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Abstract: Hypoxic tumors overexpress membrane-bound isozymes of carbonic anhydrase (CA) CA
IX and CA XII, which play key roles in tumor pH homeostasis under hypoxia. Selective inhibition of
these CA isozymes has the potential to generate pH imbalances that can lead to tumor cell death.
Since these isozymes are dimeric, we designed a series of bifunctional PEGylated CA inhibitors
(CAlIs) through the attachment of our preoptimized CAI warhead 1,3,4-thiadiazole-2-sulfonamide to
polyethylene glycol (PEG) backbones with lengths ranging from 1 KDa to 20 KDa via a succinyl linker.
A detailed structure—thermal properties and structure-biological activity relationship study was
conducted via differential scanning calorimetry (DSC) and via viability testing in 2D and 3D (tumor
spheroids) cancer cell models, either CA IX positive (HT-29 colon cancer, MDA-MB 231 breast cancer,
and SKOV-3 ovarian cancer) or CA IX negative (NCI-H23 lung cancer). We identified PEGylated
CAls DTP1K 28, DTP2K 23, and DTP3.4K 29, bearing short and medium PEG backbones, as the
most efficient conjugates under both normoxic and hypoxic conditions, and in the tumor spheroid
models. PEGylated CAIs did not affect the cell viability of CA IX-negative NCI-H23 tumor spheroids,
thus confirming a CA IX-mediated cell killing for these potential anticancer agents.
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1. Introduction

Genetic and epigenetic mutations can transform normal human cells into malignant
ones. As the human body ages and normal repair mechanisms recede, the risk of cancer
increases, making it currently the second leading cause of death worldwide. The malignant
cells lose their normal physiologic functions and contact inhibition and gain characteristics
that facilitate their survival, growth, and metastasis [1,2]. Cancer cells grow aggressively,
forming tumors in different parts of the body. Often, their aggressive growth outpaces
the growth of supporting vasculature, so they become hypoxic [1-4]. Many aggressive
tumors such as breast, colorectal, ovarian, pancreatic, bladder, and other carcinomas are
associated with hypoxia and the upregulation and stabilization of hypoxia-inducible factor
1 (HIF-1) [1-7]. Subsequently, HIF-1 relocates to the nucleus, where it triggers the expression
of many proteins required for malignant tumor survival under hypoxic conditions [5-7].
Among them are the isozymes of carbonic anhydrase (CA), namely CA IX and CA XII [8-11].

Carbonic anhydrases (CAs) are metalloenzymes ubiquitously present in both prokary-
otes and eukaryotes, where they serve as catalysts for the reversible hydration of CO, to
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bicarbonate and a proton. Eight separate gene families encode for these enzymes: o-, 3-,
Y-, 8-, -, 1-, B-, and -CAs [8,12]. The x-CAs are the only group found in mammals, with
14 different CA isozymes being described in humans (hCAs) [8,12]. Of these hCAs, two
isozymes are mitochondrial (CA VA and CA VB), five isozymes are present in the cytosol
(CAL CAIIL CAII, CA VII, and CA XIII), four isozymes are membrane-bound (CA 1V,
CA IX, CA XII, and CA XIV), and one isozyme is secreted in saliva and milk (CA VI) [8,12].
Through these isozymes, CA plays an important role in respiration and CO; excretion, pH
homeostasis, secretion of electrolytes, gluconeogenesis, lipogenesis and ureagenesis, bone
resorption and calcification, and tumorigenicity [8,12]. Focusing on tumorigenicity, it must
be emphasized that CA IX and CA XII play central roles in hypoxic tumor cell biochemistry
(Figure 1) [6,8,9,13]. A lack of oxygen triggers upregulation of glycolysis as the main source
of ATP production, with pyruvate being converted to lactate to regenerate NAD*. Glycoly-
sis produces protons which are combined with intracellular HCO3; ™ to produce CO, and
H,0O in a reaction catalyzed by cytosolic CAs, especially CA I and CA II. Carbon dioxide
passes through the cell membrane, and it is rehydrated outside the cell by overexpressed
CA IX and CA XII isozymes to generate HCO3 ™~ and H*. The bicarbonate ion is imported
back into the cell and exchanged with CI™ via anion exchangers. The tandem action of
cytosolic isozymes with the overexpressed membrane-bound CA IX and CA XII allows
the efficient transport of cytosolic protons formed in massive amounts from upregulated
glycolysis from inside the tumor cell to the extracellular milieu in an ATP-independent
manner. Thus, the pH of the cytoplasm of tumor cells is maintained within normal limits
while acidifying the extracellular environment, with detrimental consequences for the
normal cells surrounding the tumor (Figure 1) [6,9,13].
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Figure 1. Schematic representation of the central role played by overexpressed membrane-bound car-
bonic anhydrase (CA) isozymes CA IX and CA XII in tumor metabolism and tumor pH homeostasis:
glycolysis is significantly upregulated in tumor cells to make ATP under hypoxic conditions. Protons
produced via glycolysis are transported outside the cell via various mechanisms, with cytosolic
(CATand CA II) and membrane-bound CA isozymes (CA IX and CA XII over-expressed in hypoxic
tumors) playing a central role. Interfering with tumor pH homeostasis through the inhibition of CA
IX and CA XII thus has the potential to control and suppress the proliferation of cancer cells.
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Tumor acidification was shown to induce immunosuppression and to contribute
significantly to resistance to chemotherapy and radiotherapy [6,9,13-15]. CA IX and CA XII
expressions were correlated with poor prognosis in many cancers [4,16-22]. Consequently,
inhibition of CA IX and CA XII has the potential to suppress these resistance mechanisms,
to re-sensitize the tumors to classical chemotherapeutic drugs, and to induce apoptosis of
tumor cells via interference with tumor pH homeostasis [8-11,15-17,20-25].

Clinically available CA inhibitors (CAls), such as acetazolamide (1, AAZ), methazo-
lamide (2, MZA), ethoxzolamide (3, EZA), dichlorphenamide (4, DCP), benzolamide (5,
BZA), and topiramate (6, TPM, Scheme 1), although potent, lack isozyme selectivity [8].
This translates into high doses of drugs needed to efficiently inhibit tumoral CA IX, which
generate significant side effects that prevent their use as anticancer agents. Despite sig-
nificant medicinal chemistry design efforts that have generated many nanomolar and
sub-nanomolar CA IX inhibitors such as 7, 8, or 9 (SLC-0111), it is still difficult to generate
CAls that are highly selective for this isozyme due to the high sequence homology and
active site similarities between different CA isozymes (Scheme 1) [8,9,17,22,25-30].
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Scheme 1. Representative CA inhibitors (CAls) used in the clinic (1-6) and selective CAls with selectivity against membrane-
bound CA isozymes (7-25).
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One of the frequently employed strategies to develop CA IX selective inhibitors is
to make the inhibitors membrane-impermeant and thereby to limit their access towards
intracellular CA isozymes. Different medicinal chemistry teams, including ours, conjugated
known CAI pharmacophores with charged groups (e.g., CAls 10-13) [31-36], with sugar
moieties (e.g., CAls 14-16) [37-43], or with polymeric backbones (e.g., CAls 17-19) [44,45]
to make the resulting CA inhibitors membrane-impermeant (Scheme 1). For example,
representative pyridinium sulfonamides such as 10, 11, 12, and 13, developed by our
team through the conjugation of primary aromatic and heterocyclic sulfonamides with
positively charged pyridinium salts, showed excellent selectivity against membrane-bound
CA 1V [31,32,34,46] and against tumor-associated CA IX and CA XII [35,36,47]. Another al-
ternative design approach for generating membrane-impermeant CA IX selective inhibitors
is the conjugation of known CA pharmacophores with water-soluble polymeric backbones
such as dextran, aminoethyldextran, and polyethylene glycol (PEG) [44,48]. Three rep-
resentative inhibitors such as 17-19 (Scheme 1), developed in the late 80s and mid-90s,
were impure and polydispersed and showed unwanted side effects when administered
in vivo. Interestingly, from the different polymeric backbones tested, polyethylene glycol
(PEG) proved to be the most efficient and biocompatible one. Polyethylene glycol conju-
gation (PEGylation) of drugs also provides several additional benefits such as improved
drug solubility; increased stability and circulation time of the drug in the bloodstream;
decreased drug immunogenicity, proteolysis, and renal excretion; and optimized drug
pharmacokinetics [49].

Building on these premises and taking into account that CA IX and XII are dimers
in vivo [50,51], our group developed a series of bifunctional PEGylated CAls 20-25 by attach-
ing known CAI pharmacophores (aminobenzenesulfonamide, 5-amino-1,3,4-thiadiazole-
2-sulfonamide, and aminobenzolamide) on oligoethylene glycol (EG) or on a PEG2000
polymeric backbone (PEG2K) (Scheme 1) [52] All the bifunctional PEGylated and oligoethy-
lene glycol analog CAls 20-25 were tested for their ability to inhibit off-target cytosolic and
membrane-bound isozymes of carbonic anhydrase, including CA IX and CA XII. The results
(Table 1) showed an excellent inhibition profile against membrane-bound isozymes CA IX
and CA XII, with nanomolar potency of most representatives against these targets. [52].
Interestingly, the long PEG linker increased the selectivity of bis-sulfonamides 21, 23, and
25 for the membrane-bound isozymes versus the cytosolic ones (especially against CA II)
compared with their oligoethylene glycol congeners 20, 22, and 24 (Table 1). Subsequent
in vitro testing of oligo/polyEG CAls 20-25 was performed in 2D under normoxic and
hypoxic conditions and in 3D (tumor spheroids) models of cancer. The CAls were assessed
for their ability to reduce the viability of the colon carcinoma HT-29 cell line, the breast
cancer MDA-MB 231 cell line, and the ovarian cancer SKOV3 cell line, all expressing CA
IX and CA XII isozymes [52-69]. The in vitro testing identified PEGylated bis-sulfonamide
23, bearing the classical 1,3,4-thiadiazole-2-sulfonamide “warhead”, as the most efficient
inhibitor, which displayed consistent and significant cancer cell killing at concentrations of
10-100 uM across all three cell lines in 2D /3D cellular models under both normoxic and
hypoxic conditions [52]. We assigned this excellent potency against purified CA IX and CA
XII isozymes and the consistent and significant cancer cell killing obtained with PEGylated
CAI 23 to the cooperative binding and bivalent association of this type of two-pronged
inhibitor with the two neighboring active sites [70], as shown by Whitesides [71].

