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Abstract: A design strategy for macromolecular prodrugs is described, that are expected to exhibit
robust activity against most solid tumor types while resulting in minimal toxicities to normal
tissues. This approach exploits the enhanced permeability, and retention (EPR) effect, and utilizes
carefully engineered rate constants to selectively target tumor tissue with short-lived cytotoxic
moieties. EPR based tumor accumulation (half-life ~ 15 h) is dependent upon the ubiquitous
abnormal solid tumor capillary morphology and is expected to be independent of individual tumor
cell genetic variability that leads to resistance to molecularly targeted agents. The macromolecular
sulfonylhydrazine-based prodrugs hydrolyze spontaneously with long half-life values (~10 h to >300
h dependent upon their structure) resulting in the majority of the 1,2-bis(sulfonyl)-1-alkylhydrazines
(BSHs) cytotoxic warhead being released only after tumor sequestration. The very short half-life
(seconds) of the finally liberated BSHs localizes the cytotoxic stress to the tumor target site by allowing
insufficient time for escape. Thus, short lifespan anticancer species are liberated, and exhibit their
activity largely within the tumor target. The abnormal tumor cell membrane pH gradients favor
the uptake of BSHs compared to that of normal cells, further enhancing their selectivity. The reliance
on physicochemical /chemical kinetic parameters and the EPR effect is expected to reduce response
variability, and the acquisition of resistance.

Keywords: anticancer drugs; targeting; EPR; activity confinement; sulfonylhydrazine; Evans blue;
serum albumin; diffusion; half-life

1. Introduction

The concept for this chemotherapeutic project originated from researchers in the labo-
ratory of the late Professor Alan C. Sartorelli in the Yale Medical School’s Department of
Pharmacology. Following Professor Sartorelli’s death, his laboratory was closed, orphaning
this promising project.

The EPR effect is a verified phenomenon exclusive to solid tumors that has great
potential for therapeutic exploitation. The EPR effect arises from the unique architecture
of solid tumor capillary networks. Solid tumors, unlike normal tissues, have large gaps
between the capillary endothelial cells permitting large scale extravasation and retention
of macromolecules (Figure 1), functioning in an analogous manner to a molecular fish
trap. EPR effect-based targeting strategies are therefore not influenced by individual
tumor cell genetic variability that may confer resistance to molecularly targeted agents.
Treatment strategies that efficiently exploit the EPR effect would be of very wide utility,
being applicable to most classes of solid tumors. For this approach to function, the cytotoxic
activity, once delivered, must remain confined to the tumor. The very short tunable half-
lives of the 1,2-bis(sulfonyl)-1-alkylhydrazines (BSHs) accomplish this function.
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Figure 1. Illustration of the enhanced permeability and retention (EPR) effect, a verified phenomenon exclusive to solid
tumors (A) Solid tumors, unlike normal tissues, have large gaps between the capillary endothelial cells permitting large
scale extravasation and retention of macromolecules. (B) Small permeable molecules represented by small red dots readily
traverse the endothelial cells lining capillary walls and penetrate both normal and tumor tissues. (C) Large membrane
impermeable macromolecular prodrug (MW ~ 70 kDa) essentially confined to the plasma volume except in tumor tissues
where the abnormally leaky vascular networks result in large molecules concentrating within the extracellular space.
(D) Macromolecular prodrug molecules are retained at high levels in the extracellular tumor space long after concentrations

within the plasma have diminished.

The EPR effect has successfully served as a means of improving the tumor selec-
tivity of some clinically used antitumor agents by incorporating them into nanoparti-
cle/macromolecule tumor delivery platforms [1-3]. However, the use of approved drugs
is likely an extremely poor choice for maximizing tumor selectivity in most cases. This is
because their success as ‘free-agents’ is due in part to pharmacokinetic properties favoring
good distribution and tissue penetration, and these very same properties will also aid
in the escape and redistribution of a formerly targeted agent. Thus, leakage and redistri-
bution of tumor-targeted material to normal tissues is a major, and commonly occurring
problem, with targeted drugs. Other major concerns include: the inefficient release of
the targeted agent, inappropriate systemic activation, high sensitivity of normal tissues to
the targeted agent, and non-benign delivery platform residual products.

1,2-Bis(sulfonyl)-1-alkylhydrazines (BSHs), developed in the Sartorelli laboratory,
have a library of properties that allow them to largely circumvent these problems giving
them significant promise as therapeutic warheads for EPR targeting platforms [4]. De-
spite these significant BSH advantages, EPR effect-based tumor-targeting strategies have
yet to be explored with this class of agents.

Evans Blue (EB) is a low-toxicity, colorimetrically quantifiable azo dye with an ex-
tremely high binding affinity for serum albumin. EB is often used to estimate the proportion
of body water contained in plasma since the EB/serum albumin complex does not signifi-
cantly penetrate normal tissues or cells. The tightly bound EB/serum albumin complex
behavesin vivo like a single macromolecular agent (mw ~ 70 kDa) selectively concentrating
within solid tumors with their abnormally leaky vascular networks. One day after i.v.
injection, the EB serum albumin complex is largely lost from the plasma and confined to
solid tumor sites, where it persists for weeks, [1-3].

