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Abstract: A major problem with patient treatments using anticancer compounds is accompanying
bacterial infections, which makes more information on how such compounds impact bacterial growth
desirable. In the following study, we investigated the growth effects of an anticancerous non-
toxic Schiff base oxidovanadium(V) complex (N-(salicylideneaminato)-N’-(2-hydroxyethyl)ethane-
1,2-diamine) coordinated to the 3,5-di-tert-butylcatecholato ligand on a representative bacterium,
Mycobacterium smegmatis (M. smeg). We prepared the Schiff base V-complexes as reported previously
and selected a few complexes to develop a V-complex series. Biological studies of M. smeg growth
inhibition were complemented by spectroscopic studies using UV-Vis spectrophotometry and NMR
spectroscopy to determine which complexes were intact under biologically relevant conditions.
We specifically chose to examine (1) the growth effects of Schiff base oxidovanadium complexes
coordinated to a catechol, (2) the growth effects of respective free catecholates on M. smeg, and (3) to
identify complexes where the metal coordination complex was more potent than the ligand alone
under biological conditions. Results from these studies showed that the observed effects of Schiff base
V-catecholate complex are a combination of catechol properties including toxicity, hydrophobicity,
and sterics.

Keywords: Schiff base vanadium-catechol complexes; Mycobacteria; speciation; NMR spectroscopy;
UV-Vis spectroscopy; growth inhibition; tuberculosis

1. Introduction

The power of metal complexes as anticancer agents, with the best examples being
Pt-based compounds such as cisplatin, carboplatin, and oxaliplatin, has been demonstrated
in clinical settings over several decades [1-9]. In addition to Pt-based compounds, a
number of other metal-based compounds have been reported to have anticancer proper-
ties including Ru-containing anticancer compounds [10], Cu-containing anticancer com-
pounds [11], vanadium-containing compounds [12,13], and other transition metal-based
compounds [14-20]. Although the compounds that make it to the clinic are highly effective,
patients treated with anticancer agents are very susceptible to bacterial infections [11,21-24].
Microbial infections can be very serious; some have been reported to modulate host cell
transformation and hence promote the production of carcinogenic metabolites participating
in inflammation responses, to disrupt cell metabolism, and to modify genomic or epigenetic
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characteristics [21-24]. Reducing the potential problems prompting patient evaluation and
intravenous administration of broad spectrum antibiotics is critically important and may
represent a practice difference for the patient [21-24]. Thus, information on the effects of
anticarcinogenic compounds on various bacterial strains are of general interest.

When evaluating effects of metal complexes on bacterial cells, it is, however, impor-
tant to consider that these compounds are coordination complexes and many of these
compounds do not remain intact during study due to their inherent hydrolytic instabil-
ity in complex biological media [25-29]. In addition, the effects of the metal complex
versus its ligand can be important, particularly in cases where the ligand has potent
effects on the cells being studied [28,30-32]. Here, we use a recently identified anti-
cancer compound, a Schiff base vanadium-based catecholate complex (oxidovanadium(IV)
complexed to N-(salicylideneaminato)-N’-(2-hydroxyethyl)ethane-1,2-diamine 3,5-di-tert-
butylcatecholato ligand) [33,34], which was found to be significantly more potent than
cisplatin in several cancer lines including glioma multiforme, an aggressive brain cancer
(T98g), lung cancer cells (A549), and pancreas cancer cells (PANC-1) [34]. Because this
vanadium compound is uniquely more stable than generally observed for Schiff base V(V)
catecholato complexes, this class of compounds has been proposed for targeted injections
directly into tumors [34]. In this study, we also investigate a number of related vanadium
complexes (V-complexes) containing known, non-innocent catecholato ligands to deter-
mine whether there are identifiable relationships between effects of the metal complex on
bacterial growth and complex stability in bacterial growth media. For those complexes that
do not remain intact, biological effects of the resulting products including the non-innocent
ligand is of considerable interest.

Table 1 shows a summary of studies in which the V-complex, the ligand, and free
metal ion were evaluated in different bacteria, fungi, or pathogens [32,35-39]. Although
vanadate was reported to inhibit growth of Mycobacteria smegmatis (M. smeg) some time
ago [40], we have recently demonstrated that cell growth of M. smeg is much more sensitive
to the large compact decavanadate anion (V1g- anion) than the smaller vanadate monomer
(HVO,?%, V; anion) [41]. Furthermore, replacing one of the V-atoms in the Vg cluster to
form a monosubstituted polyoxidovanadate affects growth inhibition with the order being
V10 > VoPt > VoMo [42]. The sensitivity of M. smeg to monosubstituted polyanions further
motivated studies here examining cell growth effects for a number of related intact and
hydrolyzed coordination complexes with non-innocent ligands in this representational
bacterial system.

The structure of the classes of coordination complexes where both complexes and ligands
have previously been investigated in bacteria are listed in Figure 1 [28,32,35-38]. The com-
pounds reported include complexes with hydrazones [35], Schiff bases [36], quinolones [32],
and related studies with phenanthrolines [28] and Vitamin E-hydroxylamino-Triazine lig-
ands [30]. Several phenanthroline complexes have been studied extensively in cancer
cells (Table 1); because the ligand has been shown to have variable effects depending on
time of treatment, it serves as an excellent comparison for these studies carried out in
bacteria [28]. Previous studies demonstrate that compounds are sensitive to the oxidation
state of the metal ion and the ligand as well as the nature of the coordination complexes. It
is, however, important to note that both the biological and chemical systems investigated
made direct comparisons difficult [43]. Generally, complexes formed by hydrazones and
Schiff bases were found to be more potent than their ligands [35,36], while compounds
formed from quinolones were less potent than their respective ligands [32]. Recently, we
identified a non-toxic Schiff base oxidovanadium(V) complex (N-(salicylideneaminato)-
N’-(2-hydroxyethyl)ethane-1,2-diamine) containing a hydrophobic and sterically hindered
catecholate ligand (3,5-di-tert- butylcatecholato ligand) which is effective against several
cancer cell types including glioma multiforme, an aggressive brain cancer (T98g), lung
cancer cells (A549), pancreas cancer cells (PANC-1), cultured human bone cancer cells,
breast cancer (MDA-MB-231), and human foreskin fibroblasts (HFF-1) [33,34,44,45]. Several
catecholate ligands have been reported to be toxic [46—48] and, as a result, either more
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or less potent than their parent vanadium complexes [32,33]. In contrast to the parent
catecholate, the sterically hindered catechol 3,5-di-tert-butylcatechol in a complex has been
reported to be less toxic in female Swiss mice [45]. To obtain more information on the effects
of intact complexes versus ligands, we selected a group of complexes with varying stability
that contained a ligand such as a catechol with the potential to inhibit M. smeg growth.

Table 1. Previous studies of the effect of various V-complexes in other microorganisms.