Based on this cooperative binding mechanism, it is expected that PEGylated bis-
sulfonamide congeners of 23 having different PEG backbone lengths will display the
1,3,4-thiadiazole-2-sulfonamide warhead differently and will inhibit the dimeric CA IX and
CA Xll in a different manner. In order to test our working hypothesis, we designed five
different PEGylated bis-sulfonamides bearing PEG 1K, PEG 2K, PEG 3.4K, PEG 5K, and
PEG 20K polymeric backbones, which were synthesized via our standard procedure and
were tested in vitro for their ability to kill cancer cells expressing CA IX and CA XIL
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Table 1. Inhibition data of human CA cytosolic isoforms hCA I and II and membrane-bound CA IX
and XII with oligo/polyEG derivatives 20-25 and the standard sulfonamide inhibitor acetazolamide
1 by a stopped flow CO, hydrase assay [52].

K; (aM) *
Compound EG Units hCAI hCA1II hCA IX hCA XII
20 3 221 + 16 371 £0.2 29+0.1 2.6+0.2
21 46 272 £ 25 1764 + 45 48+0.1 32+02
22 3 180 £+ 12 8.7+ 05 9.6 £0.1 59 +0.4
23 46 225 +21 66.6 + 3.1 25+02 54403
24 3 192 +9 8.6 +04 241402 28+0.1
25 46 181 £9 129+ 1.0 17+0.1 3.7+01
1 250 + 12 12+0.8 25+£17 57+0.3

* Mean =+ from standard error from 3 different assays by a stopped flow technique. Monomeric (recombinant)
human enzymes were used in all cases.

2. Results and Discussion
2.1. Synthesis of Polymeric CAls

The new series of compounds 23 and 28-31 were synthesized following previously
reported procedure (Scheme 2) [52]. The starting 5-amino-1,3,4-thiadiazole-2-sulfon- amide
26 was synthesized as previously described [31,72,73]. The succinyl derivatives 27 was gen-
erated from the condensation of 5-amino-1,3,4-thiadiazole-2-sulfonamide 26 with succinic
anhydride in acetonitrile at room temperature. The carboxy group of succinylamido sulfon-
amide was subsequently activated with 2-chloro-4,6-dimethoxy-1,3,5-triazine (CDMT)/N-
methylmorpholine (NMM) [52,74,75] and was condensed with diamino polyethylene
glycols having different PEG lengths to yield the bis-sulfonamides 28-31. These com-
pounds were purified by flash chromatography and characterized by standard analytical
methods (see the Materials and Methods section).
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Scheme 2. Synthetic strategy for the generation of bis-sulfonamide CA inhibitors.
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2.2. DSC Analysis of Polymeric CAls

Differential scanning calorimetry (DSC) is a powerful method to assess the purity
of polymers and polymer conjugates and to characterize the thermal behavior of these
chemical entities in bulk, which are important for pharmaceutical formulations containing
them [76]. Consequently, DSC was used to analyze the thermal properties of the new
PEGylated bis-sulfonamides DTP2K 23 and DTP1K 28-DTP20K 31 (Figure 2). DSC thermo-

grams of polyethylene glycol 1000 (PEG-1K-OH) and polyethylene glycol 1000 diamine
(PEG-1K-NH2) were also presented for comparison.
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Figure 2. Comparative differential scanning calorimetry (DSC) thermograms (5 °C/min heating/cooling rate) of (a)
polyethylene glycol (PEG)-1K-OH and PEG-1K-NH2 versus PEGylated bis-sulfonamide DTP1K 28 and of (b) PEGylated
bis-sulfonamides DTP2K 23 and DTP1K 28-DTP20K 31: values in parentheses are the integrated heat signals. Tc and Tm
were heating/cooling-rate dependent (data not shown).

DSC thermograms from Figure 2a in the first cooling cycle and second heating cycle
(5 °C/min heating/cooling rate, respectively) revealed that polyethylene glycol 1000 (PEG-
1K-OH) has a sharp phase transition with a crystallization temperature Tc of 29.30 °C
and a melting temperature Tm of 39.18 °C. The approximately 10 °C supercooling reflects
a relatively easy adoption of a crystalline structure due to the high mobility -OH small
end group. A change of the end functional group from -OH to -NH2 in diamino PEG
(PEG-1K-NH2) slightly affected the stability of the PEG backbone, which presented a Tc
at lower temperature (23.40 °C). The Tm (37 °C) was also lower than the one observed
for PEG-1K-OH, revealing that amino groups slightly destabilize the PEG backbone. The
lower stability of PEG-1K-NH2 compared with PEG-1K-OH was also reflected by the
lower enthalpy observed during crystallization/melting (=168 J/g for PEG-1K-NH2 vs.
~202 J /g for PEG-1K-OH). The conjugation of warhead 2-sulfonamide-1,3,4-thiadiazole-
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5-(succinamido)- on PEG significantly destabilized the PEG backbone. PEGylated bis-
sulfonamide DTP1K 28 did not show any phase transition in the first cooling cycle. Upon
heating, the glassy material crystallizes at approximately —18 °C and then melted at
around 23 °C. The enthalpy observed upon melting was about 1/3 of the corresponding
thermal effect observed for PEG-1K-NH2, reflecting the strong destabilizing effect of the
bulky warhead on the (relatively short) PEG backbone. Elongation of the PEG backbone
(Figure 2b) allowed better organization of the PEG linker upon cooling. DTP2K 23 managed
to crystallize upon cooling (with about 30 °C supercooling). Longer PEG linkers (3.4K
to 20K) raised the Tc and reduced the supercooling effect monotonously, from ~17 °C
(DTP3.4K 29) to ~16.3 °C (DTP5K 30) to ~14.4 °C (DTP20K 31). It appears that once the
linker length reached a critical length (=3.4K), the impact of the terminal warheads on the
backbone is minimized and the two terminal warheads can be considered isolated from one
another. Tm increased monotonously from 36.93 °C (DTP3.4K 29) to 58.81 °C (DTP20K
31), as expected. Interestingly, the crystallization/melting enthalpy did not follow a linear
trend. DTP3.4K 29 displayed the highest thermal effect (~142 J/g), followed by DTP20K
31 (~140]/g) and DTP5K 30 having an intermediate value (=118 J/g). This trend probably
reflects the different relative positions of the two warheads and the impact of PEG length
and coiling towards their separation. We postulate that the two warheads are relatively
well separated in DTP3.4K and DTP20K and can come closer to each other in DTP5K,
thus hampering crystallization and reducing the enthalpy associated with it.

2.3. Biological Testing of Polymeric CAls

All of the PEGylated bis-sulfonamides DTP2K 23 and DTP1K 28-DTP20K 31 were
tested in 2D and 3D (tumor spheroids) cancer cell models, either expressing CA IX (HT-29
colon cancer, MDA-MB 231 breast cancer, and SKOV-3 ovarian cancer) or CA IX-negative
cells (NCI-H23 lung cancer) [52-69]. The expression of CA IX under normoxic and hypoxic
conditions was previously validated through western blotting (Figure 3a) [52-69].

In the 2D cell viability assay, cells were grown sub-confluent in Petri dishes and
then plated in 96-well plates in normal conditions (37 °C, 5% CO; in air). For each cell
line, half of the plates were incubated in normal (normoxic) conditions, while the other
half were subjected to a hypoxic condition (1% O, 5% CO,, and 94% N3) to induce
the expression of the CA IX isozyme. Subsequently, the plates were treated with CAI
solutions in media for 24 h of incubation time at three different concentrations (1 mM,
100 uM, and 10 uM) in either normoxic/hypoxic conditions. Cell viability was mea-
sured using an 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay
(Figure 3b,c) [77].

The data from Figure 3 show that the ability of the new PEGylated CAlIs to kill the
tumor cells correlated well with CA IX expression. All PEGylated CAls affected tumor cell
viability in CA IX expressing cancer cell lines, with a greater effect observed under hypoxic
conditions, where CA IX is overexpressed.

