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ABSTRACT

Although taxanes such as paclitaxel and docetaxel are the two most important clinically available
anticancer drugs for the treatment of various cancers (including colon cancer), the success of these two
drugs has been tempered by the development of various unbearable side effects as well as multi-drug
resistance. Therefore, it is essential to search new taxane analogues with improved anticancer activity
and fewer side effects to gain the maximum benefits for colon cancer patients. In this paper, four series of
taxane derivatives were used to correlate their inhibitory activities against colon cancers mainly with the
hydrophobic and steric descriptors of their substituents in order to gain a better understanding of their
chemical-biological interactions. QSAR results from this paper have suggested that the steric and
hydrophobic parameters of the substituents are the two most important determinants for the activities
of taxane analogues (under consideration) against colon cancers, with a major contribution coming from
the molar refractivity of the substituents. Statistical diagnostics, internal validation, and external vali-

Taxanes dation tests have validated all the QSAR models.

© 2010 Elsevier Masson SAS. All rights reserved.

1. Introduction

Colorectal (colon and rectum) cancer is the third most common
cancer in both men and women. An estimate from the American
Cancer Society has insinuated that about 108,070 and 40,740,
respectively, the new cases of colon and rectal cancers, and about
49,960 deaths from these cancers were expected to occur in the
United States during the year of 2008, accounting for about 11% of all
the cancer-related deaths [1]. Recent studies have suggested that
dominant mutations in the tumor suppressor gene adenomatous
polyposis coli (APC) derive tetraploid formation causing the failures
in cytokinesis before the earliest steps associated with colorectal
cancer progression [2]. These mutations generally cause the loss of
C-terminal functions of the APC protein - possibly due to the
involvement of microtubule binding, cell polarity, chromosome
segregation, and deletion of the SAMP (serine, alanine, methionine,
and proline) repeats that are the most important factors for binding
to axin and formation of the B-catenin phosphorylation complex.
The APC proteins are usually stable and retain some activity in
B-catenin binding [3]. The loss of APC immediately induces chro-
mosomal instability as a result of combined mitotic and apoptotic
defects [4]. Deregulation of B-catenin signaling is an important
consequence of the APC loss, which was strongly supported by the
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genetic and molecular data. However, APC has functions indepen-
dent of B-catenin regulation, e.g. in microtubule plus-end binding,
stabilization, and efficient spindle checkpoint activation [5,6].
Although the genetic defect in familial adenomatous polyposis
affects the rate of tumor initiation by targeting the gatekeeper
function of the APC gene, the defect in hereditary nonpolyposis
colorectal cancer largely affects tumor progression by targeting the
genome guardian function of DNA mismatch repair [7].