During our development of BSH prodrugs a number of latentiating linkers were iden-
tified which spontaneously fragmented with long half-lives under biological conditions
ranging from ~10 h to >300 h. Covalent BSH prodrugs utilizing such linkages to either
EB/analogs thereof, or to serum albumin directly, would be expected to release the vast
majority of their short-lived cytotoxic payload only after these macromolecular complexes
were confined to the tumor intracellular spaces, since this half-life is much greater than
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the half-life for EPR sequestration (~15 h) of the macromolecular prodrug. The small pro-
portion of BSH warhead released within the bulk circulation would be relatively innocuous;
and this minor fraction would not be expected to exceed normal tissue toxicity thresholds.
The EPR effect arises because solid tumors have abnormally large gaps between their
capillary endothelial cells that permit large scale extravasation and retention of macro-
molecules (Figure 1) [1]. The EPR effect is not seen in normal healthy tissues. Since EPR
targeting is primarily dependent upon abnormal tumor capillary morphology, it is not
greatly influenced by individual tumor cell genetic variability that might lead to resistance
to molecularly targeted agents. The preferential delivery and localization of cytotoxic stress
to the tumor is assured by the interplay of several kinetic processes. The reliance on a com-
bination of physicochemical/chemical kinetic parameters and the EPR effect is expected to
reduce response variability and the acquisition of resistance compared to therapies which
require direct activation of agents by variable levels of enzymes in tumor/normal tissues
and/or the presence of differentially expressed molecular markers/targets. In the pro-
posed strategy the tumor-selective delivery of cytotoxic stress is based upon three kinetic
parameters that occur on different timescales. The first concerns the kinetics of the transfer
of a macromolecular serum albumin prodrug complex from the plasma into tumor tis-
sues. In the case of Evans Blue (EB)/serum albumin complexes, these occur with Tq/, ~
values of ~5 h and ~15 h, respectively [1-3]. These complexes are then retained in tumor
tissues at near constant levels for hundreds of hours [1-3]. The second kinetic parameter
involves the slow spontaneous hydrolysis/cleavage of a latentiating linker (T;,, ~ 10 h
to >300 h depending upon structure). This ensures that the vast majority of the fragmen-
tation to release the 1,2-bis(sulfonyl)-1-alkylhydrazine (BSH) warhead occurs only after
the bulk of the macromolecular prodrug has left the plasma and resides within the tu-
mor delivery site. The third kinetic parameter is the rapid delivery of cytotoxic stress
resulting from the secondary fragmentation of the liberated highly permeable BSH to
generate cytotoxic electrophiles. This latter reaction occurs with precisely tunable T/,
values (dependent upon the BSH structure) of between 1s to 280s [4-6]. The rapidity of
this reaction limits the diffusion range of the BSH and safeguards against the dilution
of the cytotoxic stress by escape from the tumor environment, and protects normal sur-
rounding tissues from cytotoxic exposure [4]. In the detailed kinetic modeling study of
targeted BSH cytotoxic stress delivery, it was determined that a half-life of approximately
8s would be optimal [4]. This allows sufficient time for the agent to act on cells proximal
to the delivery site, but insufficient time for a significant proportion of the agent to enter
the capillaries and be lost from the target site. Differences in the magnitude and direction
of trans plasma membrane pH gradients between normal and cancer cells [7,8] will further
decrease the relative toxicity of the weakly acidic BSHs to normal cells, while maximizing
the anticancer activity of the BSH released within the tumor extracellular environment.
Targeting strategies based upon the EPR effect have been applied to existing ther-
apeutics to endow them with greater tumor selectivity with some clinical success [1].
These delivery systems have been shown to “safely” transport payloads of cytotoxic
molecules to tumors while largely shielding normal cells from their toxic effects during
the transport process [1]. However, inefficient release, inappropriate systemic release, inef-
fective tumor uptake, and the leakage of the targeted cytotoxic material from the tumor site
have remained major problems [9]. The temptation to press-gang existing clinical agents
with proven anticancer activity into the role of “therapeutic warhead” for tumor-targeted
systems should thus be explicitly avoided, because their success as “free-agents” is due, at
least in part, to pharmacokinetic properties favoring good distribution and tissue penetra-
tion. However, these properties aid in the escape and systemic distribution of the formerly
targeted agent. BSHs have properties that circumvent many of these failings and set them
apart from other “therapeutic warheads” [6]. BSHs can be released by simple sponta-
neous chemical activation mechanisms that are independent of the presence, or differences
in the levels of, activating enzymes or tumor specific molecular markers. This removes
biological variables influencing the degree of targeting and/or tumor response [6,10,11].
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O%-methylguanine-DNA methyltransferase (MGMT), the protein primarily responsible
for BSH resistance, can provide a strong yet limited “toxicity threshold /buffer”, allowing
the tolerance of BSH leakage from the target site and undesired background systemic
activation [12]. However, the limited MGMT protection threshold can be overwhelmed
within the tumor with targeted BSH delivery [13]. Moreover, MGMT is likely amenable to
tumor-selective modulation in solid tumors increasing their preferential sensitivity towards
chloroethylating BSHs [6,14], and the presence of MGMT deficient tumors in 5-20% of
patients (dependent upon the tumor type) may permit the pre-selection of patients likely
to exhibit exceptional responses [15-17].

Despite the possession of this combination of desirable properties, BSHs have yet to
be utilized as therapeutic ‘warheads’ for EPR effect-based tumor targeted drug delivery
platforms.

Several simple low molecular weight BSH prodrugs have shown remarkable in vivo
activity, the most successful being laromustine (a.k.a. cloretazine, onrigin, VNP40101M,
101M) [6]. Laromustine is a spontaneously activating prodrug of the chloroethylating BSH
90CE [11]. Laromustine liberates 90CE in a mildly tumor selective manner based upon pH
dependent activation and uptake [18,19].This indicates the therapeutic potential of BSHs
even without the benefits of EPR dependent tumor-targeted delivery.

BSHs react to generate greater yields of electrophiles that favor the alkylation of
the O-6 position of DNA guanine, and more importantly, lower yields of other cytotoxic
DNA reactive electrophiles with low tumor-selective cytotoxicity [6,19]. The cytotoxicity of
BSHs exhibits the greatest MGMT activity dependency known [12,20-24]. In the case of
90CE, MGMT expression can result in a ~20-fold increase in the IC5 value, compared to
only a 2 to 3-fold difference for bis-chloroethylnitrosourea (BCNU) in the same matching
cell lines [12,24]. An MGMT molecule can only repair a single guanine O-6 lesion [23].
Once a cell’s MGMT reserves are titrated, repair ceases until fresh MGMT is synthesized [25].
This results in a temporal window of high sensitivity to guanine O-6 alkylation. In the case
of the methylating BSH, 1,2-bis(methylsulfonyl)-1-(methyl)hydrazine (KS90), cytotoxicity
is not manifested until all the cellular MGMT is titrated [12]. Unfortunately, guanine
O-6 methylations are of a relatively low cytotoxicity even in the absence of repair [12].
However, KS90 is a relatively efficient MGMT titrator, resulting in 5-6 times the molar
yield of guanine O-6 alkylations than its chloroethylating counterpart 90CE [12]. Thus, EPR
targeted KS90 could be used to deplete tumor MGMT and selectively sensitize tumor cells
to the more cytotoxic O°-(2-chloroethyl)guanine assault, thus resulting in synergistic tumor
cell kill (Figure 2).