Under normoxic conditions, the viability of the HT-29 cell line was significantly
reduced after treatment with bis-sulfonamides DTP2K 23 and DTP1K 28-DTP20K 31,
with CAI having shorter PEG backbones being more efficient. Bis-sulfonamide DTP1K 28
reduced the cell viability to around 45% and was the best inhibitor in these conditions for
this cell line. The order of cell killing efficiency was DTP1K 28 > DTP2K 23 > DTP3.4K
29 > DTP5K 30 > DTP20K 31 > AAZ 1. The breast cancer MDA-MB231 and ovarian
cancer SKOV-3 cell lines were less sensitive to bis-sulfonamide treatment under normoxic
conditions, with DTP1K 28 and DTP2K 23 being again the most efficient, with an effect
matching that of AAZ 1. Likewise, the viability of CA IX-negative cell line NCI-H23 was
not affected after treatment with these CAls, implying a CA IX-mediated cell killing for
these inhibitors.
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Figure 3. (a) Expression of CA IX target in 2D (normoxic/hypoxic) and 3D cancer cell cultures and
the effect of PEGylated CAIs DTP2K 23 and DTP1K 28-DTP20K 31 and acetazolamide AAZ 1 at
different concentrations on the viability of CA IX expressing cell lines (HT-29, MDA-MB231, and
SKOV-3) and CA IX-negative cell line (NCI-H23) under normoxic (b) and hypoxic (c¢) conditions
(all 2D cell cultures): the p values were determined by one-way ANOVA, comparing the value with
acetazolamide 1 (* p < 0.05, ** p < 0.01, and *** p < 0.001). Only the statistically significant differences
were indicated.

However, under hypoxic condition, all three CA IX expressing cell lines were signifi-
cantly affected by the CAI treatment in a concentration-dependent manner, as expected,
with the colon HT-29 and breast MDA-MB231 cancer cells being slightly more sensitive to
CAI treatment than ovarian cancer cell line SKOV-3. All the PEGylated CAls DTP2K 23
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and DTP1K 28-DTP20K 31 showed significant tumor cell killing abilities. The cell killing
efficiency decreased as the length of the PEG linker increased. PEGylated CAls DTP1K 28,
DTP2K 23, and DTP3.4K 29, bearing short and medium PEG backbones, were the most
efficient in all three CA IX expressing cell models. The PEGylated bis-sulfonamide DTP1K
28 was found to be the best inhibitor against all three cell lines under hypoxic conditions,
followed by DTP2K 23 and DTP3.4K 29. Both DTP1K 28 and DTP2K 23 displayed robust
cell killing, with cell viabilities as low as 30-40% at 1 mM, 50% at 100 uM, and 70-80%
at 10 uM, being influenced by the cell type and presence of CA IX in large amounts due
to hypoxia. On the other hand, inhibitors DTP5K 30 and DTP20K 31, having long PEG
linkers, were generally less efficient, even at high concentrations. Inhibitor DTP5K 30
showed significant cell killing only at 1 mM on the HT-29 cell line and the MDA-MB231
cell line under hypoxic conditions, with inhibitor DTP20K 31 significantly reducing the
viability of the HT-29 cell line only at 1 mM.

All the PEGylated CAls DTP2K 23 and DTP1K 28-DTP20K 31 showed superior cell
killing profiles to the positive control AAZ 1 used in this study, which was found to be less
efficient toward tumor cell killings under both hypoxic and normoxic conditions. AAZ
1 was efficient only at very high concentrations, thus revealing the high impact of the
PEG backbone on the efficiency of cell killing. Importantly, the CA IX-negative cell line
NCI-H23 did not respond to the treatment with these PEGylated CAls, even under hypoxic
conditions.

After evaluating the relative amount of CA IX in tumor spheroids (Figure 3a), we
assessed their susceptibility to treatment with CAls DTP2K 23 and DTP1K 28-DTP20K
31 at 1 mM, 100 pM, and 10 pM for 24 h of incubation time. Viability of the spheroids was
assessed via a water-soluble tetrazolium salt-1 (WST-1) assay (Figure 4) [78].

The cell viability data shown in Figure 4 correlated well with the level of CA IX
expression in tumor spheroids (Figure 3a), similarly to the 2D cell cultures (Figure 3b,c).
Tumor spheroids become hypoxic due to their 3D growth that limits oxygen perfusion
into the spheroid cores. Therefore, the tumor spheroid model is closer to the in vivo
conditions. The higher level of expression of CA IX in HT-29 and SKOV-3 tumor spheroids
allows one to establish the structure-activity relationship (SAR) for the new PEGylated
CAIs even at low inhibitor concentrations of 100 uM and 10 pM. Among the three CA IX
expressing cell line, HT-29 and SKOV-3 tumor spheroids were found to be most sensitive to
bis-sulfonamide CAI treatments, in good correlation with the CA IX expression level, with
the MDA-MB231 cell line being slightly less affected. All the PEGylated CAls impacted the
viability of tumor spheroids for all three CA IX expressing 3D cell cultures, with cell killing
efficiency decreasing with an increase in PEG linker length. At high concentrations, all CAls
were efficient in reducing cell viability. At lower concentrations, the shorter CAls were
again more efficient. Thus, PEGylated bis-sulfonamide CAls having shorter and medium
PEG linker DTP1K 28, DTP2K 23, and DTP3.4K 29 were the most efficient CAls in this
assay. PEGylated CAI DTP1K 28 at 1 mM /100 uM/10 uM significantly decreased the cell
viability to about 30%/68%/72% in HT-29, 40%/50%/86% in SKOV-3, and 55%/70% /83%
in MDA-MB231, whereas for DTP2K 23 treatment at the respective concentrations, cell
viability decreased to about 50%/75%/80% in HT-29, 55%/85%/100% in SKOV-3, and
45%/62% /64% in MDA-MB 231. High molecular weight PEGylated CAls DTP5K 30 and
DTP20K 31 were efficient in killing the cells only at higher concentrations. At 1 mM, CAI
DTP5K 30 decreased the cell viability to 49% in HT-29, 57% in SKOV-3 and to 61% in MDA-
MB231 tumor spheroids, while PEGylated CAI DTP20K 31 only significantly impacted
the viability of HT-29 tumor spheroids, expressing the highest level of CA IX. Thus, the
length of the PEG linker plays a significant role in killing tumor spheroid cells, with short
PEG 1K and 2K linkers being the most efficient for this type of CAls. Again, all the new
PEGylated CAls exhibited better cell killing efficiency than the positive control AAZ 1,
which was found to reduce cell viability to about 80% (for 1 mM) and was ineffective at
lower concentrations.
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Figure 4. Effect of PEGylated CAIs DTP2K 23 and DTP1K 28-DTP20K 31 and acetazolamide AAZ
1 at three different concentrations on the viability of CA IX expressing HT-29, MDA-MB231, and
SKOV-3 and of CA IX-negative NCI-H23 3D cell cultures (all 3D tumor spheroids): the p values
were determined by one-way ANOVA, comparing the value with that of acetazolamide 1 (* p < 0.05,
**p <0.01, and *** p < 0.001). Only the statistically significant differences are shown.
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Importantly, PEGylated CAlIs DTP2K 23 and DTP1K 28-DTP20K 31 did not affect
the cell viability of CA IX-negative NCI-H23 tumor spheroids, thus reconfirming CA
IX-mediated cell killing by these inhibitors.

These data indicate that the length of the PEG backbone plays an important role in
tumor cell killing, with the PEG linker significantly affecting the availability of sulfonamide
warhead groups for binding into the active sites of dimeric membrane bound CA IX
isozyme. Considering a proposed cooperative binding of the bifunctional inhibitor to
the two active sites and the fact that PEG may adopt a coiled structure, it is conceivable
that a longer linker might place one warhead towards the interior of the coiled backbone,
thus decreasing its availability in binding to the dimeric CA IX and therefore lowering the
potency, both in vitro and in vivo. Based on the crystal structure of the dimeric CA IX [51],
one can calculate that even the PEG 1K is long enough to allow positioning of the two
warheads of the PEGylated bis-sulfonamide in the two individual active sites of the CA IX
dimer. This cooperative mechanism of action may be different from the interaction of CA
IX with classical monodentate inhibitors [8,26,79,80] and warrants further investigations.

3. Materials and Methods

Materials. The following materials were used as received: succinic anhydride (TCI
America, Portland, OR), N-methylmorpholine (TCI America, Portland, OR, USA), 2-chloro-
4,6-dimethoxy-1,3,5-triazine (Acros Organics, New Jersey, NJ, USA), H2N-PEG1000-NH2,
H2N-PEG2000-NH2, H2N-PEG3400-NH2, H2N-PEG5000-NH2, and H2N-PEG20,000-NH2
(Laysan Bio, Arab, AL, USA). Other solvents (HPLC quality) were purchased from Fisher
Scientific (Pittsburgh, PA, USA), EMD (Gibbstown, NJ, USA), and VWR International
(West Chester, PA, USA). Human colon adenocarcinoma cell line (HT-29), human ovary
cancer cell line (SKOV-3-Luc), human breast cancer cell line (MDA-MB-231-Luc) and
lung cancer cell line NCI-H23 were purchased from ATCC (Manassas, VA, USA). Dul-
becco’s Modified Eagle’s medium (DMEM), RPMI-1640, and McCoy’s 5A media were
from Mediatech-Corning (Manassas, VA, USA). Fetal bovine serum (FBS) was from Fisher
Scientific (Pittsburgh, PA, USA), and 3-(4,5-Dimethylthiazol-2-y1)-2,5-diphenyltetrazolium
bromide (MTT), phosphate-buffered saline (PBS), dimethyl sulfoxide (DMSO) and water-
soluble tetrazolium salt-1 (WST-1) were purchased from VWR International (West Chester,
PA, USA).

Techniques. The purity and structural identity of the intermediates and of the final
products were assessed by a combination of techniques that included thin-layer chromatog-
raphy (TLC), HPLC-MS, 'H-NMR, COSY, 1*C-NMR, high resolution mass spectrometry
(HR-MS), and gel permeation chromatography (GPC). TLC was carried out on SiO;-
precoated aluminum plates (silica gel with F254 indicator; layer thickness 200 pm; pore
size 60 A, from Sigma-Aldrich (St. Louis, MO, USA)).