Vanadium Complexes Mlcr((;olr)ggusm Inhibitory Activity Results References
M;[CH,{VV O (sal-
th)}2]°2H20
M;[CH,{VV O (sal-
fah)},]1-2H,0 Complexes had potent
M = K* or Cs* for sal-bhz Protozoa: Entamoeba IC5q values between antibacterial activity [35]
(5,5'-methylbis(salicylaldehyde)  histolytica 0.36 and 2.32 uM compared to :
and benzoylhydrazide); hydrazone ligand
M = K* for sal-fah
(5,5"-methylbis(salicylaldehyde)
and 2-furoylhydrazide)
Bacteria: Staphylococcus
aureus 2, Klebsiella
preumoniae ®, Legionella
[VO(L),(H,0)]SO4 monocytogenes ®, Complexes had potent
L = 1-phenyl-2,3-dimethyl-4-(1H-  Escherichia coli, ICs values between antibacterial activity [36]
indole-3-carboxaldehyde)-3- Pseudomonas aeruginosa 16 and 64 pg/mL compared to Schiff
pyrazolin-5-one (HL). b and Salmonella base ligand
typhimurium ®
Fungi: Candida albicans
and Aspergillus flavus
Complexes had less
Complexes with Bacteria: . ICsq values between 2.9 potent activity
8-hydroxyquinoline (8HQ) Mycobacterium and 42.23 uM compared to [32]
tuberculosis ' 8-hydroxyquinoline
(8HQ) ligand
Complexes had more
V(IV)O(Salophen) Parasite: Leishmania ICsq values of 3.51 uM potent activity [37]
[VO(Cy90H16N403)]-H,O amazonensis and 6.65 uM compared to
HjSalophen ligand
Bacteria: Bacillus
1ic @
Complexes with ZZ?ZZZ: ésf;zif Z;%chglcius Complexes have
chlorido-substituted ’ ’ MICs values at 1.2 and stronger activities
. and Pseudomonas [38]
hydrazone ligands fluorescence® >150 pg/mL compared to the free
([VOL(OEt)(EtOH)] Funei: . . chloride hydrazones
ungi: Candida albicans
and Aspergillus niger
(3Hpca)4[H2V10023]-2H,0-
2(3-pca); (complex I) . o . Glsp values at 0.47 and Cation increases
(4-prca)4[H2\I;wozs]-2(4-pca); Bacteria: Escherichia coli 0.67 mmol L1 toxicity (3]
(complex II)
Complexes have
Complexes formed with Cancer cells ©: Ovarian, variable potency
1,10-phenanthroline or cisplatin sensitive comparable with effects [28]
4,7-dimethyl-1,10- A2780, breast MCF?7, of free phenanthroline
phenanthrolineligands and prostate PC3 ligands and duration

of treatment
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Table 1. Cont.

Microorganism
(a,b, 0

Cancer cells: Human
Cal33 cells, Hela cells,
embryonic mouse

fibroblasts (NIH/3T3)

Vanadium Complexes Inhibitory Activity Results References

Complexes with Vitamin
E-hydroxylamino-
Triazine Ligands

Complexes are less
toxic than free ligands [30]
for all three cell lines

2 Gram-positive bacteria; b Gram-negative bacteria; © cancer cell lines (A2780, MCF7, and PC3).
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Figure 1. The structure of the classes of coordination complexes where activity of both the complex
and ligand was investigated in bacteria [32,35-38].

2. Results
2.1. Compound Design

We first investigated the effects of a series of Schiff base vanadium(V) catecholato
compounds related to the oxidovanadium(V) complex (N-(salicylideneaminato)-N’-(2-
hydroxyethyl)ethane-1,2-diamine) which exhibits potent anticancer properties [33,34,44]
and is shown in Figure 2. The varying effects of these compounds on M. smeg growth
of each vanadium complexes were compared to the effects of its free ligands (see results
below as they are described and in Figures 51-S3). The complexes selected for inves-
tigation contained non-innocent ligands or formed complexes with different electronic
properties. We selected the known V-scaffold [VO,(Hshed)], the most potent anti-cancer
agent [VO(Hshed)(dtb)], and control compounds with different electronic properties of
the parent [VO(Hshed)(cat)], and two compounds with electronic withdrawing ligands
[VO(Hshed)(tbc)] and [VO(Hshed)(4NO)]. In addition, we designed here three new com-
plexes, the hydrophobic [VO(Hshed)(Coum)], and a complex with an electron withdrawing
ligand —-CN, [VO(Hshed)(CN)], and a complex with an electron donating ligand OMet,
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[VO(Hshed)(30OMet)] (see Figures S4-519). In selecting this series of compounds, we ex-

pected varying degrees of complex stability in HyO and in 7H9 media. The stability and

speciation of the complexes was investigated using NMR and UV-Vis spectroscopy and the
data are provided in the Supplementary Materials (Figures 520-531).

A
/ o\ [ O\
[0 =N_||_NH_~oH =N | -NH.~oH
/"0 \u./OH —N_||_NH_~oH V. e
S/N\/ V. / o d o
PAAS /" 0 o O O
O 09
Il
N
[VO,(Hshed)] [VO(Hshed)(cat)] [VO(Hshed)(dtb)] [VO(Hshed)(CN)]
[0\
O /T\ —N\”/NH/\OH
—N_||_NH_~~0oH —N_||_NH_~0H [/ o\ Vv
V. V. —N_ || _NH_~~0H o 1o
/ s V. o]
0 g O
Br
Br /@
:Zsr MeO o_ J
O,N Br
[VO(Hshed)(4NO,)] [VO(Hshed)(tbc)] [VO(Hshed)(30Met)] [VO(Hshed‘)?Coum)]
=N OH ©:OH OH N : :OH
dOH OH OH OH
H,shed H,cat H,dtb H,CN
Br
OCH
N OH Br OH 8 0.0 OH
I * LI
OH Br OH X OH
OH
Br
H,4NO, H,tbc H,30Met H,Coum

Figure 2. The schematic formulas for the (A) vanadium complexes and (B) free catechol ligands.

2.2. Growth Inhibition of Vanadium Complexes and Free Ligands Determined Using the Minimum
Inhibitory Concentration (MIC)

The biological activity of V-complexes and free ligands was investigated in terms
of their respective antibacterial effects on the growth of M. smeg by measuring ICs val-
ues. The growth inhibition data of M. smeg treated with three different V-complexes and
free catechol ligands are shown in Figure 3 including (a) [VO(Hshed)(dtb)] and Hdtb,
(b) [VO(Hshed)(tbc)] and Hytbc, and (c) [VO(Hshed)(cat)] and Hjcat. The ICsq values and
the growth inhibition curves for the effects of the additional V-complexes, their free catechol,
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and the Schiff base V-Hshed scaffold on the bacterial growth are shown in Figures S1 and S2.
It was necessary to use DMSO to dissolve hydrophobic compounds into solution for prepa-
ration of stock solutions. For studies with M. smeg, the stock solution was diluted with cell
medium to prepare a solution containing 10% DMSO which was then diluted via serial
dilution to lower V-complex concentrations containing less DMSO. To clarify the role of
DMSO in cell studies, cell growth inhibition up to 20% DMSO was evaluated and was sig-
nificant. The effects of DMSO alone on the growth of M. smeg is shown in Figure S3. When
cells were treated with 10% DMSO alone, the highest DMSO concentration used in our
studies of V-compound effects on M. smeg growth, growth inhibition was reduced to values
that were still significant but markedly lower than seen for 20% DMSO. For compounds
that were present in serially diluted medium and contained less than 10% DMSO, there
were insignificant effects of DMSO on M. smeg growth indicating that the ICsy values for all
the complexes and catechols tested were due to compound effects and not to the presence
of DMSO (Table 2).

~= H,dtb b) o7, —= H,thc
[VO(Hshed](dtb)] oes{ | - [VO(Hshed)tbe]]

o
e wn e
n on oo

M. smegmatis (ODgy)
(=]
P
w

0.4
0.35
0.3
0.25 0.25
0.2 - 0.2
0.15 —— . 0.15
095» o> N K ngs Qgs o 5 K
Concentration (mM) Concentration (mM)
c)
0.65 == H,cat
-~ 0.6 A [VO(Hshed)(cat)]
8
a 0.55
0
8 o
% 0.5
§ 045
3
g 041
[
!' 0.35
0.3 -
0.25
Qé)'& 09'& Q'\ Y \Q

Concentration (mM)

Figure 3. Histograms showing the growth of M. smeg treated with (a) [VO(Hshed)(dtb)] and H,dtb,
(b) [VO(Hshed)(tbc)] and Hytbc, and (c) [VO(Hshed)(cat)] and Hjcat using concentrations ranging
from 0.004 to 2.00 mM. Error bars are the standard deviation for triplicate measurements.
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Table 2. Antibacterial activity (ICsp) of Schiff base vanadium complexes, the Schiff base [VO,Hshed]
scaffold, and free catechols against M. smeg at 0.250 mM.

