with
SVM and SVR, limiting their ability to identify high-loading candidates. The predicted D/L
ratio resulting from application of KNN continuous models showed very high correlation (R2
of 0.99) with the KNN category score generated by the category models (Figure 1).
Therefore, the two categorical methods, ISE and kNN, were chosen for virtual screening,
and the molecules in the external library were ranked by their scores resulting from averaged
multiple predictions by kNN or ISE ensembles of models.

ISE identified 431 molecules (5% of the total data set of 8658 molecules) as good candidates
(ISE index >0) and the kNN categorical model identified 1394 (16%) of the CMC molecules
as positive hits. Figure 2 shows the relationship between ISE index and kNN category score.
Note that both of these reflect the level of concordance between multiple models
contributing to the ensemble, which can be interpreted as the confidence level in assigning
positive or negative category to CMC molecules; thus, one should not expect any correlation
between ISE index and kNN category score. Figure 2 illustrates that both methods partially
agree in assigning categories to molecules, i.e., in the detection of drugs receiving ISE score
below “0” and KNN score below 0.5 or ISE score above “0” and kNN score above 0.5. 197
molecules (2.3% of the CMC database) were predicted by both models to be good
candidates for remote loading (red dotted quadrant). Most drugs were predicted by both
models not to be good candidates (black dotted quadrant).

The required condition for remote loading of molecules, i.e., to be amphipathic weak acid or
base, was not set a priori and thus it is interesting to find that those two methods identified
different numbers of drugs that were weak acids or bases according to calculated pKa values
using ACDLab software [30]. It should not be surprising that virtual screening identified a
large fraction of molecules that were not weak acids or bases since this feature is common to
all compounds in the training set. Therefore it cannot be used as a descriptor but rather as a
general filter following the QSPR modeling. (By default, only structural features or
properties that vary within a data set should be employed as molecular descriptors in QSPR.)
Among the top 10% molecules indexed with ISE (43 molecules), 77% were found to be
weak acids or bases. Among the top 10% molecules as scored by kNN (139 molecules),
25% were weak acids or bases. These findings suggest that ISE has additional strength in
predicting compound suitability for remote loading to liposomes.

It should be emphasized that liposome loading experiments are tedious and time-
consuming, whereas QSPR models allow very rapid examination of molecules in silico. To
examine the correspondence between the computational predictions and experimental data,
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as a proof of concept we tested three molecules experimentally, and as well, used results
from recent literature for further validation of our models. In addition to the QSPR scores
and filtering by logD and pKa values, the following features served to make a decision as to
which molecules to pick for experimental assessment:

» Availability of the drug. Testing the formulation requires a large amount of drugs
(estimated to be ~1g), so the cost must be taken into account. In addition, drug
availability was also derived from drug status; marketed drugs or drugs in clinical
studies are easier to obtain.

e Liposomes may not be the best DDS for all “positives” from both ISE and KNN.
Therefore we have considered only those drugs for which loading into liposomes
and being delivered as liposomal DDS may suggest therapeutic advantages.

e The disease for which the drug is used should benefit substantially from having an
enhanced permeability (EP) or enhanced permeability and retention (EPR) effect
that leads to passive targeting to the disease site, such as in the case of most cancers
and diseases having an inflammatory component.

e The dose required is in the range of 150-200 mg per single administration. The
dose limitation takes into consideration two aspects derived from the D/L of the
product: the maximal approved lipid administration per patient and the infusion
volume. Assuming that the HSPC concentration in the preparation will be similar to
Doxil® liposomes (12 mM) [9], a D/L ratio of 0.3 will result in a drug
concentration in the product of 3.6 mM, which for a drug of MW 500 would be 1.8
mg/ml. Limiting the infusion volume to 100 ml will thus limit the drug dose to 180
mg. Dose limitation was therefore set to 150-200 mg per single administration.

The overall workflow applied following the in silico screening for the purpose of candidate
selection is summarized herein. CMC database classifies each molecule according to its
pharmacological group. The 197 molecules classified by both models as positive hits were
evaluated by their pharmacological group to examine whether the disease for which the drug
is used could benefit from the effect of EPR (for cancer) or EP (for diseases involving
inflammation). Pharmacological groups that may benefit from this enhanced permeability
effect are anticancer, anti-inflammatory and antibiotic drugs. Suitable drugs were then
screened and filtered by their pKa and logD properties. Only molecules that meet the criteria
of being amphipathic weak acids or bases were then searched for their stage in drug
development. Molecules that were marketed or in clinical studies were further considered
(molecules in earlier stages of drug development are usually not available in large quantity).
Other advantages in liposomal administration were examined for these molecules, such as
pharmacokinetic and toxicologic properties of the drug. For example, drugs having short
plasma half-life may result in increased circulation time by PEGylated liposomal
administration and hence their efficacy may improve. The passive targeting may also result
in a decrease in drug toxicity, which for the free (non-liposomal) drug may in many cases
limit either the dose per treatment and dose per administration (exemplified by
amphothericin B and AmbiSome®) or in total dose per treatment protocol (exemplified by
doxorubicin and Doxil®). Remaining molecules were evaluated for their dose as molecules
requiring very high doses are not suitable for liposomal delivery. Following the additional
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screening process, 25 molecules were found to be suitable for testing, and the two molecules
predicted to be positive hits were selected based on their commercial availability. The same
criteria were applied to select the negative hit compound. The consideration of other
parameters such as stability during storage and in vivo release was reserved for future
studies.