Guanine O-6 chloroethylators behave differently from methylators since the initial
lesionspontaneously transitions into a highly cytotoxicl-(N3-cytosinyl),-2-(N'-guaninyl)
ethane DNA-DNA interstrand cross-link (G-C ethane cross-link) viaa N 1,Oé—ethanoguanine
intermediate [26-28] (Figure 2). Cells have a small limited capacity to repair G-C ethane
cross-links (an MGMT independent process) [26]. Thus, for a cell to survive, the MGMT
activity must be sufficiently large to produce a repair rate that clears the guanine O-6
cross-link precursor lesions before a small but lethal number have transitioned into G-C
ethane cross-links [26].A large excess of MGMT relative to the number of O-6 guanine
lesion number is therefore required for resistance, but little MGMT depletion occurs even at
highly cytotoxic doses [12,26]. Thus, MGMT expression results in strong resistance to both
methylating and chloroethylating BSHs. The protection afforded by MGMT towards 90CE
has additional limitations, since it is only proportional to the MGMT activity up to ~10,000
MGMT molecules/cell [12]. Beyond this point very large increases in MGMT expression
result in only incremental additional resistance. Thus with efficient targeting, 90CE can
kill cells even with exceptional MGMT levels, yet normal cellular MGMT levels can still
provide a robust cytotoxicity threshold to cope with a significant degree of leakage/errant
release [13]. A cytotoxicity threshold is an important parameter to achieve highly selective
cancer cell kill with targeted agents due to inherent inaccuracies present in most targeting
platforms. A targeted ricin-like molecule for example, where a single molecule can kill
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a cell [29] (ultimately potent with no threshold before toxicity is observed), can only tolerate
a very small amount of errant release before widespread toxicity to normal tissues occurs.
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Figure 2. Chloroethylation of the O-6 position of DNA guanine, its sequelae, and the synergistic
cytotoxicity of guanine O-6 methylating and chloroethylating BSHs. (A) Chloroethylation of guanine
0-6 results in the formation of O%-(2-chloroethyl)guanine which rapidly rearranges to form the N1,0-
ethanoguanine cross-link precursor; this lesion then slowly transitions into highly cytotoxic G-C
ethane cross-links. Points of repair/cross-link precursor quenching by MGMT are indicated. A limited
number of G-C ethane cross-links can be repaired via HDR. Tumor selectivity arises predominantly
from tumor deficits in one or more of these repair processes, with MGMT insufficiency likely being
the foremost factor in most cases. (B) The synergistic cytotoxicity of guanine O-6 methylating and
chloroethylating agents arises from the rapid titration of protective MGMT by the relatively low
toxicity O6—methylguanine lesion, leaving an unimpaired path for the O6—(2—chloroethyl)guanine
lesion to progress to highly cytotoxic G-C ethane cross-links.

Spontaneously Hydrolyzing BSH “Warhead” Linkers. A number of classes of BSH
prodrugs have been previously synthesized by substitution of the N-2 proton with groups
that are cleaved either spontaneously, or by particular enzyme classes under specific condi-
tions [10,11,29-33]. Of particular interest to this application are a series of 2-aminocarbonyl-
BSH derivatives in which both available positions on the amino group have been substi-
tuted. Prodrugs utilizing these linkages spontaneously liberate active BSH by hydrolyzing
very slowly under normal biological conditions (pH 7.4 and 37 °C) with half-lives ranging
from ~10 h to >300 h. BSHs utilizing two other linkage types (acyl and carbamate) also
resulted in some compounds with suitably slow spontaneous cleavage rates in aqueous
solutions. It is expected that the measured spontaneous hydrolysis rates of these moieties
in these simple model compounds will be comparable to the rates that will occur in more
complex structures. The spontaneous cleavage/hydrolysis of some of these masking
groups (carbamates in particular) may at least in part be acid catalyzed. A long half-life for
the release of the cytotoxic warhead from the macromolecular prodrug outside of the tumor
environment is essential to give time for tumor accumulation and to minimize the release
of BSH in the general circulation, but once sequestered within the tumor the activation
rate is less important. Since serum albumin/EB complexes do not penetrate most normal
tissues or cells to any large extent, and are normally confined to the plasma volume, [1-3]
the serum albumin/EB-BSH and serum albumin-BSH prodrugs should be similarly re-
stricted. This extracellular plasma confinement greatly restricts primary metabolism due
to the very limited number of active enzymes in the plasma capable of acting upon them.
However, it is possible that some types of plasma esterases etc. could have some lim-
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ited activity on some of the proposed BSH linkers. The reliance on slow spontaneous
non-enzymatic hydrolysis to liberate the active BSH under biological conditions should
help minimize variability between animals and result in the bulk of the macromolecular
prodrug becoming tumor associated in its intact form. Three suitable ‘linker’ types uti-
lized in previous non-macromolecular BSH prodrugs designs [11,32,33] have appropriate
spontaneous cleavage rates. Moreover, these linkages do not pose any synthetic challenges.

Serum Albumin Attachment Strategies. Two serum albumin attachment strategies
are proposed, (Figure 3) the first involves the covalent attachment of a BSH to an EB analog
via a slowly hydrolyzing linker. The synthetic chemistry is based on methods recently used
to synthesize EB analogs designed as tumor imaging agents [34]. The direct attachment to
EB analogs has several advantages; (i) the well-established tumor-selective localization of
EB/analogs thereof; (ii) EB analogs are highly chromophoric permitting facile quantifica-
tion and simplifying tissue/tumor distribution studies; (iii) the resultant EB-BSH covalent
complexes are relatively small molecules (~1250-1500 kDa) that generate the macromolecu-
lar agent in vivo upon tight non-covalent binding to serum albumin. The direct covalent
attachment of BSHs to serum albumin (Figure 3), has the following advantages: (i) the abil-
ity to readily attach BSH + linker moieties to serum albumin thiol groups via a simple
one step Michael type addition reaction; (ii) the potential ability to attach multiple BSH
molecules per serum albumin molecule due to the large number of cysteine SH groups
present in heavily reduced preparations; (iii) the ability to attach multiple synergistic BSH
types in a favored ratio (e.g., a synergistic combination of methylating and chloroethylating
BSHs), (Figure 3); (iv) high aqueous solubility. Serum albumin contains 35 cysteine residues,
but normally only one presents a free thiol group (Cys34) as the remaining 34 are involved
in 17 disulfide bonds [35]. Typically serum albumin preparations contain around 0.6 moles
of free Cys34 thiol per mole of serum albumin with the remaining 0.4 moles of Cys34 being
involved in disulfide bonds with low molecular weight thiols (cysteine, GSH etc.) [35].
If these serum albumin preparations are reduced with dithiothreitol (DTT) under mild
conditions then separated, samples which are essentially fully reduced at only Cys34 are
readily produced [36]. The reduced serum albumin is then easily separated from these
low molecular weight components by ultrafiltration. Longer reductions under harsher,
more denaturing conditions result in progressively more —S-S- reduction [37], the time
course and the number of thiol groups generated per mole of serum albumin being easily
determined in the isolated protein using Ellman’s reagent. Serum albumin-based prodrugs
containing a single BSH linked to Cys34 should be the easiest to prepare; furthermore, this
is expected to minimally affect the behavior of this protein and generate a uniform product
(Figure 3). However, serum albumin BSH prodrugs with up to 10 covalently attached BSH
molecules could be synthesized and evaluated for BSH release. The attachment of acryloyl-
BSH warheads to serum albumin could be carried out by reacting a slight molar excess of
acryloyl-BSH per reduced thiol residue in the serum albumin preparation in phosphate
buffer saline. A 5 min reaction at 37 °C, followed by washing/ultrafiltration/lyophilization
should yield the desired macromolecular BSH prodrug.
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Figure 3. Proposed designs for EPR targeted macromolecular BSH prodrugs. (1). Design utilizing
a BSH coupled via a slowly hydrolyzing linker (T;,, ~ 10 to >300 h) to an EB analog, the tight
non-covalent serum albumin binding generates a macromolecular prodrug. (2). Alternative design
utilizing BSHs coupled directly to serum albumin via available cysteine thiols. This design enables
the coupling of multiple and dissimilar/synergistic BSH molecules. (3). The direct covalent BSH
warhead coupling to serum albumin showing the location of Cys-34. A macromolecular prodrug can
be generated containing a single BSH warhead at Cys-34 (or multiple BSH warheads depending upon
the level of serum albumin reduction) by the Michael addition of acryloyl-BSH to serum albumin
thiol groups.