The purity and the structure identity of the intermediates and of the final products
were assessed by a combination of techniques that included thin-layer chromatography
(TLC), HPLC-MS, TH-NMR, COSY, 3C-NMR, high resolution mass spectrometry (HR-
MS), and gel permeation chromatography (GPC). TLC was carried out on SiO;-precoated
aluminum plates (silica gel with F254 indicator; layer thickness 200 um; pore size 60 A,
from Sigma-Aldrich).

HPLC-MS was performed using an Agilent 1200 HPLC-DAD-MS system equipped
with a G1315A DAD and a 6130 Quadrupole MS using a ZORBAX SB-C18 column, eluted
with H,O (0.1% HCOOH)/MeCN (0.1% HCOOH) 95/5 to 0/100 linear gradient. Analytical
GPC was performed for the polymeric compounds using a Shimadzu Prominence UFLC
equipped with a vacuum degasser, CC20AD pump, CBM 20A controller, CTO-20 A column
over, and UV and RI detectors, under the control of EZ start software. Separation was
performed with Phenomenex Phenogel columns (1 x Phenogel Guard column, 5 pm, linear,
50 x 7.8 mm + 1 x Phenogel 5 pm, 100 A, 300 x 7.8 mm + 1 x Phenogel 5 pm, 500 A,
300 x 7.8 mm) eluted with dimethylformamide (DMF) at 50 °C at a flow rate of 1 mL/min.
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Calibration was done with 10 PEG pure standards, with molecular weights ranging from
200 to 50,000.

NMR spectra were recorded at ~300 K with a Bruker Avance III 400 Plus spectrometer
equipped with a 5-mm indirect detection probe operating at 400 MHz for 'H-NMR and at
100 MHz for '3C-NMR. Chemical shifts are reported as & values, using tetramethylsilane
(TMS) as an internal standard for proton spectra and the solvent resonance for carbon spec-
tra. Assignments were made based on chemical shifts, signal intensity, COSY, HMQC, and
HMBC sequences. For 'H-NMR, data are reported as follows: chemical shift, multiplicity
(s = singlet, d = doublet, t = triplet, sep = septet, and m = multiplet), coupling constants ]
(Hz), and integration.

Differential scanning calorimetry (DSC) was performed using a TA Instruments Q200
MDSC (New Castle, DE, UK) and a heating/cooling rate of 5 °C/min for all compounds.

3.1. Synthesis of 4-oxo-4-((5-sulfamoyl-1,3,4-thiadiazol-2-yl) Amino)Butanoic Acid 27

In a flame-dried 20-mL reaction vial, 5-amino-1,3,4-thiadiazole-2-sulfonamide 26
(0.45 g, 2.5 mmol) was dissolved in 10 mL of acetonitrile. Succinic anhydride (275 mg,
0.275 mmol) was added over it. The reaction mixture was stirred for 48 h and monitored
by TLC and LC-MS. Once the reaction reached completion, the solvent was evaporated to
dryness by rotavap. A volume of 10 mL of water was added over the mix to destroy all
excess succinic anhydride, to dissolve resulting acid, and to precipitate the product. The
precipitate was filtered and rinsed with cold methanol several times to remove water. The
precipitate was 98% pure (LC-MS). Yield: 83%; mp. 232-236 °C; lit. [52] m.p. 232-236 °C.
TH-NMR (400 MHz, DMSO-d®, 5, ppm): 13.06 (br s, 1H, -NH), 12.27 (br s, 1H, NH), 8.32
(s, 2H, -SO,NHy), 2.76 (t, ] = 6.5 Hz, 2H, CH,COOH), 2.60 (t, | = 6.5 Hz, 2H, CH,CONH);
13C-NMR (100.6 MHz, DMSO-d®, &, ppm): 173.3 (CONH), 171.4 (COOH), 164.1 (Cs TDA),
161.0 (C, TDA), 29.9 (-CH,COOH), 28.2 (-CH,CONH-); LC-MS: C¢HgN4O55S,, exact mass:
280.0; found: 281.0 (MH™).

3.2. General Procedure for the Preparation of Bis-Sulfonamides 23 and 28-31

In a flame-dried 20-mL reaction vial, succinylamidosulfonamide 27 (0.536 g, 1.92 mmol)
and 2-chloro-4,6-dimethoxy-1,3,5-triazine (CDMT, 0.37 g, 2.11 mmol) were dissolved in
2 mL dry DMF. The reaction vial was cooled in an ice bath at 0 °C. After 5 min, N-
methylmorpholine (NMM, 235 pL, 0.213 g, 2.11 mmol) was added and the reaction mixture
was stirred at 0 °C for 45 min under nitrogen atmosphere. Subsequently, diamino PEG
(HoN-PEG-NH3, 0.500 g, 0.250 mmol), dissolved in 1.5 mL dry DMF, was added dropwise
to the reaction mixture. The reaction was stirred at room temperature under nitrogen
atmosphere for two days. The DMF was evaporated by rotavap under high vacuum,
and the crude compound was absorbed on SiO;. Flash chromatography was performed
with CHCl3/MeOH gradients on a SiO; column. Useful fractions (determined by TLC,
performed with DCM/MeOH (75/25 v/v), and by NMR) were grouped and evaporated to
dryness to yield a relatively pure compound which was further purified by another flash
chromatography run. Finally, the pure compounds were dried under high vacuum for 24 h.

3.2.1. Bis-((5-Sulfamoyl-1,3,4-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol1000dia
mide (DTP1K) 28

Yield: 75%; 'H-NMR (400 MHz, D,0, §, ppm): 3.65-3.52 (m, 88 H, 22 ~OCH,CH,0-),
3.57-3.52 (m, 4H, -OCH,CH,NH-), 3.31 (d, ] = 7.1 Hz, 4H, -OCH,CH,NH-), 2.87-2.79 (m,
4H, -COCH,CH,CO-), 2.66-2.60 (m, 4H, -OCCH,CH,CO-). GPC: 96%+, tg = 15.86 min.

3.2.2. Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol2000dia
mide (DTP2K) 23

Yield 56.7%; 'H-NMR (D0, §, ppm): 3.80-3.58 (m, 176 H, 44 OCH,CH,0), 3.55
(t, ] = 5.8 Hz, 4H, -OCH,CH,NH-), 3.33 (t, ] = 5.4 Hz, 4H, -OCH,CH,NH-), 2.87 (t,
J = 6.6 Hz, 4H, -COCH,CH,CO-), 2.63 (t, ] = 6.6 Hz, 4H, -OCCH,CH,CO-). GPC: 96%+,
tg = 15.38 min.
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3.2.3. Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol3400dia
mide (DTP3.4K) 29

Yield: 55%; 1H-NMR (D0, 5, ppm): 3.81-3.58 (m, 299 H, 77 OCH2CH?20), 3.54-3.53
(m, 4H, -OCH2CH2NH-), 3.32 (t, ] = 6.4 Hz, 4H, -OCH2CH2NH-), 2.85 (t, ] = 6.6 Hz, 4H,
—-COCH2CH2CO-), 2.61 (t, ] = 6.6 Hz, 4H, -OCCH2CH2CO-). GPC: 96%+, tgr = 14.57 min.

3.2.4. Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol5000dia
mide (DTP2K) 30

Yield: 60%; 1IH-NMR (D;0, ¢, ppm): 3.82-3.58 (m, 440 H, 113 OCH2CH20), 3.55-3.53
(m, 4H, -OCH2CH2NH-), 3.32 (t, ] = 6.4 Hz, 4H, -OCH2CH2NH-), 2.86 (t, ] = 6.4 Hz, 4H,
—COCH2CH2CO-), 2.62 (t,] = 6.8 Hz, 4H, -OCCH2CH2CO-). GPC: 96%+, tg = 14.03 min.

3.2.5. Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol20000di
amide (DTP2K) 31

Yield: 55%; 1H-NMR (D;0, §, ppm): 3.80-3.57 (m, 1760 H, 440 OCH2CH?20), 3.45-3.43
(m, 4H, -OCH2CH2NH-), 3.31 (t, ] = 4.8 Hz, 4H, -OCH2CH2NH-), 2.85 (t, ] = 6.8 Hz, 4H,
—-COCH2CH2CO-), 2.61 (t,] = 6.6 Hz, 4H, -OCCH2CH2CO-). GPC: 96%+, tr = 11.80 min.

3.3. Viability Evaluation in 2D Cell Cultures

Four cell lines, namely HT-29, MDA-MB-231, SKOV3, and NCI-H23, were cultured
at 37 °C and 5% CO, using RPMI-1640, Dulbecco’s Modified Eagle’s medium (DMEM),
McCoy’s 5A Medium, and RPMI-1640, respectively, supplemented with 10% fetal bovine
serum. When the cells were about 75% confluent in 75-cm? flasks, they were trypsinized
with trypsin-EDTA, counted, and plated in 96-well plates at a density of 10* cells/well with
a final volume of 200 uL in each well. Two plates were made for each cell line. After 24 h of
incubation in a 5% humidified incubator at 37 °C, one plate from each cell line was placed
in the hypoxia chamber and purged for 10 min with the hypoxia gas mixture (1% Oy, 5%
CO,, balance Ny). After 1 h, the chamber was purged again with hypoxic gas mixture and
placed back in the incubator. After a 24-h incubation in the incubator at 37 °C, both the
normoxic and hypoxic plates were retrieved and the media were removed from all wells.
Cells were washed with 5% sterile dextrose and treated with different solutions of different
concentrations of CAls DTP2K 23 and DTP1K 28-DTP20K 31 in media, all pre-filtered
through a 0.2-um sterile nylon filter. Each assay was done at least in triplicate. After 24 h
of incubation time with CAls, the supernatant was discarded; cells were washed with
phosphate-buffered saline (PBS); and after the removal of PBS, each well received 120 uL
of MTT/media solution (prepared from 5 mg/mL MTT in sterile PBS, added to media in
the ratio 1:6). The plates were incubated for 4 h at 37 °C, the MTT/media was aspirated off,
and 150 pL of DMSO was added to each well to dissolve the formazan crystals. The plates
were stored in the incubator for 5 min at 37 °C, and absorbance was read at 570 nm using
the 630-nm wavelength as reference.