Experimental and epidemiological evidences have illustrated
that the diet and nutrition are the two key factors in modulating
colon cancer attack and progression [8]. New Western diet (NWD)
is one of the major dietary risk factors for the human colon
cancer. Colonic tumors can be prevented by elevating dietary
calcium and vitamin D3 to the upper level limit as consumed by
humans, but tumorigenesis cannot be altered by similarly
increasing folate, choline, methionine, or fiber; each of these are
also present at the lower levels in the NWD and are associated
with the high risk for colon cancer [9]. In a very recent study, it
had been demonstrated that the low folate and vitamin B6 intake
was associated with an increased risk of p53-overexpressing colon
cancers but not wild-type tumors [10]. Selenium is proved to be
an important micronutrient engaged in the protection of colonic
cells against a wide range of external and internal stressors. It
inhibits actively the growth of malignant colonic cells as well as to
induce their demise. Thus, the use of selected selenium
compounds may be suggested in conjunction with established
antineoplastic drugs [11].
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Strong evidence has been generated from the cell culture and
animal studies that the tea has a protective effect against carcino-
genesis. Tea is an aqueous infusion from the dried leaves of Camellia
sinensis. It is one of the most widely used beverages throughout the
world. It possesses various beneficial properties that may affect
carcinogen metabolism, free radical scavenging, or the formation of
DNA adducts [12,13]. Epidemiological and laboratory studies have
identified epigallocatechin gallate (EGCG), in green tea polyphenols,
as one of the most potent chemopreventive agents that can induce
apoptosis, suppress the formation and growth of human cancers
including colorectal cancer [14]. The treatment of colon cancers by
EGCG has resulted in a strong activation of AMP-activated protein
kinase (AMPK) and an inhibition of COX-2 expression. Furthermore,
it has also been found that the reactive oxygen species (ROS) is an
upstream signal of AMPK, and the combined treatment of EGCG with
other chemotherapeutic agents such as 5-Fluorouracil and Etopo-
side, exert a novel therapeutic effect on chemo-resistant colon
cancers [15]. In the past 15 years, 5-Fluorouracil and leucovorin have
been considered as the standard drugs for the treatment of colorectal
cancer that have now been replaced by the combination chemo-
therapy, at least in the stage IIl disease. The treatment of stage II
disease is still somewhat less established [16]. Although oxaliplatin-
based chemotherapy is now considered as the standard care in node-
positive colon cancer; it remains controversial for the patients with
node-negative disease. It is interesting to note here that fluoropyr-
imidines play an increasing role in the management of colorectal
cancer and can be considered as an alternative to 5-fluorouracil.
Despite the progress achieved with the introduction of new cytotoxic
agents, recurrence rates for the colon cancer patients with respect to
stage II/Ill disease remain >20% [17].

Taxanes are considered to be the most powerful group of
compounds among the current novel chemotherapeutic drugs.
Taxane analogues such as paclitaxel (1) and docetaxel (2) are
already in use for the treatment of various types of cancers;
including breast, colon, lung, ovarian, and prostate [18-21]. These
two drugs bind to the B-subunit of tubulin and promote tubulin
polymerization, leading to the inhibition of microtubule dynamics,
cell cycle arrest, and ultimately cell death by apoptosis [22-25].
Although these two drugs (1 and 2) have made great milestones in
the treatment of various cancers, clinical reports have revealed that
their use often results in a number of undesirable side effects and
multi-drug resistance (MDR). These side effects, along with the
onset of MDR, clearly suggest the necessity of developing new
taxane derivatives with much improved anticancer activity, fewer
side effects, and superior pharmacological properties to maximize
the induced benefits for colon cancer patients. This may also reduce
the large economic and disease burden worldwide. The quantita-
tive structure-activity relationship (QSAR) paradigm may provide
helpful suggestions in the design and development of novel taxane
analogues that are expected to achieve the improvements in their
anticancer activity against colon cancer, as well as in their toxicity
profile, and pharmacology.

X = CgHs, Y = COCHy; Paclitaxel (1)
X =0C(CH,);, Y = H; Docetaxel (2)

In the present study, we developed four QSAR models on four
different sets of taxane analogues (3-6) with respect to their
anticancer activities against colon cancers. The QSAR methodology
is a powerful mathematical tool that has been used successfully
since past four decades in understanding many aspects of chem-
ical-biological interactions in drug-design process, pesticide
research, and in the areas of toxicology [26-31]. This method can
shed light on mechanisms of action of various ligands with
enzymes, membranes, organelles, cells, virus, bacteria, and human
[32-41]. It has also been frequently utilized for the evaluation of
absorption, distribution, metabolism, and excretion phenomena in
many organisms and whole animal studies [40,41]. The QSAR
method utilizes computational-based and extra-thermodynami-
cally derived descriptors to correlate biological activity in isolated
receptors, in cellular systems, and in vivo. There are mainly four
standard molecular descriptors such as electronic, hydrophobic,
steric, and topological indices, routinely used in the QSAR analysis.
QSAR models can stand alone to augment other computational
approaches. It can be examined in tandem with equations of
a similar mechanistic genre to establish its authenticity and reli-
ability [42].