The Effect of Complexes Compared to the

Tested Compounds ICs5p (uM) Free Catechol
[VO(Hshed)(dtb)] 119 £ 0.09 . .
H,dtb 241 + 0.07 2 x more potent in terms of concentration
[VO(Hshed)(Coum)] 370 £0.13 . .
H,Coum 506 & 0.28 1.4x more potent in terms of concentration
[VO(Hshed)(4NO»)] 472 £ 0.02 . .
H,4NO, 610 -+ 0.05 1.3 x more potent in terms of concentration
[VO(Hshed)(tbc)] 449 £+ 0.22 S ffoct i f .
Hotbe 416 + 0.19 ame etfect in terms ot concentration
[VO(Hshed)(cat)] 518 +£0.29 . .
Hycat 109 & 0.05 5x less potent in terms of concentration
[VO(Hshed)(30OMet)] 555 £0.23 . .
H,30Met 262 + 0.15 2% less potent in terms of concentration
[VO(Hshed)(CN)] 608 £ 0.07 . .
H,CN 447 + 0.04 1.4 x less potent in terms of concentration
[V(O),(Hshed)] 516 + 0.31 Schiff base V-complex scaffold

The ICs values of V-complexes and their free ligands are shown in Table 2. Although
all of the V-complexes and their free ligands were comparatively weak growth inhibitors of
M. smeg, differences in growth inhibition were observed between the V-complex and its
free ligand. The IC5 of [VO(Hshed)(dtb)], [VO(Hshed)(Coum)], and [VO(Hshed)(4NO;)]
indicated that these compounds were more potent in inhibiting bacterial growth with
an ICsg of 119, 370, and 472 uM, respectively. In complexes, their ligands showed 2-,
1.4-, and 1.3-fold more growth inhibition than did the free ligands. [VO(Hshed)(cat)],
[VO(Hshed)(30OMet)], and [VO(Hshed)(CN)] showed less inhibitory activity against the
bacterial growth with an ICs of 518, 555, and 608 uM, respectively, when compared with
their free ligands. Finally, the ICsy of [VO(Hshed)(tbc)] had a similar activity, an ICsy of
449 uM, when compared with its free ligand with an ICsy of 416 uM.

2.3. Solution Chemistry and Stability of Vanadium-Catechol Complexes in Reference Solutions and
in Growth Media as Monitored by UV-Vis Spectroscopy

To further investigate whether the observed effects of compounds or their ligands on
M. smeg growth in cell culture were related to complex stability, spectroscopic studies were
undertaken. We examined the V-compounds in three different solutions. (1) Simple H,O-
DMSO containing no other additives, (2) 7H9-DMSO media with nutrients for M. smeg
growth but without other additives, and (3) 7H9 media in which M. smeg had grown and
the media contained bovine serum albumin (BSA), oleic acid, and dextrose and from which
cells had then been removed (referred to as “supernatant”). UV-Vis studies and subsequent
NMR spectroscopic studies would show which compounds remained intact and for how
long. The stability of the V-compounds was not expected to be the same in these three
solutions nor was the response of each compound to these conditions likely to be the same.

First, the V-catechol complexes with different ligands were analyzed using UV-Vis
spectroscopy to explore the speciation and the stability of these complexes in both in
H,O:DMSO and in 7H9:DMSO at 37 °C. Here, 7H9 medium was used in M. smeg growth
studies which made its effects on compound speciation and stability of particular interest.
The samples were initially dissolved in DMSO due to the low solubility of the compounds
and their weak growth inhibition. Hence, the stabilities of the compounds described
differ here from studies of compound stability reported in cancer cell lines studies where
the compound concentration and temperature were lower and there was less DMSO
present in the original stock solution [33]. To conserve space, the spectra of the complexes
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shown in Figure 4 were recorded in 7H9:DMSO at 37 °C, while the UV-Vis spectra of
complexes in HyO:DMSO and in supernatant:DMSO are presented in Supplementary
Materials (Figures S20 and S21). Because of the dilution of the original compound stock
solution to 0.250 mM V-compound with H,O or 7H9 media, the DMSO content decreased
from 50% in the stock solution to about 6% for the UV-Vis studies.

——0hr —1hr Shr 24 hr

” 14 [VO(Hshed)(dth)] B 18 | [VO(Hshed)(Coum)]

] R R } : : \¥
240 290 340 390 440 490 540 590 640 690 240 290 340 390 440 490
Wavelength (nm) Wavelength (nm)
c d
)16 [VO(Hshed)(4NO,)] ) 18 [VO(Hshed)(tbc)]
14 1.6
1.2 14
@
§ 1 g
£ o038 ]
S 208
228 A 206
04 < 0.4
0.2 . 0.2 e
e ——
o T T T T T T d 0t T T T T T T "
240 290 340 390 440 490 540 590 240 290 340 390 440 490 540 590 640
Wavelength (nm) Wavelength (nm)
e) f)
1.4 [VO(Hshed)(cat)] 14 ' [VO(Hshed)(30Met)]

F

Absorbance
o ©
Ve
Absorbance

o ©
N >

\ \\
0 T T T T ] 0o T T T T ]
240 290 340 390 440 490 240 290 340 390 440 490
g) Wavelength (nm) h) Wavelength (nm)
B [VO(Hshed)(CN)] & [V(O),(Hshed)]
1.6
14 08 f\
@12
2 Sos
o 1 [
£ , 3
2038 2 F
- ©0.4
<06 2
0.4 |\ 0.2
0.2
o T T T — T [ T T T 1
240 290 340 390 440 490 240 290 340 390 440
Wavelength (nm) Wavelength (nm)

Figure 4. UV-Vis spectra for all of the complexes at 0.250 mM in 7H9:DMSO as a function of time (0,
1, 5, 24 h).The compounds from which the spectra (a-h) are listed above each of the spectra.

UV-Vis spectroscopy can be used to show time-dependent changes in complex struc-
ture and hence complex stability. The spectra of complexes and of free ligands at time
zero (t = 0) in H;O:DMSO and in 7H9:DMSO were recorded as reference for the spectra in
7H9:DMSO and are shown in Supplementary Materials (Figure 522) as well as summarized
in Table 3. For comparison, the stability of the Schiff base oxido-vanadium(V) complex
scaffold, [VO,(Hshed)], which provided the basic framework for all the complexes in this
series, was also evaluated. The main absorption peaks were observed at wavelengths at 255
and 325 nm in aqueous solution and were similarly observed in 7H9 media. The addition
of catechol ligands, as expected, added additional signals to the complexes with shifts that
depended on the electronic properties of the catechol.
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Table 3. UV-Vis parameters observed from the Schiff base V-catecholate complexes and free cat-
echolate ligands at t = 0 h with 0.250 mM V-compound at 37 °C 2 in the mixed solutions (94:6
H,O:DMSO or 94:6 7H9 medium:DMSO).

Complex (H,O/DMSO) Complex (7TH9/DMSO)
Complex Absorbance (nm)/e Absorbance (nm)/e
(x10° M—1) (x103 M—1)

(280, 1.161, 4.6); (280, 1.123,4.5);

[VO(Hshed)(dtb)] (565, 0.396,1.6) (565, 0.347,1.4)
(255, 1.344, 5.3); (255,1.562, 6.2);
[VO(Hshed)(Coum)] (275,0.727,2.9); (280, 0.836, 3.3);
(370, 0,670, 3.5) (325, 0.678, 2.7);

P D078, 2 (380, 0.901, 3.6)
(255, 1.299, 5.2); (260, 1.445, 5.8);
[VO(Hshed)(4NO,)] (325, 0.533, 2.1); (325, 0.583, 2.3);
(405, 0.552, 2.2) (420, 0.568, 2.3)
(255, 0.854, 3.4);

[VO(Hshed)(tbc)] (310, 0284, 11) (305, 0.613, 2.5)
‘ (255,1.183, 4.7);
(255, 0.951, 3.8); (280, 0.743, 305
[VO(Hshed)(cat)] (280, 0.579, 2.3); (325, 0,349, 1.4);
(375, 0.117, 0.47) 7 0%, L)
(380, 0.138, 0.55)
_ (255, 1.162, 4.6);
[VO(Hshed)(30Met)] ggg 8‘3‘3@’ iz)) (325, 0.441, 1.8);
P DS, L (385, 0.156, 0.62)

(255, 1.473, 5.9); (255, 1.55, 6.2);