2. Results

Linker half-life determination. The hydrolytic half-lives of several proposed linker
moieties were determined using the proton release assay. The results are given in (Figure 4),
several possible linkers with suitably long half-live values (40-300 h) were identified.

Synthesis and Evaluation of Macromolecular Prodrugs. Due to the closure of the lab-
oratory, the final agents were never produced and evaluated in any animal models. How-
ever, these molecules are anticipated to be relatively easy to synthesize, even in modestly
equipped chemical synthesis laboratories, express broad anticancer activity towards solid
tumors, and more efficiently exploit the EPR effect than previous attempts. Thus this
represents a very promising line of research for anticancer drug development groups, even
with limited equipment and funding.
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Figure 4. The half-life of simple 90CE prodrugs with different N-2 substituents. The half-
life/spontaneous hydrolysis rate of various low molecular weight 90CE prodrugs was determined
(37 °C, pH of 7.4). It was noted that the stability of some of these linkages would allow sufficient
time for macromolecular prodrug analogs to be accumulated by tumor tissues before any significant
systemic activation occurred.

2.1. Mathematical Analysis

Overview and assumptions. If you examine the experimental data [2,3], you will
immediately notice that the curves representing the bloodstream and tumor levels of
the macromolecular prodrug do not match the simplistic images shown in (Figure 1).
If they did, the experimental data would show matching relative changes in the concentra-
tion of the macromolecular prodrug in the bloodstream and tumor tissue. That is when
half the material was lost from the bloodstream, half the material would have accumulated
in the tumor etc. Thus, they would have equivalent half times, although the peak absolute
concentrations would not be the same as this would be determined by the relative volumes
of these two compartments. If we look at the decrease in the levels of macromolecular
prodrug in the bloodstream we notice that it initially follows first order kinetics (half-
life, ~5 h), but then markedly deviates from this towards the end showing a very protracted
final decrease.In the tumor tissue the macromolecular prodrug accumulates with a very
different half-life value of ~15 h. These two observations are not possible with just the two
compartments illustrated in (Figure 1). If we include a third compartment of muscle,
liver, and kidney as shown in the experimental data [2,3], which acts as a reservoir for
the agent, and a small but limited excretion/metabolism of the macromolecular prodrug,
the experimental data can be very accurately matched. In our model we have assumed
a ~35 g mouse has a total blood volume of ~1.7 mL, a liver mass 1.5 g, kidneys of total
mass of 0.5 g, and 10 g of muscle mass. Thus, the size of the liver, kidney, muscle reservoir
is 12 g. Assuming the experimental tumors have a mass of ~0.02 g (volume ~20 pL) we
can very accurately model the experimental data shown in [2,3]. For a macromolecular
prodrug with a linker with a hydrolytic half-life (Tp) of ~30 h, it calculated that ~16% of
the drug’s active “payload” is released into the bloodstream, ~7.5% into the reservoir of
liver /kidney/muscle, and ~80% of the drug that enters the small tumor compartment
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still has its cytotoxic payload. This represents extremely good tumor-selective target-
ing, especially considering that macromolecular prodrugs with a longer linker hydrolytic
linker half-life value would perform better (Figure 5C,D). Furthermore, the BSH cyto-
toxicity threshold should largely spare most normal tissues from their relatively small
cytotoxin exposure. This mathematical model suggests that the dose of the macromolecular
prodrugrequired should be dependent upon the tumor burden, rather than the mass of
the recipient patient, which is what one would intuitively expect for a truly tumor selective
agent. This would result in a lower required dose of the macromolecular prodrug, with con-
comitantly lower toxicity to the patient, if the treatment was initiated earlier in the course
of the disease when the tumor burden was low.
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Figure 5. Model of drug release and active agent accumulation. Input parameters (T, Ty, Tp, V) are per the example
in the text. (A) Systemic drug concentration; (B) Active payload released sys-temically; (C) % of active released systemically;
(D) Accumulation of active and inactive drug quantity in tumor. In panel (C), T, varies-the green dot shows the example

given in the text.

2.2. Mathematical Analysis of Drug Delivery

A mathematical model incorporating bloodstream, organ reservoir and tumor was
developed in an attempt to reproduce the observed pharmacodynamics [2,3], and to
predict key measures of the likely efficacy of this drug delivery mechanism. Surprisingly
(and gratifyingly) the model yielded analytical solutions for these key measures, allowing
their dependency on the input assumptions to be calculated directly, rather than using
numerical methods.

There follows a description of the model used and the analytical solutions it yields.
The derivation of the solution is straightforward but somewhat protracted, so only a sum-
mary is presented here.

The Model

e A quantity (V) of drug is introduced to the bloodstream at time zero.
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The drug contains an active ‘payload’—targeted at a tumor—which releases in the body
with half-life (T})

The drug exits the bloodstream with half-life (Tj).

A constant fraction («) of the drug exiting the bloodstream enters a “reservoir” of
organs. The reservoir returns the drug back to the bloodstream with half-life (T;).
The drug enters the tumor at a rate proportional to its concentration in the bloodstream
and is retained.

The drug exiting the bloodstream which neither enters the reservoir nor the tumor is
excreted or otherwise lost to the system.