2. Experimental

All the biological data were taken from the literature and the
reference has been cited with their respective QSAR. ICsg is the
molar concentration of a compound that inhibits 50% of growth of
the cancer cell population; log 1/ICsq is the subsequent dependent
variable that defines the biological parameter for the QSAR model.
With the aid of the C-QSAR program, multiregression analyses were
applied to derive appropriate QSAR models using autoloaded
descriptors [43]. In order to avoid the collinearity problems, the
selection of descriptors was carried out with the aid of permutation
and correlation matrices among the descriptors. Details about the
use of C-QSAR program, in the development of QSAR models, have
already been discussed in refs. [44,45].

2.1. Molecular descriptors

Clog P is the calculated partition coefficient of a compound in 1-
octanol/water system and is a measure of its hydrophobicity,
whereas 7 is the hydrophobic parameter for the substituent only.
Similarly, CMR is the calculated molar refractivity for the whole
molecule, whereas MR is the molar refractivity for the substituent
only. MR has been scaled at 0.1 to make it equiscalar with . CMR is
calculated by using the Lorentz-Lorenz equation: [(n*—1)/
(n® + 2)J(MW/3), where n is the refractive index, MW is the
molecular weight, and ¢ is the density of the substance. B5 and L are
the Verloop’s sterimol parameters for substituents, where B5 is
a measure of the maximum width of the substituent and L is the
substituent length [46]. The indicator variable I is assigned the value
of 1 and O for the presence and absence, respectively, of the certain
structural features with unusual effects that cannot be parameter-
ized and has been explained wherever it comes to play.

2.2. Statistical parameters

In all the QSAR models, n is the number of data points, 12 is the
square of the correlation coefficient, g° is the cross-validated r2, s is
the standard deviation, and the data within the parentheses
represents the 95% confidence intervals. The leave-one-out (LOO)
cross-validated r* (g% or LOO-g?) was obtained by using the LOO
procedure of Cramer Ill et al. [47]. Similarly, the leave-five-out (LFO)
cross-validated r? (g# or LFO-g%) was obtained by using the similar
LFO procedure. Q is the quality factor, for which Q = r/s (where, r is
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the correlation coefficient and s is the standard deviation). F is the
Fischer statistics, for which F = fi?/[(1—r%)m], where fis the number
of degrees of freedom [f = n - (m + 1)], n is the number of data
points, and m is the number of variables. The value of F within
parentheses represents the literature F-value at 95% level [48].

2.3. Outliers

Only those compounds, which have unexpected biological
activities and unable to fit in a QSAR model, are considered as
outliers. Although the presence of outliers is mainly due to the
possibility that the molecules may act by different mechanisms or
interact with the receptor in different binding modes, it may also
due to the intrinsic noise associated with both the original data and
methodological aspects involved in the development of QSAR
models [49-51]. Compounds were considered to be outliers on the
basis of their deviation between observed and predicted activities
from the model (observed activity — predicted activity > 2s, where s
is the standard deviation) [52-55].

2.4. Model validation

The QSAR model validation was carried out in three steps such as
statistical diagnostics, internal validation, and external validation.

3. Results and discussion

3.1. QSAR for the inhibition of growth of HCT-116 (human colon
cancer cells) by paclitaxel analogues (3)

Chen et al. [56] synthesized a series of C-4 modified pacli-
taxel analogues (3) and evaluated for their biological activities in
a cytotoxicity assay against HCT-116 cell line and results were given
in ICs¢ (nM). Those values of ICsy were converted into log 1/ICsq in
molar concentration and given in Table 1. From the data in Table 1,
QSAR Eq. (1) was developed.