([VO(Hshed)(CN)] (300, 0.666, 2.7) (300, 0.789, 3.2)
(255, 0.682, 2.7); (255, 0.937, 3.7);

[V(O)y(Hshed)] (325, 0.200, 0.80) (325, 0.312, 1.2)
[H,dtb] ligand (280, 0.218, 0.90) (280, 0.513, 2.1)
(255, 0.371, 1.5); _
[HpCoum] ligand (300, 0.524, 2.1); (295, 0.639, 2.6);
(345, 0972, 3.9) (350, 0.939, 3.8)
‘ (265, 0.726, 2.9);
[H,4NO;] ligand ((gég 8’?21’ ;?)) (320, 0.575, 2.3);
PP IO% o (430, 0.767, 3.1)
. (275,0.241, 1.0); (255, 0.941, 3.8);

[Hytbc] ligand (300, 0.203, 0.81) (300, 0.574, 2.3)
[Hycat] ligand (275, 0.364, 1.5) (275, 0.642, 2.6)

H,30Met] ligan 270, 0.137, 0.50 270,0.417, 1.7
[H,30Met] ligand ( ) ( )
[FL,ON] ligand (250, 1.172, 4.7); (250, 1.293, 5.2);

(290, 0.453, 1.8)

(290, 0.792, 3.2)

2 Prepared from 10 mM V-complex stock solutions (50:50 H,O:DMSO) and 50:50 7H9:DMSO.

The UV-Vis spectra of [VO(Hshed)(dtb)] exhibited two absorption bands at 280 nm
(sh) and 565 nm (m) in water and two major signals at 280 and 565 nm in 7H9:DMSO.
Both the signal for the free H,dtb catechol ligand at 280 nm (Figure S5) and the signal at
565 nm decreased at the 1 h time point and were gone at the 5 h timepoint. This indicated
that the compound was present initially in 7H9 media but, as shown in Figure 4, began to
hydrolyze. However, there are some differences in the spectra. For [VO(Hshed)(4NO,)],
[VO(Hshed)(tbc)], and [VO(Hshed)(CN)], there is a signal around 300-330 nm suggesting
some isomer formation for these V-compounds. The data at the zero-time point have been
summarized for all the complexes (nm, absorbance, and extinction coefficient) and are
listed in Table 3.
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The UV-Vis spectra of [VO(Hshed)Coum] had main absorption peaks at wavelengths
of 255 nm (m), 280 nm (sh), and 385 nm (m) in aqueous solution and, in 7H9 media, an extra
peak of 325 nm (sh). This additional peak in 7H9 media indicated the formation of an addi-
tional species. The decrease of the two major species as a function of time suggested that
this complex is present in solution for some time before hydrolyzing. [VO(Hshed)(4NO;)]
exhibited three major signals at 255, 325, and 405 nm. During the first hour the signal at
255 and 325 nm decreased, whereas the signal at 405 nm remained at the same intensity
with a small change in the location of its maximum.

The spectra for the other complexes examined indicated that the complexes remained
intact briefly in 7H9 media (Figure 4) or H;O:DMSO (Supplementary Materials). However,
between 1 and 5 h some remained intact for the first hour of the experiment when present
at 6% DMSO concentrations and higher temperature, which showed enhanced stabilities
compared to previous studies [32-34]. In addition, when compounds were examined in
7H9 media, a 280 nm peak appeared that was due to formation of free catechol.

Previously, M. smeg was found to excrete a material that was able to catalyze the
hydrolysis of V1o [41]. For this reason, we also examined the effects of the V-compounds in
the supernatant of the 7H9 media in which M. smeg had grown. Analogous experiments
were conducted in this study to determine if there was a difference from the results for
media alone listed in Table 4. In this series, 0.250 mM V compounds were added to the
supernatant obtained from 7H9 media after M. smeg growth. Data showing the stability
of compounds after incubation in supernatant are shown in Supplementary Materials
(Figures S24-531). These data show that there was no significant change in speciation in
supernatant obtained after M. smeg culture when compared to data obtained using fresh
media as shown in Figure 4. However, the signal at 280 nm now indicates the presence of
protein, primarily in the form of bovine serum albumin [49], although some formation of
free catechol cannot be ruled out since this also yields an absorbance at 280 nm.

Table 4. Species observed for 10 mM Schiff base vanadium-catecholate complexes in the mixture
solution (50:50 H,O:DMSO) and 50:50 7H9 growth medium:DMSO at t =0 h.

Complex & (DMSO) or & Complex & (7H9 Media)

Complex (Hp O/DMSO) ppm/mM/% ppm/mM/% [VO,-(Hshed)] at &/[mM]/% Vq at & ppm/[mM1/% Vg at & ppm/[mM]/%
[VO(Hshed)(dtb)]/(H, O/DMSO) 387,353 (m)/0.43,7.36/4.3,73.6 - - —541/2.11/21.1 —557/0.10/1.0
[VO(Hshed)(dtb)]/ (7HO media) - 394,359 (m)/0.42, 5.45/4.2, 545 - —544/4.14/41.4 -
[VO(Hshed)(Coum)]/(H, O/ DMSO) ~103/1.2/12 - —524/1.5/15 —544/7.4/74
[VO(Hshed)(Coum)]/(7H9 media) —544/10/100
[VO(Hshed)(cat)]/(H, O/DMSO) 206, 196 (m)/0.73,2.47/7.3,24.7 - —524/1.79/17.9 —543/5.02/ 50.2 -
[VO(Hshed)(cat)] / (7H9 media) - 205,193 (m)/0.32, 1.83/3.2,18.3 —526/2.10/21.0 —544/5.74 /574 -
[VO(Hshed)(30Met)]/ (H, O/DMSO) 265, 254(m) /147, 4.63/14.7, 46.3 —520/0.23/2.3 —540/3.56/35.6 —560/0.11/1.1
[VO(Hshed)(30Met)]/ (7H9 media) - 265,253(m)/0.78,3.15/7.8,31.5 - —541/6.06/60.6 -
[V(O), (Hshed)]/(Hy O/ DMSO) - - —524/0.0 —543/8.78/87.8 —558/1.22/12.2
[V(O), (Hshed)]/(7H9 media) - - —526/0.0 —541/9.94 /99.4 —565/0.11/1.1
[VO(Hshed)(tbc)]/ (Hp O/DMSO) 470, —480/2.0,0.5/20, 5 - - 544/7.4/74

[VO(Hshed)(tbc)]/(7H9 media)

—524/0.05/0.5 —544/9.8/98 —570/0.15/1.5

[VO(Hshed)(CN)]/(H, O/DMSO)

—460/0.1/1 - —524/3.3/33 —544/6.6/66

[VO(Hshed)(CN)]/(7H9 media)

—480/0.05/0.5 - —544/9.95/99.5

[VO(Hshed)(4NO;)]/(H,O/DMSO)

—460/0.1/1 - —524/2.5/25 —544/6.6/66

[VO(Hshed)(4NO5)]/(7H9 media)

—544/10/100

2.4. Solution Chemistry and Stability of Vanadium-Catechol Complexes in Reference Solution and
in Cell Growth Media

The stability of vanadium complexes was also investigated at different times using
51V NMR spectroscopy in DMSO:H,0, DMSO:7H9 medium, and supernatants obtained
following M. smeg culture. The representative >'V NMR spectra of 10 mM [VO(Hshed)(dtb)],
[VO(Hshed)(cat)], and [V(O),(Hshed)] in the mixture solution of H,O, DMSO (50:50,
H,O:DMSO), and in 7H9 (50:50, H,O:media) are shown in Figures 5-7, respectively. The
NMR spectra of 10 mM [VO(Hshed)(dtb)], [VO(Hshed)(cat)], and [V(O),(Hshed)] in the
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mixture with supernatants are shown in the Supplementary Materials (Figures 524-526).
The remaining data for the additional complexes are listed in Table 4.