3.4. Viability Evaluation in 3D Cell Cultures

Four cell lines, namely HT-29, MDA-MB-231, SKOV3, and NCI-H23, were cultured at
37 °C and at 5% CO; using RPMI-1640, Dulbecco’s Modified Eagle’s medium (DMEM),
McCoy’s 5A and RPMI-1640 medium respectively, supplemented with 10% fetal bovine
serum. When the cells were about 75% confluent in 75 cm? flasks, they were trypsinized
with trypsin-EDTA, counted, and plated in 96-well plates with round bottom at a density
of 103 cells/well in a final volume of 100 uL. After 7 days of incubation in a 5% CO,
humidified incubator at 37 °C, the plates were treated with the same solutions/complexes
of CAI presented above. Each assay was done at least in triplicate. After 24 h of incubation,
cells are treated with 10% WST-8 in media. The plate was stored in the incubator for 4 h,
and the plate was subsequently read for absorbance at 450 nm with a reference at 650 nm.



Int. J. Mol. Sci. 2021, 22, 1120

14 0f 18

3.5. CA IX Profiling Using Western Blotting

The HT-29, MDA-MB231, SKOV-3, and NCI-H23 cell lines were screened for the
expression of carbonic anhydrase IX in 2D and 3D cell culture under normoxic and hypoxic
conditions. Cells were cultured in 60-mm petri dishes at a density of 10° cells under
normoxic and hypoxic conditions. The hypoxic conditions were induced as described
above by placing the cells into a hypoxic chamber purged with hypoxia gas mixture
containing 1% oxygen for 24 h. The chamber was placed in a 37 °C incubator. For normoxic
conditions, cells were kept in a regular incubator for 24 h. The next day, all cells were
harvested, pelleted, and washed with phosphate buffer saline (PBS). Cells were then lysed
with radioimmunoprecipitation assay (RIPA) buffer containing protease inhibitors, and
lysates were collected and stored at —20 °C. Total protein concentration was determined
using the bicinchoninic acid method (BCA). The cells were also cultured in rounded
bottom 96-well plates at a density of 1000 cells/well and were placed in the incubator for
1-2 week to grow into tumor spheroids. After the spheroids were fully developed, they
were harvested and lysed as mentioned previously. Western Blot analysis was performed
as described [52]. Briefly, cell lysate samples were loaded onto 10% SDS-PAGE precast gels
(Bio-rad, 456-8034), and separation was done at 150 V for 2 h. Gels were transblotted onto
nitrocellulose membranes for 30 min, and membranes were blocked using the blocking
buffer followed by incubation with a specific primary mouse monoclonal antibody for
CA IX (M75, Bioscience Slovakia) at 4 °C overnight. After washing, the membranes were
incubated with anti-mouse IgG IRDye800CW secondary antibody (Rockland) for 1 h at
room temperature. Finally, membranes were detected using an Odyssey image system
(Li-Cor, Lincoln, NE, USA). Beta actin was used as a control and was detected using a
mouse monoclonal beta actin antibody (Genetex) binding followed by detection with the
same IgG IRDye800CW secondary antibody.

4. Conclusions

A series of bifunctional PEGylated CAls 28-31 congeners of previously reported
representative 23 was generated following our established synthetic strategy [52]. The
series allowed us to test whether the PEG linker separating the two individual warheads
elicit significant effects on the biological properties of this type of CAIL DSC data allowed
us to conclude that, starting from a 3.4 KDa linker length, the two warheads are spaced
enough to have minimum influence on each other and on the PEG backbone. This linker
length was found relevant for the ability of CAls to kill cancer cells in 2D and 3D (tumor
spheroids) that express CA IX. Thus, PEGylated CAIs with short linkers were more efficient
in killing these cancer cells in vitro than their congeners with long PEG linkers, confirming
a strong impact of cooperativity towards CA IX inhibition with these dimeric CAls. Tumor
cell killing was found to be amplified under hypoxia when the expressions of CA IX and
CA XII are strongly induced. Also, the polymeric CAls did not affect the cell viability of CA
IX-negative NCI-H23 cells, thus confirming CA IX-mediated cell killing of these inhibitors.

Author Contributions: M.A.I. conceived and designed the experiments; U.K.M. and M.R.A. per-
formed the synthesis, purification, and characterization of CAls; UK.M., K.D., and A.M.S. performed
biological testing of the CAls; K.D., AM.S., and R.A. performed the CA IX profiling via western
blotting; M.A.L, UK.M., K.D., and C.T.S. interpreted the data and wrote the manuscript. All authors
have read and agreed to the published version of the manuscript.

Funding: This research was funded by NIH (grant RO3EB026189) and by Edward N. and Della
Thome Memorial Foundation.

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

Data Availability Statement: The data presented in this study are available in the article. Additional
data are available from the corresponding author upon request.



Int. J. Mol. Sci. 2021, 22, 1120 15 0f 18

Acknowledgments: The support of the Temple University Undergraduate Research Program is
acknowledged.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Hanahan, D.; Weinberg, R.A. Hallmarks of cancer: The next generation. Cell 2011, 144, 646-674. [PubMed]

2. Hanahan, D.; Weinberg, R.A. The hallmarks of cancer. Cell 2000, 100, 57-70. [PubMed]

3.  Eales, K.L,; Hollinshead, K.E.; Tennant, D.A. Hypoxia and metabolic adaptation of cancer cells. Oncogenesis 2016, 5, e190.
[PubMed]

4. Wilson, W.R; Hay, M.P. Targeting hypoxia in cancer therapy. Nat. Rev. Cancer 2011, 11, 393-410.

5. Semenza, G.L. Hypoxia-inducible factors: Mediators of cancer progression and targets for cancer therapy. Trends Pharmacol. Sci.
2012, 33, 207-214.

6. Semenza, G.L. Targeting HIF-1 for cancer therapy. Nat. Rev. Cancer 2003, 3, 721-732.

7. Harris, A.L. Hypoxia—A key regulatory factor in tumour growth. Nat. Rev. Cancer 2002, 2, 38—47.

8.  Supuran, C.T. Carbonic anhydrases: Novel therapeutic applications for inhibitors and activators. Nat. Rev. Drug Discov. 2008, 7,
168-181.

9.  Neri, D,; Supuran, C.T. Interfering with pH regulation in tumours as a therapeutic strategy. Nat. Rev. Drug Discov. 2011, 10,
767-777.

10. Shabana, A.M.; Ilies, M.A. Drug Delivery to Hypoxic Tumors Targeting Carbonic Anhydrase IX. In Targeted Nanosystems for
Therapeutic Applications: New Concepts, Dynamic Properties, Efficiency, and Toxicity; American Chemical Society: Washington, DC,
USA, 2019; Volume 1309, pp. 223-252.

11.  Supuran, C.T. Carbonic Anhydrase Inhibition and the Management of Hypoxic Tumors. Metabolites 2017, 7, 48.

12.  Supuran, C.T. Structure and function of carbonic anhydrases. Biochem. J. 2016, 473, 2023-2032. [CrossRef] [PubMed]

13. Cairns, R.A,; Harris, 1.S.; Mak, T.W. Regulation of cancer cell metabolism. Nat. Rev. Cancer 2011, 11, 85-95. [CrossRef] [PubMed]

14. Mondal, U.K;; Ilies, M.A. Chapter 7—Efflux pumps, NHE1, monocarboxylate transporters, and ABC transporter subfamily
inhibitors. In pH-Interfering Agents as Chemosensitizers in Cancer Therapy; Supuran, C.T., Carradori, S., Eds.; Academic Press:
Cambridge, MA, USA, 2021; Volume 10, pp. 95-120.

15. Pastorek, J.; Pastorekova, S. Hypoxia-induced carbonic anhydrase IX as a target for cancer therapy: From biology to clinical use.
Semin. Cancer Biol. 2015, 31, 52—-64. [CrossRef] [PubMed]

16. Dubois, L.; Peeters, S.; Lieuwes, N.G.; Geusens, N.; Thiry, A.; Wigfield, S.; Carta, F; McIntyre, A.; Scozzafava, A.; Dogne, ] M.;
et al. Specific inhibition of carbonic anhydrase IX activity enhances the in vivo therapeutic effect of tumor irradiation. Radiother.
Oncol. 2011, 99, 424-431. [CrossRef] [PubMed]

17. Mabhon, B.P;; Pinard, M.A.; McKenna, R. Targeting carbonic anhydrase IX activity and expression. Molecules 2015, 20, 2323-2348.
[CrossRef]

18. Zatovicova, M.; Jelenska, L.; Hulikova, A.; Csaderova, L.; Ditte, Z.; Ditte, P.; Goliasova, T.; Pastorek, J.; Pastorekova, S. Carbonic
anhydrase IX as an anticancer therapy target: Preclinical evaluation of internalizing monoclonal antibody directed to catalytic
domain. Curr. Pharm. Des. 2010, 16, 3255-3263. [CrossRef]

19. Zamanova, S.; Shabana, A.M.; Mondal, U.K.; Ilies, M.A. Carbonic anhydrases as disease markers. Expert Opin. Ther. Pat. 2019, 29,
509-533. [CrossRef]