Required Model Outputs
It is required to find:

The quantity of drug which releases its active payload into the bloodstream, Ay,
The quantity of drug which releases its active payload into the reservoir, A,
Of the drug which enters the tumor, the fraction Q which retains its active payload

Solution B(1+ o)V
_ Y
Abtot - (1 +ﬁ)(1 +p) — (1)
_ apV
A = R ) @

(1+p)(1+p)—a

where = Tb/Tp and p = Tr/Tp.

As might be expected, the results depend only on the ratios between the system

half-lives and not their absolute values.

An Example

Half-life of drug in bloodstream = T, =5 h

Half-life of drug in reservoir of organs = T, =15h

Half-life of active payload within drug = T, =30 h

Quantity of drug=V = 2.0 x 1073 Mol

Proportion of drug exiting bloodstream which enters reservoir of organs = « = 25%
B=0.1667; p=0.5

Appor= 202505 =333 x 10~* Mol

Artor= 200222012 - 1 67 % 107 Mol

Q=42 =75%

Figure 5 uses this example to illustrate the dynamics predicted by the model.
Summary of Solution Derivation

Drug Quantities in Bloodstream and Reservoir

Define the following:

Vi (t),Vy(t) = quantity of drug in bloodstream and reservoir respectively.

_ loge2, _ loge2
Ky = T, ; Kr = T, *
These are the exponential decay constants for the drug in the bloodstream and the reser-

voir respectively.

The initial conditions are V;,(0) = V, V,(0) = 0.
The drug exits the bloodstream at a rate proportional to its concentration, and re-

renters from the reservoir at a rate proportional to the concentration there:

avy
= KV + KV, )
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Likewise, the drug exits the reservoir at a rate proportional to its concentration and
enters from the bloodstream at a rate proportional to the concentration there:

av,
— = aKyV, — K, Vy ®)
dt

Standard calculus leads to the solution of these two simultaneous linear differen-

tial equations:

1%
Vi(t) = {(x2 + Kp)ett — (x1 + Kp)e™'} (6)
Xy — X1
eth _ exlt
_ —c 7
Vi(t) =k V— T @)
where
Kp+ K, + \/(Kb +K)*—4(1 — a)KpK,
xXp = — (8)
2
Ky + Ky — \/(Kb +K)? —4(1 — a)KK,
Xy = — 5 )

Payload Released to Bloodstream

Define the following:
e  Ay(t) = the cumulative quantity of active payload released into the bloodstream by

time ¢, so that A,(0) = 0.
o Kp= lo%z = the exponential decay constant for the release of the active payload from

the drug.

From the principles of exponential decay, a unit quantity of the drug will release its
active payload at rate er’KPt.

Thus the rate of release into the bloodstream is given by:

dAp —Kpt

Using the expression for V;(t) above, this expression may be integrated with respect

to time to give:

K,V x1 + K xp + K
Abptor = i { 1_ e — b} (11)
X2 — X1 (X2 Kp X1 Kp
which after some manipulation simplifies to:
Ky (Kp +Kp)V
Aptor = p 2 K) (12)

(Kp + Kp) (K + K;) — aK K,

Substituting in half-life ratios defined by f = Kp /Ky = T/ Tp and p = Kp/ K, =
T,/ Ty gives the solution above.
Payload Released to Reservoir of Organs
Define A, (t) = the cumulative quantity of active payload released into the reservoir
by time ¢ so that A,(0) = 0.
The expression for the rate of release is exactly analogous to that for the bloodstream:
dA

T; = V,Kpe X!, (13)

The same method of solution by integration and simplification leads to

aK,K,V
(Kp + Kp) (Kp + Ky) — aKpK;

Artot = (14)
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and the solution above.

Proportion of Active drug delivered to Tumor

Define the following:

Vi(t) = quantity of drug in tumor.

This is zero initially and increases at a rate proportional to the amount of drug
in the bloodstream:

Vi(0) =0 15)
= v, (16)

where g is a constant defining this rate.
Once again, we may integrate this expression with respect to time to yield:

Vi = 1V {(X1+Kb) (x2+Kb)} (17)

X2 X1

which may be simplified to:

gK, v _ qVv
(1 — CK)KhKr (1 — OC)Kb

Vitot = (18)
Define A;(t) = the cumulative volume of drug retaining its active payload to have
entered the tumor by time ¢, so that A;(0) = 0.
The drug entering the tumor at time ¢ retains a fraction e
Thus the tumor gains this active payload at rate:

Kt of its active payload.

dAy —Kpt
=gV P 1
7 = Ve (19)
Once again integrating with respect to time and simplifying yields:
K, +K;)V
Attor = 1Ky + ) (20)

(Kp + Kp) (Kp + Kr) — aKpK;
The final proportion of drug with intact active payload delivered to the tumor is thus:

_ Attor (1—a)Ky(Kp +Kr)

= = 21
Vit (Kp + Ko) (Ky + K0) — aKoK; @D

Substituting in the half-life ratios as before gives the solution (3) above.

3. Conclusions

There exists strong experimental evidence to support the selective delivery and re-
tention of macromolecular agents of a molecular mass of approximately 70 kDa by solid
tumor tissues [1-3]. To effectively exploit the EPR effect as a basis for an anticancer therapy,
the actions of the therapeutic agent must remain confined to the tumor tissue.This requires
a therapeutic warhead(s) that is inactive until tumor delivery, but once the cytotoxin is acti-
vated, within the tumor tissue, it reacts extremely rapidly precluding systemic toxicities [4].
BSHs possess all the appropriate properties to fulfill this role, and offer significant promise
as EPR targeted cytotoxins. Furthermore, EPR could be used to deliver BSH prodrug
activating enzymes to tumors resulting in the liberation of short lived BSH within solid
tumors though with reduced selectivity (4).

4. Materials and Methods
Chemical Synthesis

No complex chemistry is envisioned for the synthesis of the described macromolecular
BSH prodrugs, and a minimally equipped chemical synthesis laboratory should suffice.