(a)

10mM [VO(Hshed)(dtb)] + H,O (24 hr)

(b)

10mM [VO(Hshed)(dtb)] + 7H9 (24 hr)
[VO(Hshed)(dtb)]

[VO(Hshed)(dtb)] Vv, V, V4
~a
N [ A |
10mM [VO(Hshed)(dtb)] + H;0 (5 hr) 10mM [VO(Hshed)(dtb)] + 7H9 (5 hr)
A As A L o
10mM [VO(Hshed)(dtb)] + H>0 (1 hr) 10mM [VO(Hshed)(dtb)] + 7H9 (1 hr)
—A\ A A A
10mM [VO(Hshed)(dtb)] + H,O (O hr) 10mM [VO(Hshed)(dtb)] + 7H9 (0 hr)
[VO(Hshed)(dtb)] [VO(Hshed)(dth)]
v,
v
N M ~
I\, ‘\ N A A

300 100 100  -300
ppm

-500

200 0 -200 -400

400 -600 -800

Figure 5. The 51y NMR spectra of 10 mM [VO(Hshed)(dtb)] at 0, 1, 5, and 24 h time points in
(a) 50:50 H,O:DMSO and in (b) 50:50 7H9 growth medium: DMSO.

(a) (b)
10mM [VO(Hshed)(cat)] + H,0 (24 hr) 10mM [VO(Hshed)(cat)] + TH9 (24 hr)
vy
VO(Hshed [VO(Hshed)(cat)]
[VO(Hshed)(cat)] NOADNebedl [V(O)s(Hshod)] »
A \A W

10mM [VO(Hshed)(cat)] + H,0 (5 hr)

A

10mM [VO(Hshed)(cat)] + TH9 (5 hr)

A A

10mM [VO(Hshed)(cat)] + H,0 (1 hr)

A

A

10mM [VO(Hshed)(cat)] + THO (1 hr)

A A

10mM [VO(Hshed)(cat)] + H,0 (0 hr)
[VO(Hshed)(cat)]

[V(0)s(Hshed)]

10mM [VO(Hshed)(cat)] + THO (0 hr)
v,

[VO(Hshed)(cat)] [V(0)y(Hshed)] »~

Y

Y

400 200 O
ppm

200 -400

400 200 O  -200 -400 -600
ppm

Figure 6. 5ly NMR spectra of 10 mM [VO(Hshed)(cat)] at 0, 1, 5, and 24 h time points in
(a) 50:50 H,O:DMSO or in (b) 50:50 7H9 growth medium:DMSO.
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(a) (b)
10mM [V(0),(Hshed)] + H,0 (24 hr) 10mM [V(O),(Hshed)] + TH9 (24 hr)
Vi
\ Vy " Vi
4 P
10mM [V(0),(Hshed)] + H,0 (5 hr) 10mM [V(0),(Hshed)] + 7TH9 (5 hr)

10mM [V(0),(Hshed)] + H,0 (1 hr)

10mM [V(0),(Hshed)] + 7H9 (1 hr)

10mM [V(O),(Hshed)] + H,0 (0 hr) 10mM [V(O).(Hshed)] + 7HS (0 hr)

300

-100 -300 -500 -700 300

1 1 1

Vi V4
N 3 A'

100 -100 -300 -500 -700
ppm Ppm

Figure 7. The 5lyv NMR spectra of 10 mM [V(O),(Hshed)] at 0, 1, 5, and 24 h time points in
(a) HyO:DMSO (50:50) and in (b) 7H9 growth medium:DMSO (50:50).

T LI | T T

The >V NMR spectra were obtained using 10 mM of [VO(Hshed)(dtb)] in 50:50 H,O:DMSO.
Subsequently, spectra were recorded to determine how much complex remained intact at
different time points when the complex was in 50:50 H,O:DMSO or in 50:50 7H9:DMSO
media (Figure 5).

The spectra of [VO(Hshed)(dtb)] at time=0 (t = 0) showed two peak signals assigned to
[VO(Hshed)(dtb)] at 6 = 387 and 353 ppm, in addition to the presence of the other two sig-
nals assigned to V; at = —541 ppm and vanadate tetramer (V4O1*) V4 at § = —557 ppm.
The percentage of each species measured at the initial time point is summarized in Table 4.

Over a 24 h time period, the decrease in the [VO(Hshed)(dtb)] complex in H,O
was monitored by °'V NMR spectroscopy and an increase in V; and V, was observed
(Figure 5a). The 51y NMR spectra of [VO(Hshed)(dtb)] in 7H9 was also recorded as a func-
tion of time. The spectrum recorded at the initial time (t = 0 h) showed two complex signals
at & (ppm) = 394 and 359 (m), in addition to one signal attributed to V; at 6 = —544 ppm.
Since only small changes were observed in the spectra from 0 h, the complex is stable in the
7H9 medium (Figure 5b). The observation of the [VO(Hshed)(dtb)] complex in the growth
assay is consistent with at least some of the observed growth effects that can be attributed
to the intact [VO(Hshed)(dtb)] complex.

Monitoring the [VO(Hshed)(cat)] complex over a 24 h time period showed a decrease
of the complex as a function of time in H,O (Figure 6a). The spectrum recorded att=0h
showed two complex signals at & (ppm) = 196 and 206 (m) in addition to two signals
attributed to [VO,(Hshed)] at 6 = —524 ppm and V; at § = —544 ppm. Similarly, the >'V
NMR spectra of [VO(Hshed)(cat)] in 7H9 were carried out as a function of time and the two
signals for the complex were also found to slowly hydrolyze in 7H9 medium (Figure 6b) to
form [VO,(Hshed)] and V. These spectra showed that [VO(Hshed)(cat)] complex existed
in the 7H9 growth medium, suggesting that some of the observed growth inhibition can be
attributed to the intact [VO(Hshed)(cat)] complex.
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Studies were carried out with the other complexes and these results are summarized
in Table 4. For the [VO(Hshed)(Coum)] complex, a significant amount of intact complex
and [VO,(Hshed)] was observed in H;O:DMSO solution in addition to V; hydrolysis
product. However, all complex was hydrolyzed in 7H9 media before the >V NMR spectrum
was recorded. For the [VO(Hshed)(4NO;)] complex, a trace level of complex and an
intermediate species are observed in addition to a 1:5 ratio of [VO,(Hshed)] scaffold and
V1 hydrolysis product in HyO:DMSO. However, all complexes were hydrolyzed in 7H9
medium:DMSO before the >V NMR spectrum was recorded. For the [VO(Hshed)(CN)], a
1:3 ratio of [VO,(Hshed)] scaffold and V; hydrolysis product were observed in H,O:DMSO.
However, all complexes were hydrolyzed in 7H9 medium:DMSO solution before the °'V
NMR spectrum was recorded. For the [VO(Hshed)(tbc)] complex, the spectra were very
noisy and only trace levels of signals were observed in addition to the major peak for Vj.
Since this compound was investigated at the same concentrations as the other complexes,
the noisy spectrum is presumably reflecting that this compound not only hydrolyzed but
underwent redox chemistry at the 37 °C temperature in both HO:DMSO and the 7H9
medium:DMSO solutions. Combined, these results show that some of these compounds
are more stable than reported previously at lower temperatures and DMSO concentrations,
but that several of the compounds remain unstable in 7H9 growth medium:DMSO and
only hydrolyzed compounds are observed by the time the 'V NMR spectra were recorded.

In Figure 7, NMR spectra are shown for the [VO(Hshed)] scaffold over a 24 h time
period. These results indicate that the scaffold complex was unstable and immediately
hydrolyzed to form V; within 1 h in both HyO:DMSO and 7H9:DMSO.

Select studies were carried out with the [VO(Hshed)(30OMet)] complex and the
[VO(Hshed)(CN)] complex. Both hydrolyzed rapidly with little intact complex left in the
solution by the time the spectra were run. This information is summarized in Table 4. These
data show higher stability than reported previously in pure aqueous solution or in media
used to grow cancer cells [32-34].

3. Discussion

The results shown in Table 2 demonstrate that complexes with reported anticancer
activity have limited growth effects on M. smeg. However, as shown in Table 2, some
complexes are more biologically active than their catecholate ligand, while, for other
complexes, the free catecholates are more potent growth inhibitors of M. smeg. Therefore,
we were successful in demonstrating that within a class of compounds, biological activity
can be based on subtle variations in the ligand coordinated to the vanadium.