log1/ICsy = 1.34(+0.36)mx—1.97(+0.42)MRy
+ 0.89(0.43)Icyark + 9.05(0.44) (1)

n = 22,r* = 0.855,s = 0.360,q> = 0.786,
q? = 0.772,Q = 2.569,F3;3 = 35.379(3.159)

ICsp is the molar concentration of paclitaxel analogues (3) that
measures the drug concentration required for the inhibition of
HCT-116 cell proliferation by 50% after 72 h of incubation. tx and
MRy are the calculated hydrophobicity and molar refractivity of the
X substituents, respectively. According to this QSAR model, the
paclitaxel derivative (3) must have a more hydrophobic but smaller
or less polarizable X substituent for improved cytotoxicity. Icyaix is
an indicator variable for the unusual activity of the cycloalkyl
containing X substituents, where Icyairx = 1 for the presence of

Table 1
Biological (ICso, mol L™') [56], physicochemical, and structural parameters of
paclitaxel analogues (3) used to derive QSAR (Eq. (1)).

No. X log 1/ICso (Eq. (1)) Tx MRx  Icyaix
Obsd. Pred. A
1 CH3 8.62 9.06 -0.44 0.70 0.46 0
2 CgHs 6.39 6.65 —0.26 1.91 2.51 0
3 4-F-CgHy 6.10 6.81 -0.71 2.05 2.53 0
4 CHyF 8.15 8.60 -0.45 0.37 0.48 0
5 CCl3 8.40 8.68 —-0.28 258 1.94 0
6 CyHs 8.70 8.86 -0.16 1.23 0.93 0
7 CH=CH, 8.22 8.26 -0.04 0.85 0.98 0
8 (CH3)2CH3 8.96 8.65 0.31 1.76 1.39 0
9 CH(CH3s), 8.30 8.36 —0.06 1.54 1.39 0
10 C(CH3) = CH, 8.35 7.76 0.59 1.16 144 0
11 trans-CH = CHCH3 8.64 8.05 0.59 1.38 1.44 0
12 Cy-CsHs 9.00 9.18 -0.18 1.28 1.25 1
13 (CH,)sCHs 870 845 025 228 186 O
14 Cy-C4H7 8.82 8.79 0.03 1.61 1.68 1
15 (CH3)4CH3 8.22 8.24 —-0.02 2.81 2.32 0
16 Cy-CsHg 8.70 8.62 0.08 217 2.14 1
17 OCH3 8.70 8.74 -0.04 0.68 0.62 0
18 OCH,CH3 9.00 8.54 0.46 1.21 1.08 0
19 O(CH,),CHs 859 833 026 174 154 0
20 NH-Cy-C4H- 8.04 7.97 0.07 1.55 2.05 1
21 Imidazole 6.10 5.88 0.22 0.18 1.73 0
22 Aziridine 7.81 8.01 -0.20 0.87 112 0

cycloalkyl containing X substituent otherwise Icyaixk = 0. The
positive coefficient of Icyark suggests that the presence of cycloalkyl
containing X substituents will be more favorable to the activity. A
comparison between observed and predicted values of log 1/ICs9
for paclitaxel analogues (3) used in the development of QSAR Eq.
(1) is shown in Fig. 1.
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Fig. 1. Plot of observed versus predicted log 1/ICso (Eq. (1)).

3.2. QSAR for the inhibition of growth of HT-29 (human colon
carcinoma cells) by taxane analogues (4)

QSAR Eq. (2) is based on the data obtained from Ojima et al.
[21], for which the original data IC59 (nM) was converted into log
1/ICsp in molar concentration and given in Table 2.