Molecules 2021, 26, 259

13 of 16

Synthesis of Evans Blue analogs with attached BSH warheads, and acryloyl BSH
warheads. Carbamates (7 and 8): 4-Amino-4'-(hydroxymethyl)biphenyl (1) could be pre-
pared by a Suzuki cross-coupling reaction between 4-bromoaniline and 4-(hydroxymethyl)
phenylboronic acid by heating the reactants under reflux in a mixture of 2M potassium
carbonate and N,N-dimethylformamide in the presence oftetrakis(triphenylphosphine)
palladium [38]. The t-BOC derivative of 1 (2), synthesized by reacting 1 with di-tert-butyl
dicarbonate [39], are reacted with phosgene in the presence of pyridine in dichlormethane
to give the chloroformate (3), which is then be reacted with 1,2-bis(methylsulfonyl)-1-
(2-chloroethyl)hydrazine (90CE) to give the BOC-protected aminobiphenyl (4) [32]. Re-
moval of the protective group by reaction with trifluoroacetic acid to give the free amine (5),
followed by diazotization and coupling with the disulfonic acid (6) should give the target
molecule (7) [34] (Figure 6A). A similar sequence of reactions could be used to synthesize
the secondary carbamate (8) from the corresponding phenylboronic acid of the secondary
alcohol, prepared from the commercially available 4-acetylphenylboronic acid.The car-
bamate linkage is expected to be more stable in (8) than in (7). Aminocarbonyl analog
(12): The aminocarbonyl derivative (12) could be synthesized as shown.The tert-butyl
ester (9) can be synthesized by reacting the chlorocarbonyl derivative of 90CE, formed by
the reaction of triphosgene with 90CE in the presence of triethylamine in dioxane, with sar-
cosine tert-butyl ester. Acid-catalyzed deprotection of the tert-butyl group to give the free
acid (10) [40], followed by condensation of (10) with 4,4’-diamino-3,3’-dimethylbiphenyl
in the presence of dicyclohexylcarbodiimide (DCC) to yield (11) [39]. Diazotization of
the free amino group, followed by the condensation of the diazonium ion with (6) should
give the target molecule (12) [34] (Figure 6B). Acyl analog: 4-Carboxymethyl-4'-nitrobiphenl
(13) could be synthesized by a cross-coupling reaction between 4-nitro-1-bromobenzene
and 4-carboxymethylphenyl boronic acid [38]. Reaction of (13) with thionyl chloride should
yield the acid chloride (14) [41], which can then be reacted with 90CE in the presence of
triethylamine in acetonitrile to give 15 [33]. Reduction of (15) by catalytic hydrogenation to
give (16), followed by diazotization and condensation as described earlier will give the acyl
analog (17) [34] (Figure 6C) Acryloyl-BSHs could be synthesized in an analogous manner
to the previously synthesized acyl-BSHs (33) but by using acryloyl chloride in place of an
acyl chloride.

Decomposition kinetics. The kinetics of decomposition of various compounds and
intermediates under various conditions can be followed using a spectrophotometric proton
release assay. This is the preferred method for relatively short-lived agents as the de-
composition can be followed in real time. This method is also suitable for following
the decomposition of much longer-lived agents, as long as the reaction vessel/cuvette is
sealed to prevent changes in pH due to CO, absorption/desorption, and the temperature
is closely controlled [5,11,18,42].
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Figure 6. Chemical synthesis. (A) Synthesis of BSH-Evans Blue analog covalent conjugates involving carbamate linkages;
(B) Synthesis of BSH-Evans Blue analog covalent conjugates involving aminocarbonyl linkages; (C) Synthesis of BSH-Evans
Blue analog covalent conjugates involving acyl linkages.

Author Contributions: Conceptualization, P.G.P. and R.P.B.; methodology, PG.P. and K.S.; writing—
original draft preparation, PG.P.; H.SW. and K.S.; writing—review and editing, PG.P. and H.SW;
visualization, P.G.P.; supervision, P.G.P.; project administration, P.G.P. All authors have read and
agreed to the published version of the manuscript.

Funding: This work was supported in part by U.S. Public Health Service Grants CA-090671 and
CA-122112 from the National Cancer Institute, and a Grant from the National Foundation for
Cancer Research.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability: All data is contained within the article.



Molecules 2021, 26, 259 15 of 16

Conflicts of Interest: The authors declare no conflict of interest, financial or otherwise.

References

1.  Fang,].; Nakamura, H.; Maeda, H. The EPR effect: Unique features of tumor blood vessels for drug delivery, factors involved,
and limitations and augmentation of the effect. Adv. Drug Deliv. Rev. 2011, 63, 136-151. [CrossRef]

2. Matsumura, Y.; Maeda, H. A new concept for macromolecular therapeutics in cancer chemotherapy: Mechanism of tumoritropic
accumulation of proteins and the antitumor agent smancs. Cancer Res. 1986, 46, 6387—-6392. [PubMed]

3. Maeda, H. Vascular permeability in cancer and infection as related to macromolecular drug delivery, with emphasis on the EPR
effect for tumor-selective drug targeting. Proc. Jpn. Acad. Ser. B Phys. Biol. Sci. 2012, 88, 53-71. [CrossRef] [PubMed]

4. Penketh, PG.; Williamson, H.; Shyam, K. Physicochemical considerations of tumor selective drug delivery and activity confinement
with particular reference to 1,2-bis(sulfonyl)-1-alkylhydrazines delivery. Curr. Drug Deliv. 2020, 17, 362-374. [CrossRef] [PubMed]

5. Penketh, P.G.; Shyam, K.; Sartorelli, A.C. Studies on the mechanism of decomposition and structural factors affecting the aqueous
stability of 1,2-bis(sulfonyl)-1-alkylhydrazines. J. Med. Chem. 1994, 37, 2912-2917. [CrossRef] [PubMed]

6.  Shyam, K,; Penketh, P.G.; Baumann, R.P;; Finch, R.A.; Zhu, R.; Zhu, Y.L.; Sartorelli, A.C. Antitumor Sulfonylhydrazines: Design,
Structure-Activity Relationships, Resistance Mechanisms, and Strategies for Improving Therapeutic Utility. . Med. Chem. 2015,
58, 3639-3671. [CrossRef] [PubMed]

7. Webb, B.A.; Chimenti, M.; Jacobson, M.P,; Barber, D.L. Dysregulated pH: A perfect storm for cancer progression. Nat. Rev. Cancer
2011, 11, 671-677. [CrossRef]

8. Mahoney, B.P; Raghunand, N.; Baggett, B.; Gillies, R.J. Tumor acidity, ion trapping and chemotherapeutics. I. Acid pH affects
the distribution of chemotherapeutic agents in vitro. Biochem. Pharmacol. 2003, 66, 1207-1218. [CrossRef]

9.  Wright, ]. Nanotechnology: Deliver on a promise. Nature 2014, 509, S58-559. [CrossRef] [PubMed]

10. Shyam, K.; Penketh, P.G.; Divo, A.A.; Loomis, R.H.; Patton, C.L.; Sartorelli, A.C. Synthesis and evaluation of 1,2,2-
tris(sulfonyl)hydrazines as antineoplastic and trypanocidal agents. . Med. Chem. 1990, 33, 2259-2264. [CrossRef] [PubMed]

11.  Shyam, K,; Penketh, P.G.; Loomis, R.H.; Rose, W.C.; Sartorelli, A.C. Antitumor 2-(aminocarbonyl)-1,2-bis(methylsulfonyl)-1-(2-
chloroethyl)hydrazines. J. Med. Chem. 1996, 39, 796-801. [CrossRef] [PubMed]