20. Lou, Y; McDonald, P.C.; Oloumi, A; Chia, S.; Ostlund, C.; Ahmadi, A.; Kyle, A.; Auf dem Keller, U.; Leung, S.; Huntsman, D.;
et al. Targeting tumor hypoxia: Suppression of breast tumor growth and metastasis by novel carbonic anhydrase IX inhibitors.
Cancer Res. 2011, 71, 3364-3376. [CrossRef]

21. McDonald, P.C.; Winum, J.Y.; Supuran, C.T.; Dedhar, S. Recent developments in targeting carbonic anhydrase IX for cancer
therapeutics. Oncotarget 2012, 3, 84-97. [CrossRef]

22.  Supuran, C.T.; Winum, ].-Y. Carbonic anhydrase IX inhibitors in cancer therapy: An update. Future Med. Chem. 2015, 7, 1407-1414.
[CrossRef]

23. Shabana, A.M.; Mondal, U.K.; Alam, M.R.; Spoon, T.; Ross, C.A.; Madesh, M.; Supuran, C.T; Ilies, M.A. pH-Sensitive Multi-ligand
Gold Nanoplatform Targeting Carbonic Anhydrase IX Enhances the Delivery of Doxorubicin to Hypoxic Tumor Spheroids and
Overcomes the Hypoxia-Induced Chemoresistance. ACS Appl. Mater. Interfaces 2018, 10, 17792-17808. [CrossRef] [PubMed]

24. Mboge, M.Y.; Mahon, B.P; McKenna, R.; Frost, S.C. Carbonic Anhydrases: Role in pH Control and Cancer. Metabolites 2018, 8, 19.
[CrossRef] [PubMed]

25. [Ilies, M.A,; Vullo, D.; Pastorek, J.; Scozzafava, A.; Ilies, M.; Caproiu, M.T.; Pastorekova, S.; Supuran, C.T. Carbonic anhydrase in-
hibitors. Inhibition of tumor-associated isozyme IX by halogenosulfanilamide and halogenophenylaminobenzolamide derivatives.
J. Med. Chem. 2003, 46, 2187-2196. [CrossRef] [PubMed]

26. Alterio, V.; Di Fiore, A.; D’Ambrosio, K.; Supuran, C.T.; De Simone, G. Multiple binding modes of inhibitors to carbonic
anhydrases: How to design specific drugs targeting 15 different isoforms? Chem. Rev. 2012, 112, 4421-4468. [CrossRef] [PubMed]

27. Supuran, C.T. How many carbonic anhydrase inhibition mechanisms exist? J. Enzym. Inhib. Med. Chem. 2016, 31, 345-360.

[CrossRef]


http://www.ncbi.nlm.nih.gov/pubmed/21376230
http://www.ncbi.nlm.nih.gov/pubmed/10647931
http://www.ncbi.nlm.nih.gov/pubmed/26807645
http://doi.org/10.1042/BCJ20160115
http://www.ncbi.nlm.nih.gov/pubmed/27407171
http://doi.org/10.1038/nrc2981
http://www.ncbi.nlm.nih.gov/pubmed/21258394
http://doi.org/10.1016/j.semcancer.2014.08.002
http://www.ncbi.nlm.nih.gov/pubmed/25117006
http://doi.org/10.1016/j.radonc.2011.05.045
http://www.ncbi.nlm.nih.gov/pubmed/21676479
http://doi.org/10.3390/molecules20022323
http://doi.org/10.2174/138161210793429832
http://doi.org/10.1080/13543776.2019.1629419
http://doi.org/10.1158/0008-5472.CAN-10-4261
http://doi.org/10.18632/oncotarget.422
http://doi.org/10.4155/fmc.15.71
http://doi.org/10.1021/acsami.8b05607
http://www.ncbi.nlm.nih.gov/pubmed/29733576
http://doi.org/10.3390/metabo8010019
http://www.ncbi.nlm.nih.gov/pubmed/29495652
http://doi.org/10.1021/jm021123s
http://www.ncbi.nlm.nih.gov/pubmed/12747790
http://doi.org/10.1021/cr200176r
http://www.ncbi.nlm.nih.gov/pubmed/22607219
http://doi.org/10.3109/14756366.2015.1122001

Int. J. Mol. Sci. 2021, 22, 1120 16 of 18

28.
29.
30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Akocak, S.; Ilies, M.A. Next-generation primary sulfonamide carbonic anhydrase inhibitors. In Targeting Carbonic Anhydrases;
Supuran, C.T., Capasso, C., Eds.; Future Science: London, UK, 2014; pp. 35-51.

Supuran, C.T. Carbonic anhydrase inhibitors. Bioorg. Med. Chem. Lett. 2010, 20, 3467-3474. [CrossRef] [PubMed]
Krishnamurthy, V.M.; Kaufman, G.K.; Urbach, A.R; Gitlin, I.; Gudiksen, K.L.; Weibel, D.B.; Whitesides, G.M. Carbonic anhydrase
as a model for biophysical and physical-organic studies of proteins and protein-ligand binding. Chem. Rev. 2008, 108, 946-1051.
[CrossRef]

Supuran, C.T,; Ilies, M.A.; Scozzafava, A. Carbonic anhydrase inhibitors—Part 29 1: Interaction of isozymes I, Il and IV with
benzolamide-like derivatives. Eur. |. Med. Chem. 1998, 33, 739-751. [CrossRef]

Supuran, C.T.; Scozzafava, A.; Ilies, M.A,; lorga, B.; Cristea, T.; Briganti, F; Chiraleu, F; Banciu, M.D. Carbonic anhy-
drase inhibitors—Part 53—Synthesis of substituted-pyridinium derivatives of aromatic sulfonamides: The first non-polymeric
membrane-impermeable inhibitors with selectivity for isozyme IV. Eur. J. Med. Chem. 1998, 33, 577-594. [CrossRef]

Casini, A.; Scozzafava, A.; Mincione, F.; Menabuoni, L.; Ilies, M.A.; Supuran, C.T. Carbonic Anhydrase Inhibitors: Water-Soluble
4-Sulfamoylphenylthioureas as Topical Intraocular Pressure-Lowering Agents with Long-Lasting Effects. J. Med. Chem. 2000, 43,
4884-4892. [CrossRef]

Scozzafava, A.; Briganti, E; Ilies, M.A.; Supuran, C.T. Carbonic anhydrase inhibitors: Synthesis of membrane-impermeant low
molecular weight sulfonamides possessing in vivo selectivity for the membrane-bound versus cytosolic isozymes. . Med. Chem.
2000, 43, 292-300. [CrossRef] [PubMed]

Casey, ].R.; Morgan, P.E.; Vullo, D.; Scozzafava, A.; Mastrolorenzo, A.; Supuran, C.T. Carbonic Anhydrase Inhibitors. Design
of Selective, Membrane-Impermeant Inhibitors Targeting the Human Tumor-Associated Isozyme IX. . Med. Chem. 2004, 47,
2337-2347. [CrossRef] [PubMed]

Akocak, S.; Giizel-Akdemir, O.; Kishore Kumar Sanku, R.; Russom, S.S.; Iorga, B.I; Supuran, C.T.; Ilies, M.A. Pyridinium
derivatives of 3-aminobenzenesulfonamide are nanomolar-potent inhibitors of tumor-expressed carbonic anhydrase isozymes
CA IX and CA XII. Bioorg. Chem. 2020, 103, 104204. [CrossRef] [PubMed]

Winum, J.Y.; Colinas, P.A.; Supuran, C.T. Glycosidic carbonic anhydrase IX inhibitors: A sweet approach against cancer. Bioorg.
Med. Chem. 2013, 21, 1419-1426. [CrossRef] [PubMed]

Wilkinson, B.L.; Bornaghi, L.F.; Houston, T.A.; Innocenti, A.; Supuran, C.T.; Poulsen, S.A. A novel class of carbonic anhydrase
inhibitors: Glycoconjugate benzene sulfonamides prepared by “click-tailing”. J. Med. Chem. 2006, 49, 6539-6548. [CrossRef]
Smaine, F.Z.; Winum, J.Y.; Montero, ].L.; Regainia, Z.; Vullo, D.; Scozzafava, A.; Supuran, C.T. Carbonic anhydrase inhibitors:
Selective inhibition of the extracellular, tumor-associated isoforms IX and XII over isozymes I and II with glycosyl-thioureido-
sulfonamides. Bioorg. Med. Chem. Lett. 2007, 17, 5096-5100. [CrossRef]

Wilkinson, B.L.; Innocenti, A.; Vullo, D.; Supuran, C.T.; Poulsen, S.A. Inhibition of carbonic anhydrases with glycosyltriazole
benzene sulfonamides. . Med. Chem. 2008, 51, 1945-1953. [CrossRef]

Morris, J.C.; Chiche, J.; Grellier, C.; Lopez, M.; Bornaghi, L.F.; Maresca, A.; Supuran, C.T.; Pouyssegur, J.; Poulsen, S.A. Targeting
hypoxic tumor cell viability with carbohydrate-based carbonic anhydrase IX and XII inhibitors. J. Med. Chem. 2011, 54, 6905-6918.
[CrossRef] [PubMed]

Touisni, N.; Maresca, A.; McDonald, P.C; Lou, Y.; Scozzafava, A.; Dedhar, S.; Winum, J.Y.; Supuran, C.T. Glycosyl coumarin
carbonic anhydrase IX and XII inhibitors strongly attenuate the growth of primary breast tumors. J. Med. Chem. 2011, 54,
8271-8277. [CrossRef]