As described in Section 1, most of the reported investigations have focused on com-
pounds where the observed V-complex is more potent than the free ligand [35-38] or metal
ion [39]. However, the quinolones and phenanthroline complexes deviate from these gen-
eral observations because the free ligand is the most effective bioactive component of the
complex [28,32,50]. It should be noted, however, that most of these V-quinolone complexes
are difficult to evaluate because the complexes are hydrophobic and, because of their hy-
drophobicity, their biological activities were not evaluated under the same conditions used
in aqueous assays. A careful analysis has been reported for the effects of a range of different
vanadium-complexes with phenanthroline ligands in different cancer cell lines [28] and
summarized in Table 1. These studies show that bioprocessing occurs after administration
of these complexes and that their hydrolysis products are important for complex activity.
Importantly, time-dependent responses were also observed [28] over 72 h and low concen-
trations of the ligand were found to be more effective than the complex [51]. Speciation
is particularly important when the ligand is, by itself, a potent agent. It is also important
that interactions with cellular components [27], including proteins, be considered [52,53].
Such interactions can affect delivery and uptake of both the ligand and the complex and,
because of time-dependent effects, potentially produce more potent species with longer
incubations [28]. These studies also underscore the importance of complex bioprocessing
and the need for studies exploring effects of speciation as well as investigation of effects of
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both ligands and complexes by metabolites as well as a range of proteins. Hence, we were
interested in evaluating a system in which speciation and the biological effects could be
determined for both the complex and free ligand.

In this study, we characterized the effects of the Schiff base V-complex scaffold as
well as the catecholate ligand examined in M. smeg growth assays. Limited effects of
the Schiff base V-complex scaffold were observed, while the catecholate ligand showed
more varied growth inhibitory activity as has been reported previously [33,34]. Due to
the limited water solubility of these complexes, the speciation studies were undertaken
in the presence of higher concentrations of DMSO which was required to solubilize the
compound for addition to the cell culture at the high concentrations needed in this study.
Because the DMSO concentration was higher than those reported previously in speciation
studies [33,34], the complexes were more stable than reported previously except for the
[VO(Hshed)(tbc)] complex that seems to be redox active when dissolved. Temperature may
also contribute to compound stability; accompanying speciation studies conducted here
used the same temperature from cell studies, whereas previous studies were conducted
at ambient temperature. These subtle differences in conditions may explain changes in
the observed stabilities of the compounds [33,34] and are a reminder of the importance
of investigating the activity of the ligands used in the complexes under consideration of
conditions similar to corresponding biological studies.

The growth effects of the complexes were according to the following order:
[VO(Hshed)(dtb)] > [VO(Hshed)(Coum)] > [VO(Hshed)(tbc)] > [VO(Hshed)(4NO,)] >
[VO(Hshed)(cat)] = [V(O),(Hshed)] > [VO(Hshed)(30Met)] > [VO(Hshed)(CN)]. We an-
ticipate that the ligand potency as a growth inhibitor is important to the overall properties
of the complex as a growth inhibitor and thus determined the order of the ligand poten-
cies. The order is Hycat > Hyodtb > H,30Met > Hytbe > H,CN > HyCoum > Hy4NO;.
Surprisingly, we found that Hjcat was the most growth inhibiting catechol followed
by Hpdtb and Hy30Met. When examining the effects of the Schiff base V-complexes,
only the [VO(Hshed)(dtb)] complex was found to be a potent growth inhibitor, while
[VO(Hshed)(cat)] and [VO(Hshed)(3OMet)] were among the least potent complexes. This
result suggests that the potency of the ligand is not one of the factors that is critical for
effects by V-complexes. Hence, not only was the effect of the free catechol overcome by
complex formation, but different properties were found to be important to the biological
effects of these Schiff base V-complexes. It is possible that the electronic properties of the
catechols are important. However, the anticipated electronic effects of substituents were
H»30Met > H,dtb > Hycat > Hytbe > HyCN > Hp4NO,, while the effects of the H,Coum
ligand were less predictable. Electronic effects alone cannot explain the observed effects,
although they may be contributing, at least in part, to the overall activity of the complex.
We have investigated the electronic effects of the complexes elsewhere but in general found
that the complexes that readily undergo redox chemistry are not very stable [54]. These
studies confirm the expectation that the electronic effects on the catechol ligand were not
the sole factor explaining the effects of the Schiff base V-complexes or showing a pattern
explaining the properties of these complexes.

As we recently reported, complex hydrophobicity [33] and the stability of the Schiff
base V-complex may be important to complex activity [33,34]. Hence, it is critical to know
whether the complex remains intact when assessing its observed activities in growth effects.
In the present work, we chose a system in which the activities of the complexes, although
weak, were compared and differences could be identified. The two most stable and
hydrophobic complexes were the [VO(Hshed)(dtb)] and [VO(Hshed)(Coum)] complexes
and these complexes were also found to be the most effective inhibitors of M. smeg growth.
This result suggests that stability and hydrophobicity of the complexes should be important
factors when predicting compound effects on cell growth.

Perhaps the most surprising result in this series of work here is the fact that the Hpcat
ligand is the catechol exhibiting the highest growth inhibitory activity. Both the H,dtb
ligand and the HyCoum ligand are hydrophobic and hence are readily taken up by cells.
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The Hdtb ligand is the most sterically hindered catechol. Sterics are likely to be important
for complex formation because the H,dtb ligand protects the V-atom from hydrolysis, as
suggested by the complexes’ greater stability. From these results, we conclude that both
hydrophobicity and steric hindrance are important factors for observed growth inhibition
effects on M. smeg but that the catecholato ligand toxicity is not necessarily related to this
growth effect, particularly if the complex is, at least in part, stable as was observed under
the conditions of these studies.

4. Experimental Procedure
4.1. Materials
4.1.1. Cell Culture Materials

The Middlebrook 7H9 Broth medium (Ref. no. 271310; Difco™)) was obtained from BD
Biosciences (San Jose, CA, USA) and autoclaved before use. The medium was supplemented
with oleic acid (0.6% v/v; Sigma-Aldrich (St. Louis, MO, USA), 5 mg mL~! albumin (VWR),
2 mg mL~! dextrose (Sigma-Aldrich), and 10% Tyloxapol (Chem-Impex Int'l Inc (Wood
Dale, IL, USA)). Mycobacterium smegmatis mc? 155 (M. smeg) has been maintained in our
laboratory for some time as has been reported previously [55].

4.1.2. Chemicals for Synthesis and Spectroscopic Studies

Catechol ligands were purchased from Sigma-Aldrich. Dimethyl sulfoxide (DMSO,
99.9%) was purchased from Sigma-Aldrich and deuterium oxide (D,0O, 99.9%) was pur-
chased from Cambridge Isotope Laboratories (Tewksbury, MA, USA). Reagents were used
as received without further purification.

Eight Schiff base vanadium-catecholato coordination complexes were selected and
prepared using procedures described initially by the Pecoraro group and described pre-
viously by our group [56-58]. DMSO was used for solubilizing the compounds for NMR
spectroscopic studies and cell culture studies. Infrared spectra were obtained using a
Bruker Tensor II FI-IR spectrometer (Billerica, MA, USA) in attenuated total reflectance
mode with a 4 cm ™! resolution.

4.2. Methods
4.2.1. Cell Culture and Growth Conditions

M. smeg was cultured in Middlebrook 7H9 medium (Ref. no. 271310; Difco) supple-
mented with 10% OAD (oleic acid, albumin, dextrose), 0.2% (v/v) glycerol, and 10% Tyloxapol,
and incubated with shaking for 24 h at 37 °C. M. smeg was grown to a mid-logarithmic
growth phase assessed via spectrophotometry and occurred at an optical density of 0.6
at 600 nm (ODggp). In some experiments where M. smeg was treated with vanadium
complexes, the cell culture supernatant was collected for 51y NMR studies.