12.  Ishiguro, K.; Zhu, Y.-L.; Shyam, K.; Penketh, P.G.; Baumann, R.P,; Sartorelli, A.C. Quantitative relationship between guanine
0°-alkyl lesions produced by Onrigin™ and tumor resistance by O°-alkylguanine-DNA alkyltransferase. Biochen. Pharmacol.
2010, 80, 1317-1325. [CrossRef] [PubMed]

13. Baumann, R.P.; Penketh, P.G.; Ishiguro, K.; Shyam, K.; Zhu, Y.L.; Sartorelli, A.C. Reductive activation of the prodrug 1,2-
bis(methylsulfonyl)-1-(2-chloroethyl)-2-[[1-(4-nitrophenyl)ethoxy]carbonyl]hydrazine (KS119) selectively occurs in oxygen-
deficient cells and overcomes O%-alkylguanine-DNA alkyltransferase mediated KS119 tumor cell resistance. Biochem. Pharmacol.
2010, 79, 1553-1561. [PubMed]

14. Zhu, R; Liu, M.C.; Luo, M.Z,; Penketh, P.G.; Baumann, R.P; Shyam, K; Sartorelli, A.C. 4-Nitrobenzyloxycarbonyl derivatives of
O%-benzylguanine as hypoxia-activated prodrug inhibitors of O%-alkylguanine-DNA alkyltransferase (AGT) which produces
resistance to agents targeting the O-6 position of DNA guanine. |. Med. Chem. 2011, 54, 7720-7728. [CrossRef]

15. Ishiguro, K.; Shyam, K.; Penketh, P.G.; Sartorelli, A.C. Development of an Oé—alkylguanjne—DNA alkyltransferase assay based on
covalent transfer of the benzyl moiety from [benzene-*H]O°-benzylguanine to the protein. Anal. Biochem. 2008, 383, 44-51. [CrossRef]

16. Citron, M.; Decker, R.; Chen, S.; Schneider, S.; Graver, M.; Kleynerman, L.; Kahn, L.B.; White, A.; Schoenhaus, M.; Yarosh, D. 0b-
Methylguanine-DNA methyltransferase in human normal and tumor tissue from brain, lung, and ovary. Cancer Res. 1991, 51, 4131-4134.

17.  Christmann, M.; Verbeek, B.; Roos, W.P,; Kaina, B. O6—Methylguanine—DNA methyltransferase (MGMT) in normal tissues and tumors:
Enzyme activity, promoter methylation and immunohistochemistry. Biochim. Biophys. Acta 2011, 1816, 179-180. [CrossRef]

18.  Penketh, P.G.; Finch, R.A ; Sauro, R.; Baumann, R.P,; Ratner, E.S.; Shyam, K. pH-dependent general base catalyzed activation rather
than isocyanate liberation may explain the superior anticancer efficacy of laromustine compared to related 1,2-bis(methylsulfonyl)-
1-(2-chloroethyl)hydrazine prodrugs. Chem. Biol. Drug Des. 2018, 91, 62-74. [CrossRef]

19. Penketh, P.G.; Shyam, K.; Sartorelli, A.C. Comparison of DNA lesions produced by tumor-inhibitory 1,2-bis(sulfonyl)hydrazines
and chloroethylnitrosoureas. Biochem. Pharmacol. 2000, 59, 283-291. [CrossRef]

20. Ishiguro, K.; Seow, H.A ; Penketh, P.G.; Shyam, K.; Sartorelli, A.C. Mode of action of the chloroethylating and carbamoylating
moieties of the prodrug cloretazine. Mol. Cancer Ther. 2006, 5, 969-976. [CrossRef]

21. Finch, R.A,; Shyam, K,; Penketh, PG,; Sartorelli, A.C. 1,2-Bis(methylsulfonyl)-1-(2-chloroethyl)-2-(methylamino)carbonylhydrazine
(101M): A novel sulfonylhydrazine prodrug with broad-spectrum antineoplastic activity. Cancer Res. 2001, 61, 3033-3038. [PubMed]

22. Giles, E; Verstovsek, S.; Thomas, D.; Gerson, S.; Cortes, J.; Faderl, S.; Ferrajoli, A.; Ravandi, F.; Kornblau, S.; Garcia-Manero,
G.; et al. Phase I study of cloretazine (VNP40101M), a novel sulfonylhydrazine alkylating agent, combined with cytarabine
in patients with refractory leukemia. Clin. Cancer Res. 2005, 11, 7817-7824. [CrossRef] [PubMed]

23. Gerson, S.L. Clinical Relevance of MGMT in the Treatment of Cancer. J. Clin. Oncol. 2002, 20, 2388-2399. [CrossRef]

24. Ishiguro, K.; Shyam, K.; Penketh, P.G.; Sartorelli, A.C. Role of O6—alkylguanine—DNA alkyltransferase in the cytotoxic activity of
cloretazine. Mol. Cancer Ther. 2005, 4, 1755-1763. [CrossRef] [PubMed]

25. Chan, C.L.; Wu, Z.; Eastman, A.; Bresnick, E. Irradiation-induced expression of O6—methy1transferase in mammalian cells.

Cancer Res. 1992, 52, 1804-1809.


http://doi.org/10.1016/j.addr.2010.04.009
http://www.ncbi.nlm.nih.gov/pubmed/2946403
http://doi.org/10.2183/pjab.88.53
http://www.ncbi.nlm.nih.gov/pubmed/22450535
http://doi.org/10.2174/1567201817666200427215044
http://www.ncbi.nlm.nih.gov/pubmed/32342817
http://doi.org/10.1021/jm00044a012
http://www.ncbi.nlm.nih.gov/pubmed/8071939
http://doi.org/10.1021/jm501459c
http://www.ncbi.nlm.nih.gov/pubmed/25612194
http://doi.org/10.1038/nrc3110
http://doi.org/10.1016/S0006-2952(03)00467-2
http://doi.org/10.1038/509S58a
http://www.ncbi.nlm.nih.gov/pubmed/24870822
http://doi.org/10.1021/jm00170a033
http://www.ncbi.nlm.nih.gov/pubmed/2374151
http://doi.org/10.1021/jm9505021
http://www.ncbi.nlm.nih.gov/pubmed/8576923
http://doi.org/10.1016/j.bcp.2010.07.022
http://www.ncbi.nlm.nih.gov/pubmed/20654586
http://www.ncbi.nlm.nih.gov/pubmed/20005211
http://doi.org/10.1021/jm201115f
http://doi.org/10.1016/j.ab.2008.08.009
http://doi.org/10.1016/j.bbcan.2011.06.002
http://doi.org/10.1111/cbdd.13057
http://doi.org/10.1016/S0006-2952(99)00328-7
http://doi.org/10.1158/1535-7163.MCT-05-0532
http://www.ncbi.nlm.nih.gov/pubmed/11306484
http://doi.org/10.1158/1078-0432.CCR-05-1070
http://www.ncbi.nlm.nih.gov/pubmed/16278404
http://doi.org/10.1200/JCO.2002.06.110
http://doi.org/10.1158/1535-7163.MCT-05-0169
http://www.ncbi.nlm.nih.gov/pubmed/16275997

Molecules 2021, 26, 259 16 of 16

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.
40.