Two “positive” hits and one “negative” hit (by both models) were selected for testing. The
positive hits were pravastatin and mupirocin, and the negative hit was piroxicam. The red
squares in Figure 2 represent the three molecules selected for testing. Table 1 shows the
chemical structure of the selected drugs and their calculated pKa and log D at pH 7.0. These
parameters are the parameters defining a molecule as being an amphipathic weak acid or
base [8]. All three molecules selected are amphipathic weak acids (Table 1) and thus are
suitable for remote loading. However, piroxicam was identified by these models to be a
negative hit, i.e., to have low loading efficiency at D/L ratio =0.3. Detailed discussion of the
selected molecules follows.

Pravastatin is used orally to lower cholesterol. However, pre-clinical studies suggest that
statins may be effective anticancer agents, but the required doses are 100-500-fold higher
than those needed to lower cholesterol levels. Liposomal pravastatin [31] was found to
inhibit tumor growth by targeting cancer-related inflammation in mice, the D/L ratio was
low (0.02) by a passive loading method [31]. Our in silico models suggest that the D/L ratio
affording high loading efficinecy may be significantly increased (= 0.3) by remote loading.
A hypothesis that we did validate for pravastatin in this study (see section 3.1.2. below).

Mupirocin (pseudomonic acid) is a relatively new antibiotic. When absorbed into the blood
stream or administered parenterally, mupirocin is rapidly degraded to form the inactive
monic acid. Therapy with mupirocin is therefore confined to topical application [32].
Toxicological studies were carried out as described in the Bactroban product monograph
[33] and showed that mupirocin may be safely administered systemically even at high doses.
Nano-liposomes may protect mupirocin from degradation and passively target the drug to
the infected tissue by the inflammation related enhanced permeability (EP) effect [34,35].

Piroxicam, a non-steroidal anti-inflammatory drug (NSAID) was predicted to be “negative”
and was selected to test this prediction. Piroxicam was chosen according to the four criteria

(section 3.1.1.) and it was predicted to have low loading efficiency at D/L ratio of =0.3. Our
predictions for piroxicam were experimentally validated indeed (vide infra).

3.1.2. Candidate testing—All three selected drugs were amphipathic weak acids (Table
1) and were therefore remote loaded using a calcium acetate transmembrane gradient [7]; the
results of these experiments are shown in Table 2. Pravastatin and mupirocin showed high
loading efficiency (93-100%) at all D/L ratios tested (0.2-0.5). Thus, both drugs were
confirmed to be true positives. Piroxicam had medium loading efficiency (35-54%) at all
D/L ratios tested; thus, it was confirmed to be a true negative.
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3.2. Model validation using recently published data

We have collected data for remote loading of 10 additional drugs from recent publications
[11-20]. None of these molecules was used to build our QSPR models; they are marked as
green squares in Figure 2. Table 3 summarizes the data related to these 10 drugs. Their
chemical structures and calculated pKa and logD are shown in Table 1 in the Supplementary
Information. The experimental data on their loading efficiency are found in Table 2 of the
Supplementary Information.

The ISE model classified all 10 molecules as negatives; thus, it misclassified istaroxime
[11], which was found to be positive. It should be noted that istaroxime was borderline in
the experiment. Its loading efficiency at D/L ratio of 0.3 was found to be only 72-74%. The
kNN model classified only 8 molecules of the 10 tested because two molecules were found
to be outside of the KNN models’ applicability domain (applicability domain is a specially
defined chemical similarity threshold that prevents making predictions for molecules that are
chemically different from those in the training set used for model development— see [36]
for additional discussion). Of the eight drugs predicted by kNN, one was false negative
(istaroxime— also by ISE) and one was false positive (AR-67 [12]). Evaluating the drugs
based on pKa and logD shows that only four molecules fit the requirements for being
amphipathic weak acids or bases, as discussed above (logD at pH 7 in the range of 2.5 to 2
and pKa <11 for an amphipathic weak base or pKa >3 for an amphipathic weak acid):
fluoxetine, istaroxime, 5-carboxyfluorescein and DZNep, while only one of them was
experimentally positive and none of them was identified by the models as positives. These
observations illustrate the advantages of using QSPR models as opposed to simple criteria
based on logD and pKa ranges to achieve accurate selection of drugs for remote liposome
loading.