4.2.2. Minimum Inhibitory Concentration (MIC) Measurements

The inhibitory activity of the tested compounds was determined by measuring the
lowest concentration that caused bacterial growth inhibition of 50% (ICsg). M. smeg was
grown to the mid-log phase of 0.6-0.8 at ODgq. The final concentrations of the compounds
used in these studies were obtained using serial dilutions to a final concentration range of
2 to 0.0039 mM and placed with M. smeg in 7H9 media into a 96-well plate. Plates were
incubated for 24 h at 37 °C. A Bio-Rad Benchmark Reader (Bio-Rad Laboratories: Hercules,
CA, USA) was used to check the cell viability at ODggg at appropriate times. 1Csy was
determined to be the lowest concentration of complexes that inhibited M. smeg growth
by 50%.

4.2.3. Statistical Analysis

For each treatment, data were represented as the mean and standard deviation of the
ICsp from triplicate measurements. The ICsy was calculated using GraFit 5 data analysis
software (version 5.0.13).



Inorganics 2022, 10, 50

16 of 22

4.3. Chemistry
4.3.1. Synthesis of Schiff Base Vanadium-Catecholato Coordination Complexes

The complexes were prepared from [V(O);(Hshed)] through a condensation reaction
as described by the Pecoraro group [56] and our group [57,58]. See Figure 2 for the struc-
tures of the compounds and their abbreviations. After preparation of the [VO,(Hshed)]
precursor [56-58], the catechol was added to generate the complexes used in this study.
[VO(Hshed)(cat)] [56-58]; [VO(Hshed)(dtb)] [56-58]; [VO(Hshed)(4NO,)] [56-58];
[VO(Hshed)(tbc)] [56-58]; and three new complexes [VO(Hshed)(CN)]; [VO(Hshed)(30OMet)];
and [VO(Hshed)(Coum)].

4.3.2. Synthesis of [VO(Hshed)(CN)]

To a 250 mL round bottom Schlenk flask, acetone (100 mL) was added, which was
then degassed with argon. [VO,(Hshed)] (0.290 g, 1.00 mmol) was added to the degassed
acetone followed by 3,4-dihydroxybenzonitrile (0.135 g, 1.00 mmol). A deep purple solution
resulted after approximately 20 s. The solution was stirred overnight under argon. The
reaction mixture was vacuum filtered and then concentrated to dryness under reduced
pressure at room temperature. The purple residue was dissolved in a minimal amount
of acetone and then n-hexane (100 mL) was added. The solution was allowed to stand in
a —20 °C freezer overnight. The dark microcrystalline precipitate was vacuum filtered,
washed with cold n-hexane (<0 °C, 2 x 25 mL), and dried under vacuum for 3 days to
yield 0.341 g (0.838 mmol, 84%) purple solid. 'V NMR (in CD3CN): —138 ppm, —113 ppm
(minor isomer). 'H NMR (400 MHz, CD;CN): 6 8.74 (s, 1H), 7.64-7.62 (dd, 1 H), 7.59-7.54
(dt, 1H), 7.17-7.13 (m, 1H), 7.00-6.96 (dt, 1H), 6.91-6.88 (m, 1H) 6.83-6.80 (d, 1H), 4.23-4.18
(dd, 1H), 4.10-4.03 (dt, 1H), 3.79-3.72 (m, 1H), 3.69-3.63 (m, 1H), 3.59-3.49 (m, 2H), 3.39-3.31
(m, 1H), 3.04-2.90 (m, 2H), 2.81-2.78 (t, 1H). IR (ATR, 4 cm~1): 3049 (O-H), 2218 (C=N),
1712 (Aromatic), 953 (V=0). Calc for C1gH1gN305V: C, 53.08; H, 4.45; N, 10.32. Found: C,
52.52; H, 4.33; N, 9.96. UV-Vis peaks (in DMSO): 280 and 305 nm.

4.3.3. Synthesis of [VO(Hshed)(30Met)]

To a 250 mL round bottom Schlenk flask, acetone (100 mL) was added, which was
then degassed with argon. [VO,(Hshed)] (0.290 g, 1.00 mmol) was added to the degassed
acetone followed by 3-methoxy catechol (0.140 g, 1.00 mmol). A deep purple solution
resulted after approximately 20 s. The solution was stirred overnight under argon. The
reaction mixture was vacuum filtered and then concentrated to dryness under reduced
pressure at room temperature. The purple residue was dissolved in a minimal amount
of acetone and then n-hexane (100 mL) was added. The solution was allowed to stand in
a —20 °C freezer overnight. The dark microcrystalline precipitate was vacuum filtered,
washed with cold n-hexane (<0 °C, 2 x 25 mL), and dried under vacuum for 3 days to yield
0.280 g (0.680 mmol, 68%) purple solid. >V NMR in CD3CN: 288 ppm. 'H NMR (400 MHz,
CD3sCN): 6 8.63 (s, 1H), 7.51-7.48 (t, 1H), 6.87-6.83 (t, 1H), 6.76-6.66 (m, 2 H), 6.34-6.32
(d, 1H), 6.07-6.05 (d, 1H), 5.99-5.97 (d, 1H), 3.90-3.87 (m, 3H), 3.84-3.76 (m, 2H), 3.66-3.61
(m, 2H), 3.49-3.39 (m, 1H), 3.38-3.31 (m, 1H), 2.99-2.91 (m, 1H), 2.84-2.81 (t, 1H). IR (ATR,
4 cm™1): 1636 (Aromatic), 1304, 1267, 1108 (C-O), 954 (V=0). Calc for C;5H» N2OgV: C,
52.43; H, 5.13; N, 6.79. Found: C, 52.26; H, 5.17; N 6.30. UV-Vis peaks (in DMSO): 280, 335,
390, and 565 nm.

4.3.4. Synthesis of [VO(Hshed)(Coum)]

The following reaction was carried out under argon atmosphere, typically using a
Schlenk line to set up the reaction, followed by an argon balloon during the reaction. The
H,Coum (0.196 g, 1.10 mmol, recrystallized from benzene) and solid VO,(Hshed) (0.290 g,
1.0 mmol) were added to a 100 mL round bottom Schlenk flask followed by absolute ethanol
(50 mL). The conversion of the yellow VO,(Hshed) to the purple/black VO(Hshed)(Coum)
occurred over 4 h (colors changed from light yellow to brown to dark purple). However,
the mixture was allowed to stir covered overnight under argon after which time the dark
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purple reaction mixture was cooled in a dry ice/acetone bath for 1 min and then was
vacuum filtered, leaving a purple black solid on the filter paper. The solid was washed
twice with cold absolute ethanol (<0 °C, 25 mL) and then dried under vacuum for 3 days to
yield 0.339 g (0.753 mmol, 75% yield) purple/black solid. The filtrate was concentrated,
suspended in cold EtOH, and filtered but yielded no additional product. >V NMR in
CD3CN: —46 ppm, —10 ppm (minor isomer). TH NMR (400 MHz, CD3CN): 5 8.71 (s, 1H),
7.69-7.67 (d, 1H), 7.61-7.58 (dd, 1H), 7.56-7.51 (dt, 1H), 6.96-6.92 (dt, 1H), 6.80-6.77 (d, 1H),
6.65 (s, 1H), 6.24 (s, 1H), 5.98-5.95 (s, 1H), 4.49-4.44 (m, 1H), 4.23-4.17 (dd, 1H), 4.10-4.02
(dt, 1H), 3.82-3.74 (m, 1H), 3.70-3.63 (m, 1H), 3.60-3.48 (m, 2H), 3.39-3.31 (m, 1H), 3.04-2.91
(m, 1H), 2.81-2.78 (t, 1H). IR (ATR, 4 cm~!): 1719 (C=0), 1636 (Aromatic), 1289, 1151 (C-O),
955 (V=0). Calc for CyoH19N,O7V: C, 53.19; H, 4.07; N, 6.06. Found: C, 53.34; H, 4.25; N,
6.22. UV-Vis peaks (in DMSO): 280, 360, and 520 nm.