41.

42.

Penketh, P.G.; Baumann, R.P; Ishiguro, K.; Shyam, K.; Seow, H.A.; Sartorelli, A.C. Lethality to leukemia cell lines of DNA
interstrand cross-links generated by Cloretazine derived alkylating species. Leuk. Res. 2008, 32, 1546-1553. [CrossRef]

Ludlum, D.B. The chloroethylnitrosoureas: Sensitivity and resistance to cancer chemotherapy at the molecular level. Cancer Inves-
tig. 1997, 15, 588-598. [CrossRef]

Noll, D.M.; Mason, T.M.; Miller, P.S. Formation and repair of interstrand cross-links in DNA. Chem. Rev. 2006, 106, 277-301.
[CrossRef]

Lord, M.].; Jolliffe, N.A.; Marsden, C.J.; Pateman, C.S.; Smith, D.C.; Spooner, R.A.; Watson, P.D.; Roberts, L.M. Ricin. Mechanisms
of cytotoxicity. Toxicol. Rev. 2003, 22, 53—64. [CrossRef]

Seow, H.A.; Penketh, P.G.; Shyam, K., Rockwell, S.; Sartorelli, A.C. 1,2-Bis(methylsulfonyl)-1-(2-chloroethyl)-2-[[1-(4-
nitrophenyl)ethoxy]carbonyl]hydrazine (KS119): A Novel Antineoplastic Agent with Selective Cytotoxicity to Hypoxic Cells.
Proc. Natl. Acad. Sci. USA 2005, 102, 9282-9287. [CrossRef]

Shyam, K.; Penketh, P.G.; Shapiro, M.; Belcourt, M.E;; Loomis, R.H.; Rockwell, S.; Sartorelli, A.C. Hypoxia-selective nitrobenzy-
loxycarbonyl derivatives of 1,2-bis(methylsulfonyl)-1-(2-chloroethyl)hydrazine. J. Med. Chem. 1999, 42, 941-946. [CrossRef]
Shyam, K.; Penketh, P.G.; Loomis, R.H.; Sartorelli, A.C. Thiolysable prodrugs of 1,2-bis(methylsulfonyl)-1-(2-chloroethyl)hydrazine
with antineoplastic activity. Eur. J. Med. Chem. 1998, 33, 609-615. [CrossRef]

Shyam, K.; Penketh, PG.; Divo, A.A.; Loomis, R.H.; Rose, W.C.; Sartorelli, A.C. Synthesis and evaluation of 1-acyl-1,2-bis(methylsulfonyl)-
2-(2-chloroethyl)hydrazines as antineoplastic agents. |. Med. Chem. 1993, 36, 3496-3502. [CrossRef] [PubMed]

Zhang, X.; Chen, X,; Lang, L.; Niu, G; Li, E; Zhu, C. Evans Blue Complex as Well as Preparation Method and Application Thereof.
China Patent CN 201310157168, 28 April 2013.

Sadler, PJ.; Tucker, A. Proton NMR studies of bovine serum albumin. Assignment of spin systems. Eur. ]. Biochem. 1992, 205,
631-643. [CrossRef] [PubMed]

Le, M.; Means, G.E. A procedure for the determination of monothiols in the presence of dithiothreitol-an improved assay for
the reduction of disulfides. Anal. Biochem. 1995, 229, 264-271. [CrossRef]

Iyer, K.S.; Klee, W.A. Direct spectrophotometric measurement of the rate of reduction of disulfide bonds. The reactivity of
the disulfide bonds of bovine a-lactalbumin. J. Biol. Chem. 1973, 248, 707-710.

Parrish, C.A.; Adams, N.D.; Auger, K.R.; Burgess, J.L.; Carson, ].D.; Chaudhari, A.M.; Copeland, R.A.; Diamond, M.A.; Donatelli,
C.A,; Duffy, KJ.; et al. Novel ATP-competitive kinesin spindle protein inhibitors. J. Med. Chem. 2007, 50, 4939-4952. [CrossRef]
Bodanszky, M.; Bodanszky, A. The Practice of Peptide Synthesis; Springer: New York, NY, USA, 1984; pp. 20, 231-232.
Chandrasekaran, S.; Kluge, A.F; Edwards, J.A. Synthesis of substituted -lactams by addition of nitromethane to 6-
oxopenicillanates and 7-oxocephalosporanates. J. Org. Chem. 1977, 42, 3972-3974. [CrossRef]

Tietze, L.F; Eicher, T.; Diederichsen, U.; Speicher, A. Reactions and Synthesis: In Organic Chemistry Laboratory; Wiley: Mill Valley,
CA, USA, 1989; p. 98.

Penketh, P.G.; Shyam, K.; Patton, C.L.; Sartorelli, A.C. Spectrophotometric Assay for Processes Involving Changes in Hydrogen
Ion Concentration in Aqueous Solution. Anal. Biochem. 1996, 238, 46-49. [CrossRef]


http://doi.org/10.1016/j.leukres.2008.03.005
http://doi.org/10.3109/07357909709047601
http://doi.org/10.1021/cr040478b
http://doi.org/10.2165/00139709-200322010-00006
http://doi.org/10.1073/pnas.0409013102
http://doi.org/10.1021/jm9805891
http://doi.org/10.1016/S0223-5234(98)80019-6
http://doi.org/10.1021/jm00075a002
http://www.ncbi.nlm.nih.gov/pubmed/8246218
http://doi.org/10.1111/j.1432-1033.1992.tb16821.x
http://www.ncbi.nlm.nih.gov/pubmed/1572363
http://doi.org/10.1006/abio.1995.1411
http://doi.org/10.1021/jm070435y
http://doi.org/10.1021/jo00444a046
http://doi.org/10.1006/abio.1996.0248

	Introduction 
	Results 
	Mathematical Analysis 
	Mathematical Analysis of Drug Delivery 

	Conclusions 
	Materials and Methods 
	References