Tanpure, R.P; Ren, B.; Peat, T.S.; Bornaghi, L.E; Vullo, D.; Supuran, C.T.; Poulsen, S.A. Carbonic anhydrase inhibitors with
dual-tail moieties to match the hydrophobic and hydrophilic halves of the carbonic anhydrase active site. . Med. Chem. 2015, 58,
1494-1501. [CrossRef]

Tinker, ].P; Coulson, R.; Weiner, . M. Dextran-bound inhibitors of carbonic anhydrase. J. Pharmacol. Exp. Ther. 1981, 218, 600-607.
[PubMed]

Maren, T.H.; Conroy, C.W.; Wynns, G.C.; Godman, D.R. Renal and Cerebrospinal Fluid Formation Pharmacology of a High
Molecular Weight Carbonic Anhydrase Inhibitor. J. Pharmacol. Exp. Ther. 1997, 280, 98-104. [PubMed]

Supuran, C.T.; Scozzafava, A ; Ilies, M.A.; Briganti, F. Carbonic Anhydrase Inhibitors: Synthesis of Sulfonamides Incorporating
2,4,6-Trisubstituted-Pyridinium-Ethylcarboxamido Moieties Possessing Membrane-Impermeability and in Vivo Selectivity for the
Membrane-Bound (CA 1IV) Versus the Cytosolic (CA I and CA 1II) Isozymes. |. Enzym. Inhib. 2000, 15, 381-401. [PubMed]
Winum, J.-Y.; Casini, A.; Mincione, F.,; Starnotti, M.; Montero, J.-L.; Scozzafava, A.; Supuran, C.T. Carbonic anhydrase inhibitors:
N-(p-sulfamoylphenyl)-«-d-glycopyranosylamines as topically acting antiglaucoma agents in hypertensive rabbits. Bioorg. Med.
Chem. Lett. 2004, 14, 225-229. [CrossRef] [PubMed]

Ilies, M. A.; Winum, J.-Y. Carbonic anhydrase inhibitors for the treatment of tumors: Therapeutic, immunologic, and diagnostic
tools targeting isoforms IX and XII. In Carbonic Anhydrases; Supuran, C.T., Nocentini, A., Eds.; Elsevier; Academic Press:
Cambridge, MA, USA, 2019; pp. 331-365.

Veronese, FM.; Mero, A. The impact of PEGylation on biological therapies. BioDrugs Clin. Immunother. Biopharm. Gene Ther. 2008,
22,315-329.

Whittington, D.A.; Waheed, A.; Ulmasov, B.; Shah, G.N.; Grubb, ].H.; Sly, W.S.; Christianson, D.W. Crystal structure of the dimeric
extracellular domain of human carbonic anhydrase XII, a bitopic membrane protein overexpressed in certain cancer tumor cells.
Proc. Natl. Acad. Sci. USA 2001, 98, 9545-9550. [CrossRef] [PubMed]


http://doi.org/10.1016/j.bmcl.2010.05.009
http://www.ncbi.nlm.nih.gov/pubmed/20529676
http://doi.org/10.1021/cr050262p
http://doi.org/10.1016/S0223-5234(98)80042-1
http://doi.org/10.1016/S0223-5234(98)80017-2
http://doi.org/10.1021/jm001051+
http://doi.org/10.1021/jm990479+
http://www.ncbi.nlm.nih.gov/pubmed/10649985
http://doi.org/10.1021/jm031079w
http://www.ncbi.nlm.nih.gov/pubmed/15084132
http://doi.org/10.1016/j.bioorg.2020.104204
http://www.ncbi.nlm.nih.gov/pubmed/32891000
http://doi.org/10.1016/j.bmc.2012.10.043
http://www.ncbi.nlm.nih.gov/pubmed/23199483
http://doi.org/10.1021/jm060967z
http://doi.org/10.1016/j.bmcl.2007.07.019
http://doi.org/10.1021/jm701426t
http://doi.org/10.1021/jm200892s
http://www.ncbi.nlm.nih.gov/pubmed/21851094
http://doi.org/10.1021/jm200983e
http://doi.org/10.1021/jm501798g
http://www.ncbi.nlm.nih.gov/pubmed/7264948
http://www.ncbi.nlm.nih.gov/pubmed/8996186
http://www.ncbi.nlm.nih.gov/pubmed/10995069
http://doi.org/10.1016/j.bmcl.2003.09.063
http://www.ncbi.nlm.nih.gov/pubmed/14684332
http://doi.org/10.1073/pnas.161301298
http://www.ncbi.nlm.nih.gov/pubmed/11493685

Int. J. Mol. Sci. 2021, 22, 1120 17 of 18

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

Alterio, V,; Hilvo, M.; Di Fiore, A.; Supuran, C.T.; Pan, P; Parkkila, S.; Scaloni, A.; Pastorek, J.; Pastorekova, S.; Pedone, C.; et al.
Crystal structure of the catalytic domain of the tumor-associated human carbonic anhydrase IX. Proc. Natl. Acad. Sci. USA 2009,
106, 16233-16238. [CrossRef]

Akocak, S.; Alam, M.R.; Shabana, A.M.; Sanku, R.K.; Vullo, D.; Thompson, H.; Swenson, E.R.; Supuran, C.T.; Ilies, M.A. PEGylated
Bis-Sulfonamide Carbonic Anhydrase Inhibitors Can Efficiently Control the Growth of Several Carbonic Anhydrase IX-Expressing
Carcinomas. J. Med. Chem. 2016, 59, 5077-5088. [CrossRef]

Tafreshi, N.K.; Lloyd, M.C.; Bui, M.M,; Gillies, R.J.; Morse, D.L. Carbonic anhydrase IX as an imaging and therapeutic target for
tumors and metastases. Subcell. Biochem. 2014, 75, 221-254.

Tafreshi, N.K.; Lloyd, M.C.; Proemsey, J.B.; Bui, M.M.; Kim, J.; Gillies, R.J.; Morse, D.L. Evaluation of CAIX and CAXII Expression
in Breast Cancer at Varied O2 Levels: CAIX is the Superior Surrogate Imaging Biomarker of Tumor Hypoxia. Mol. Imaging Biol.
2016, 18, 219-231.

Chen, C.L.; Chu, J.S; Su, W.C,; Huang, S.C.; Lee, W.Y. Hypoxia and metabolic phenotypes during breast carcinogenesis:
Expression of HIF-1alpha, GLUT1, and CAIX. Virchows Arch. 2010, 457, 53-61. [CrossRef] [PubMed]

Wykoff, C.C.; Beasley, N.J.P.; Watson, P.H.; Turner, K.J.; Pastorek, J.; Sibtain, A.; Wilson, G.D.; Turley, H.; Talks, K.L.; Maxwell,
P.H.; et al. Hypoxia-inducible Expression of Tumor-associated Carbonic Anhydrases. Cancer Res. 2000, 60, 7075-7083. [PubMed]
Saarnio, J.; Parkkila, S.; Parkkila, A.K.; Haukipuro, K.; Pastorekova, S.; Pastorek, ].; Kairaluoma, M.I.; Karttunen, T.]. Inmunohis-
tochemical study of colorectal tumors for expression of a novel transmembrane carbonic anhydrase, MN/CA IX, with potential
value as a marker of cell proliferation. Am. J. Pathol. 1998, 153, 279-285. [CrossRef]

Dubois, L.; Douma, K.; Supuran, C.T.; Chiu, RK,; van Zandvoort, M.A.M.].; Pastorekov4, S.; Scozzafava, A.; Wouters, B.G.;
Lambin, P. Imaging the hypoxia surrogate marker CA IX requires expression and catalytic activity for binding fluorescent
sulfonamide inhibitors. Radiother. Oncol. 2007, 83, 367-373. [CrossRef] [PubMed]

Hussain, S.A.; Ganesan, R.; Reynolds, G.; Gross, L.; Stevens, A.; Pastorek, J.; Murray, P.G.; Perunovic, B.; Anwar, M.S,; Billingham,
L.; et al. Hypoxia-regulated carbonic anhydrase IX expression is associated with poor survival in patients with invasive breast
cancer. Br. ]. Cancer 2007, 96, 104-109. [CrossRef] [PubMed]

Ahlskog, ].K.J.; Schliemann, C.; Marlind, J.; Qureshi, U.; Ammar, A.; Pedley, R.B.; Neri, D. Human monoclonal antibodies
targeting carbonic anhydrase IX for the molecular imaging of hypoxic regions in solid tumours. Br. ]. Cancer 2009, 101, 645-657.
[CrossRef] [PubMed]

Carlin, S.; Khan, N.; Ku, T.; Longo, V.A.; Larson, S.M.; Smith-Jones, PM. Molecular targeting of carbonic anhydrase IX in mice
with hypoxic HT29 colorectal tumor xenografts. PLoS ONE 2010, 5, e10857. [CrossRef]

Choschzick, M.; Oosterwijk, E.; Muller, V.; Woelber, L.; Simon, R.; Moch, H.; Tennstedt, P. Overexpression of carbonic anhydrase
IX (CAIX) is an independent unfavorable prognostic marker in endometrioid ovarian cancer. Virchows Arch. 2011, 459, 193-200.
[CrossRef]

Hynninen, P.; Vaskivuo, L.; Saarnio, J.; Haapasalo, H.; Kivela, J.; Pastorekova, S.; Pastorek, J.; Waheed, A.; Sly, W.S.; Puistola,
U.; et al. Expression of transmembrane carbonic anhydrases IX and XII in ovarian tumours. Histopathology 2006, 49, 594—602.
[CrossRef]

Hussain, S.A.; Palmer, D.H.; Ganesan, R.; Hiller, L.; Gregory, J.; Murray, P.G.; Pastorek, J.; Young, L.; James, N.D. Carbonic
anhydrase IX, a marker of hypoxia: Correlation with clinical outcome in transitional cell carcinoma of the bladder. Oncol. Rep.
2004, 11, 1005-1010. [CrossRef]

Koukourakis, M.I; Bentzen, S.M.; Giatromanolaki, A.; Wilson, G.D.; Daley, EM.; Saunders, M.I; Dische, S.; Sivridis, E.; Harris, A.L.
Endogenous Markers of Two Separate Hypoxia Response Pathways (hypoxia inducible factor 2 alpha and carbonic anhydrase 9)
Are Associated With Radiotherapy Failure in Head and Neck Cancer Patients Recruited in the CHART Randomized Trial. J. Clin.
Oncol. 2006, 24, 727-735. [CrossRef] [PubMed]

Loncaster, J.A.; Harris, A.L.; Davidson, S.E.; Logue, ].P.; Hunter, R.D.; Wycoff, C.C.; Pastorek, J.; Ratcliffe, PJ.; Stratford, L.].; West,
C.M.L. Carbonic Anhydrase (CA IX) Expression, a Potential New Intrinsic Marker of Hypoxia: Correlations with Tumor Oxygen
Measurements and Prognosis in Locally Advanced Carcinoma of the Cervix. Cancer Res. 2001, 61, 6394—-6399.