4.3.5. Preparation of Stock Solution for NMR Spectroscopic Studies

A 20.0 mM stock solution of the respective V-complex was prepared in DMSO by
dissolving 0.0580 g, 0.0764 g, 0.0989 g, and 0.0825 g of [V(O),(Hshed)], [VO(Hshed)(cat)],
[VO(Hshed)(dtb)], or [VO(Hshed)(30OMet)], respectively, in 10 mL DMSO. The solution of
each V-complex was diluted to form a solution with highest final concentration of 10.0 mM
in 50:50 DMSO:H,0 or 50:50 DMSO:7H9 media.

4.3.6. Preparation of Stock Solutions for Cell Culture Experiments

A 20 mM stock solution of each respective V-complex and its free ligands was prepared
in DMSO and diluted with 7H9 media to a concentration of 2.0 mM for biological studies.

4.4. UV-Visible Spectra

Absorbance spectra of V-complexes were measured at 0, 1, 5, and 24 h using a
UV-Visible spectrophotometer (BioTek Synergy™ HTX Multi-Mode Microplate Reader:
Winooski, VT, USA) in the 200 to 800 nm wavelength range. Samples were prepared in
solutions of HyO:DMSO, 7H9 growth medium:DMSO, or the supernatant fraction obtained
from M. smeg cell culture.

4.5. Nuclear Magnetic Resonance (NMR) Measurements

51V NMR using a Bruker 400 MHz spectrometer was used to observe species present
at different time points in DMSO:H,O samples and DMSO:7H9 medium. Studies of
the bacterial supernatant from M. smeg culture were attempted as well. Speciation of
V-complexes were measured through the integration of the vanadium peaks in the NMR
spectra. The stability of the V-complexes and precursor complex [V(O),(Hshed)] was also
checked using >'V NMR spectroscopy.

4.6. Analysis of Species in Stock Solutions and Media as a Function of Time

The species present were analyzed based on spectroscopic data in aqueous-DMSO
solutions and in growth media solutions before and after M. smeg growth as described above.
The 20.0 mM stock solutions of V-complexes were prepared in DMSO and diluted to the
final concentration of 10.0 mM in DI H,O (50:50, DMSO:H,O) or to the final concentration
of 10.0 mM in 7H9 medium (50:50, DMSO:7H9). Samples were incubated at 37 °C during
the stability studies. The V-complexes in double-distilled H,O and in 7H9 medium (pH
6.65 prior to adding the DMSO solution) were measured at different time points (0, 1, 5,
and 24 h) using UV-Vis spectroscopy and 51V NMR spectroscopy. The UV-Vis spectra were
recorded using DMSO:H,O (50:50) as a reference and for fresh media and for supernatant
previously obtained from M. smeg culture. For studies using cell culture supernatant, at
each time point (0, 1, 5, and 24 h), a 1 mL aliquot of supernatant was collected from the
5 mL sample for >'V NMR analysis. The 7H9 media samples measured as a function of
time are shown in Figure 4 and others are shown in the Supplementary Materials. The
NMR spectra were analyzed by integrating the 'V NMR spectra and assuming that all
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the V-compounds were present as V(V) species. The species present in the spectra were
calculated based on the mole fraction of the observed signals and the known concentration
of V-complexes added to the solutions.

5. Conclusions

The growth effects of an anticancerous non-toxic Schiff base oxidovanadium(V) com-
plex coordinated to 3,5-di-tert-butylcatecholato were assessed for comparison to the growth
effects a series of subtly different non-toxic compounds using Mycobacterium smegmatis
(M. smeg). We specifically chose to examine (1) the growth effects of Schiff base oxidovana-
dium complexes coordinated to a catechol and (2) the growth effects of the complexes’
respective free catecholates for comparison and to determine (3) when the metal coordi-
nation complex is more potent than ligand alone. Schiff base oxidovanadium catecholate
compounds are coordination complexes and many of these compounds undergo hydrolysis.
To obtain more information on the effects of intact complexes versus ligands, we selected
a class of complexes with varying stability that contained a ligand with the potential to
inhibit growth of M. smeg. We then investigated both the species present under biological
conditions and the effects of the intact complex and the hydrolyzed complex as well as
the free ligand. The order of growth effects of ligands differed from that of the complexes
and complex stability. This did not appear to be critical for growth inhibition because
the most inhibitory catechol ligands were not found to form comparably inhibitory com-
plexes. Considering speciation of the V-complex in cell growth medium, we concluded that
both hydrophobicity and steric hindrance were important factors for the observed growth
inhibition of M. smeg as well as the anticancer properties of the various V-complexes.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/inorganics10040050/s1, Figure S1: The histograms of the ICsg
values for the effects of the V-complexes; Figure S2: The growth inhibition curves and IC5( values
for the effects of the V-complexes; Figure S3: The growth of M. smegmatis in the presence of DMSO;
Figure S4: The 51y NMR spectrum of [VO(Hshed)(4NO,)]; Figure S5: The 5y NMR spectrum of
[VO(Hshed)(CN)]; Figure S6: The 51y NMR spectrum of [VO(Hshed)(30Met)]; Figure S7: The Sly
NMR spectrum of [VO(Hshed)(Coum)]; Figure S8: The 1H NMR spectrum of [VO(Hshed)(4NO5)];
Figure S9: The 'H NMR spectrum of [VO(Hshed)(CN)]); Figure S10: The IH NMR spectrum of
[VO(Hshed)(30OMet)]; Figure S11: The IH NMR spectrum of [VO(Hshed)(Coum)]; Figure S12: The IR
spectrum of [VO(Hshed)(4NO,)]; Figure 513: The IR spectrum of [VO(Hshed)(CN)]); Figure S14: The
IR spectrum of [VO(Hshed)(30OMet)]; Figure S15: The IR spectrum of [VO(Hshed)(Coum)]; Figure S16:
The UV-vis spectrum of [VO(Hshed)(4NO,)]; Figure S17: The UV-vis spectrum of [VO(Hshed)(CN)]);
Figure S18: The UV-vis spectrum of [VO(Hshed)(3OMet)]; Figure S19: The UV-vis spectrum of
[VO(Hshed)(Coum)]; Figure S20: The UV-vis spectra are recorded of all the complexes at 0.250 mM
in ddH,O as a function of time (0, 1, 5, 24 h); Figure S21: The UV-vis spectra are recorded of all the
complexes at 0.250 mM in supernatant fraction as a function of time (0,1, 5, 24 h); Figure S22: The
UV-vis spectra are recorded of all the free ligands at 0.250 mM in ddH,O and 7H9 medium at time
zero (0 h); Figure 523: The 51y NMR spectra of 10 mM [VO(Hshed)(30OMet)] at 0, 1, 5, and 24 h time
points in a) 50:50 H,O:DMSO and in b) 50:50 7H9 growth medium: DMSO; Figure S24: The 51V NMR
spectra of 10 mM [VO(Hshed)(tbc)] at 0, 1, 5, and 24 h time points in a) 50:50 H,O:DMSO and in b)
50:50 7H9 growth medium: DMSO; Figure S25: The 5'V NMR spectra of 10 mM [VO(Hshed)(4NO,)]
at0, 1,5, and 24 h time points in a) 50:50 H,O:DMSO and in b) 50:50 7H9 growth medium: DMSO;
Figure S26: The 51y NMR spectra of 10 mM [VO(Hshed)(CN)] at 0, 1, 5, and 24 h time points in a)
50:50 H,O:DMSO and in b) 50:50 7H9 growth medium: DMSO; Figure S27: The 51V NMR spectra of
10 mM [VO(Hshed)(Coum)] at 0, 1, 5, and 24 h time points in a) 50:50 HO:DMSO and in b) 50:50 7H9
growth medium: DMSO; Figure S28: The 51y NMR spectra of 10 mM [VO(Hshed)(dtb)] at 0, 1, 5, and
24 h time points in supernatant fraction; Figure S29: The 31V NMR spectra of 10 mM [VO(Hshed)(cat)]
at0, 1, 5, and 24 h time points in supernatant fraction; Figure S30: The 51y NMR spectra of 10 mM
[V(O),(Hshed)] at 0, 1, 5, and 24 h time points in supernatant fraction; Figure S31: The 51y NMR
spectra of 10 mM [VO(Hshed)(30Met)] at 0, 1, 5, and 24 h time points in supernatant fraction.
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