4. Conclusions

Our study describes the first application of QSPR models to virtually screen drugs for their
suitability for efficient remote loading into liposomes. Results obtained in this study
confirmed the significant predictive power of the binary classification models built with ISE
and KNN approaches. Based on the predictions from these models and applying other
experimental considerations, three molecules were selected for experimental testing: two of
those that were predicted to be “positives” (pravastatin and mupirocin) and one predicted to
be “negative” (piroxicam). Indeed, all three compounds were found to be correctly classified
by both models. Data for 10 other molecules published in recent literature were used for
additional validation of QSPR models. The ISE method misclassified one compound (false
negative) that was found experimentally to be borderline positive. KNN misclassified two
instances (one false negative and one false positive), and two instances were outside of its
applicability domain. The accuracy of models built with ISE and kNN was found to be
92.3% (12 correctly classified instances out of 13 predictions) and 81.8% (9 correctly
classified instances out of 11 predictions), respectively.

The accuracy of QSPR models for a test set containing compounds that were not used for
producing the model is exciting, especially given the diversity of their chemical structures,
both for "positives” and “negatives”. In addition, each drug was also evaluated based on its
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pKa and logD at pH 7.0 for its suitability for remote loading (as these two parameter defined
if the dug is an amphiphatic weak acid or base). It was found that both in cases where pKa
and logD were similar for different molecules, as well as in cases in which they were very
different, our models were able to identify both the best candidates for remote loading as
well as those compounds that were not good candidates.

This study demonstrates the high utility of QSPR models for selecting new drug candidates
for liposome remote loading. The QSPR model-driven virtual screening protocol was able to
generate good candidates for this DDS: both of the compounds that were predicted to be
positive by both models and selected for experimental validation in this proof-of-concept
study were indeed confirmed experimentally to be positive. These results strongly support
the notion that QSPR models may serve as a reliable and useful tool to identify candidates to
achieve high intra-liposomes drug concentration and move them from in silico prediction to
invitro and in vivo studies.

One should always keep in mind that drug loading (predicted by the QSPR modeling) is
indeed a major parameter for liposomal drug formulation development as it constitutes the
initial crucial step. However, in order to make a more complete prediction of drug suitability
to become a liposomal drug product other important parameters have to be considered. Good
candidates can be determined by in silico predictions followed by the amphipathic acid or
base filter (with the help of pKa and logD predictions). Other considerations include the
disease for which the drug is intended and whether administration via liposomes may have a
therapeutic advantage. The therapeutic dose should also be considered, as too high doses are
not suitable for liposomal administration. Additional parameters, which were not considered
in the present study, include storage stability and drug release at storage temperature (for
stability) and at 37°C for efficacy. Only liposomes that release enough drug at the disease
site, which is taken up and processed by cells have the chance to show an improved
therapeutic efficacy. At the same time a too rapid release rate will not enable achieving the
benefits of liposomal delivery [39]. We are currently studying the stability of loaded
liposomes and their release profile; the latter property will also be examined by QSPR
modeling.

The vast amount of new data on liposomal delivery of drugs published in recent years
demonstrates the importance of this DDS in the field of formulations. Additionally, the fact
that only one drug out of the 10 found in recent literature is “positive” (although borderline)
emphasizes the difficulty of finding good candidates for remote loading. To the best of our
knowledge, the studies presented herein represent the first successful example of using
QSPR maodeling for evaluating drugs suitable for liposomal delivery. Thus, this pilot study
suggests that computational models may be used effectively to accelerate the development
of novel drug delivery systems.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1.
Correlation between KNN continuous prediction and KNN category score.
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Figure 2.

The relationship between ISE index and KNN category score. Hits identified by both models
as positives are found in the red dotted quadrant. Negative hits are found in the black dotted
quadrant. The red squares indicate molecules tested in this study and green squares are
molecules found in the literature; all these molecules comprised an additional external
validation set to test our models.
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Table 1

Chemical structure of the selected molecules and their calculated pKa and logD at pH 7.0

Chemical structure pKa LogD at
pH 7.0
Pravastatin 1 . g~ 431 -0.54
' | P
Hi - -
Mupirocin .l.' 478 0.02
\.“
AN
|
Piroxicam " 450 -1.94
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Comparison between experimental category and the prediction by ISE index and kNN category score for 10
compounds found in literature

Observed category | |sSg index@ | KNN category
scoreb
Sanguinarine [13] Negative -0.88 0.24
Fluoxetine [37] Negative -0.61 0.14
Edaravone [38] Negative -0.711 0.222
Gefitinib [16] Negative -0.642 0.383
Istaroxime [11] Positive -0.77 0.100
5-carboxyfluorescein [17] Negative -0.602 0.012
Vancomycin [18] Negative -0.892 NCC
AR-67[12] Negative -0.012 0.637
Boanmycin (BAM) [19] Negative -0.896 NCC
3-deazaneplanocin A (DZNep) [20] | Negative -0.622 0.241

aISE index below “0” implies negative category, and above “0” implies positive category.

kaN score below 0.5 implies negative category, and above 0.5 implies positive category.

CNC- Not calculated for this model because it is outside the applicability domain: in Figure 1, kNN score for these molecules was assigned as 0.5.
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