Noordhuis, M.G.; Eijsink, ].J.LH.; Roossink, E.; de Graeff, P.; Pras, E.; Schuuring, E.; Wisman, G.B.A.; de Bock, G.H.; van der Zee,
A.G.J. Prognostic Cell Biological Markers in Cervical Cancer Patients Primarily Treated With (Chemo)radiation: A Systematic
Review. Int. |. Radiat. Oncol. Biol. Phys. 2011, 79, 325-334. [CrossRef] [PubMed]

Jarveld, S.; Parkkila, S.; Bragge, H.; Kdhkonen, M.; Parkkila, A.-K.; Soini, Y.; Pastorekova, S.; Pastorek, J.; Haapasalo, H. Carbonic
anhydrase IX in oligodendroglial brain tumors. BMC Cancer 2008, 8, 1. [CrossRef] [PubMed]

Chrastina, A.; Zavada, J.; Parkkila, S.; Kaluz, S.; Kaluzova, M,; Rajcani, J.; Pastorek, J.; Pastorekova, S. Biodistribution and
pharmacokinetics of 125I-labeled monoclonal antibody M75 specific for carbonic anhydrase IX, an intrinsic marker of hypoxia, in
nude mice xenografted with human colorectal carcinoma. Int. J. Cancer 2003, 105, 873-881. [CrossRef] [PubMed]

Carta, F; Dumy, P.; Supuran, C.T.; Winum, J.Y. Multivalent Carbonic Anhydrases Inhibitors. Int. J. Mol. Sci. 2019, 20, 5352.
[CrossRef]

Mack, E.T,; Snyder, PW.; Perez-Castillejos, R.; Bilgicer, B.; Moustakas, D.T.; Butte, M.]J.; Whitesides, G.M. Dependence of Avidity
on Linker Length for a Bivalent Ligand-Bivalent Receptor Model System. J. Am. Chem. Soc. 2012, 134, 333-345. [CrossRef]


http://doi.org/10.1073/pnas.0908301106
http://doi.org/10.1021/acs.jmedchem.6b00492
http://doi.org/10.1007/s00428-010-0938-0
http://www.ncbi.nlm.nih.gov/pubmed/20526721
http://www.ncbi.nlm.nih.gov/pubmed/11156414
http://doi.org/10.1016/S0002-9440(10)65569-1
http://doi.org/10.1016/j.radonc.2007.04.018
http://www.ncbi.nlm.nih.gov/pubmed/17502120
http://doi.org/10.1038/sj.bjc.6603530
http://www.ncbi.nlm.nih.gov/pubmed/17213826
http://doi.org/10.1038/sj.bjc.6605200
http://www.ncbi.nlm.nih.gov/pubmed/19623173
http://doi.org/10.1371/journal.pone.0010857
http://doi.org/10.1007/s00428-011-1105-y
http://doi.org/10.1111/j.1365-2559.2006.02523.x
http://doi.org/10.3892/or.11.5.1005
http://doi.org/10.1200/JCO.2005.02.7474
http://www.ncbi.nlm.nih.gov/pubmed/16418497
http://doi.org/10.1016/j.ijrobp.2010.09.043
http://www.ncbi.nlm.nih.gov/pubmed/21195874
http://doi.org/10.1186/1471-2407-8-1
http://www.ncbi.nlm.nih.gov/pubmed/18173856
http://doi.org/10.1002/ijc.11142
http://www.ncbi.nlm.nih.gov/pubmed/12767076
http://doi.org/10.3390/ijms20215352
http://doi.org/10.1021/ja2073033

Int. J. Mol. Sci. 2021, 22, 1120 18 of 18

72.

73.

74.

75.

76.

77.

78.

79.

80.

Jitianu, A.; Ilies Marc, A.; Scozzafava, A.; Supuran Claudiu, T. Synthesis and Carbonic Anhydrase Inhibitory Activity of 5-
Benzoylamido- and 5-(3-Nitrobenzoylamido)- 1,3,4-thiadiazole-2-sulfonamide and their Metal Complexes. Main Group Met.
Chem. 1997, 20, 151. [CrossRef]

Andring, J.T.; Fouch, M.; Akocak, S.; Angeli, A.; Supuran, C.T.; Ilies, M.A.; McKenna, R. Structural Basis of Nanomolar
Inhibition of Tumor-Associated Carbonic Anhydrase IX: X-Ray Crystallographic and Inhibition Study of Lipophilic Inhibitors
with Acetazolamide Backbone. |. Med. Chem. 2020, 63, 13064-13075. [CrossRef]

Kaminski, Z.J.; Paneth, P.; Rudzinski, J. A Study on the Activation of Carboxylic Acids by Means of 2-Chloro-4,6-dimethoxy-1,3,5-
triazine and 2-Chloro-4,6-diphenoxy-1,3,5-triazine. J. Org. Chem. 1998, 63, 4248-4255. [CrossRef]

Lolak, N.; Akocak, S.; Bua, S.; Sanku, RK.K.; Supuran, C.T. Discovery of new ureido benzenesulfonamides incorporating
1,3,5-triazine moieties as carbonic anhydrase I, II, IX and XII inhibitors. Bioorg. Med. Chem. 2019, 27, 1588-1594. [CrossRef]
[PubMed]

Chiu, M.H.; Prenner, E.J. Differential scanning calorimetry: An invaluable tool for a detailed thermodynamic characterization of
macromolecules and their interactions. J. Pharm. Bioallied Sci. 2011, 3, 39-59. [PubMed]

Al-Ahmady, Z.S.; Chaloin, O.; Kostarelos, K. Monoclonal antibody-targeted, temperature-sensitive liposomes: In vivo tumor
chemotherapeutics in combination with mild hyperthermia. J. Control. Release 2014, 196, 332-343. [CrossRef]

Ishiyama, M.; Shiga, M.; Sasamoto, K.; Mizoguchi, M.; He, P-G. A New Sulfonated Tetrazolium Salt That Produces a Highly
Water-Soluble Formazan Dye. Chem. Pharm. Bull. 1993, 41, 1118-1122. [CrossRef]

Supuran, C.T. Experimental Carbonic Anhydrase Inhibitors for the Treatment of Hypoxic Tumors. . Exp. Pharmacol. 2020, 15,
603-617. [CrossRef]

Angeli, A.; Carta, F.; Nocentini, A.; Winum, J.Y.; Zalubovskis, R.; Akdemir, A.; Onnis, V.; Eldehna, W.M.; Capasso, C.; Simone, G.;
et al. Carbonic Anhydrase Inhibitors Targeting Metabolism and Tumor Microenvironment. Metabolites 2020, 10, 412. [CrossRef]


http://doi.org/10.1515/MGMC.1997.20.3.151
http://doi.org/10.1021/acs.jmedchem.0c01390
http://doi.org/10.1021/jo972020y
http://doi.org/10.1016/j.bmc.2019.03.001
http://www.ncbi.nlm.nih.gov/pubmed/30846402
http://www.ncbi.nlm.nih.gov/pubmed/21430954
http://doi.org/10.1016/j.jconrel.2014.10.013
http://doi.org/10.1248/cpb.41.1118
http://doi.org/10.2147/JEP.S265620
http://doi.org/10.3390/metabo10100412

	Introduction 
	Results and Discussion 
	Synthesis of Polymeric CAIs 
	DSC Analysis of Polymeric CAIs 
	Biological Testing of Polymeric CAIs 

	Materials and Methods 
	Synthesis of 4-oxo-4-((5-sulfamoyl-1,3,4-thiadiazol-2-yl)Amino)Butanoic Acid 27 
	General Procedure for the Preparation of Bis-Sulfonamides 23 and 28–31 
	Bis-((5-Sulfamoyl-1,3,4-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol1000dia mide (DTP1K) 28 
	Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol2000dia mide (DTP2K) 23 
	Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol3400dia mide (DTP3.4K) 29 
	Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol5000dia mide (DTP2K) 30 
	Bis-(5-Sulfamoyl-(1,3,4)-thiadiazol-2-yl)-amidosuccinyl)-polyethyleneglycol20000di amide (DTP2K) 31 

	Viability Evaluation in 2D Cell Cultures 
	Viability Evaluation in 3D Cell Cultures 
	CA IX Profiling Using Western Blotting 

	Conclusions 
	References