R.P. Verma, C. Hansch / European Journal of Medicinal Chemistry 45 (2010) 1470-1477 1473

Table 2
Biological (ICso, mol L™") [21] and physicochemical parameters of taxane analogues (4) used to derive QSAR Eq. (2).
No. X Y z log 1/ICs (Eq. (2)) MRy Tz Clog P
Obsd. Pred. A
1 H 2-furyl OC(CHs)s3 9.22 9.33 —0.11 1.81 2.04 2.68
2 COCH3 2-furyl OC(CH3)s3 9.22 9.11 0.11 1.81 2.04 3.39
3 H CH=C(CH3), OC(CHs3)3 9.30 9.24 0.06 1.92 2.04 3.49
4 COCH; CH=C(CHs), OC(CH3)3 8.62 9.02 ~0.40 1.92 2.04 420
5 COCH,CH3 CH=C(CH3) OC(CHs)s3 9.22 8.86 0.36 1.92 2.04 4.73
6 CO(Cy-C5Hs) CH=C(CHs), OC(CHs)s 9.00 8.84 0.16 1.92 2.04 479
7 CON(CHs), CH=C(CHs), OC(CH3)3 8.92 8.89 0.03 1.92 2.04 462
8 COCH = CHCH; (E) CH=C(CHs), OC(CH3)3 8.82 8.72 0.10 1.92 2.04 517
9 COOCH3 CH=C(CH3), OC(CH3)3 9.15 9.04 0.11 1.92 2.04 4.15
10 H CH = CHCH; (E) OC(CH3)3 8.72 8.64 0.08 1.45 2.04 3.09
11 COCH; CH = CHCH; (E) OC(CH3)3 8.52 8.42 0.10 145 2.04 3.81
12 CO(Cy-C3Hs) CH=C(CH3), CsHiq 7.80 7.90 -0.10 1.92 2.24 4.99
13 CON(CHs), CH=C(CHs), CsHis 8.29 7.95 0.34 1.92 224 4382
14 COCH = CHCHj; (E) CH=C(CHs), CsHi 7.55 7.79 ~0.24 1.92 224 5.36
152 H CH,CH(CH3), OC(CH3)s3 8.38 9.19 —0.81 1.94 2.04 3.78
16 COCH3 CH,CH(CHs), OC(CH3)3 8.82 8.97 -0.15 1.94 2.04 4.49
17 CO(Cy-C3Hs) CH>CH(CH3), OC(CH3)3 8.48 8.79 ~031 1.94 2.04 5.07
18 CON(CHs), CH,CH(CH;), OC(CH3)3 8.89 8.84 0.05 1.94 2.04 4.90
19 H (CH3),CH3 OC(CH3)3 8.42 8.59 -0.17 1.48 2.04 3.38
20 COCH3 (CH5),CH; OC(CH3)3 8.32 8.37 ~0.05 1.48 2.04 4.09
2 Not included in deriving QSAR Eq. (2).
log1/IC5p = 1.56(x0.72)MRy—4.42(+1.66)7; 3.3. QSAR for the inhibition of growth of HT-29 (human colon
—031(+0.19)ClogP + 16.33(+3.33) ) adenocarcinoma cells) by taxane analogues (5)

=
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0.828,s = 0.219,¢°> = 0.724,

@ = 0796,Q = 4.155,F3;5 = 24.070(3.287)

outlier: X = H,Y = CH,CH(CH3),,Z = OC(CHj3),

ICso is the molar concentration of taxane analogues (4) that
inhibits 50% of the growth of HT-29 cancer cell. MRy is the calculated
molar refractivity of Y substituents, whereas 7z is the calculated
hydrophobicity of Z substituents. Clog Pis the calculated hydrophobic
parameter for the whole molecule. According to this QSAR model, the
taxane derivative (4) must have a more hydrophilic Z substituent,
a bulkier or more polarizable Y substituent, and lower hydropho-
bicity of the whole molecule for improved cytotoxicity against HT-29
cancer cells. One compound (X = H, Y = CH,CH(CH3), Z = OC(CH3)3)
was deemed to be an outlier because it was less active than expected,
by 3.7 times the standard deviation. A comparison between observed
and predicted values of log 1/ICsq for paclitaxel analogues (4) used in
the development of QSAR Eq. (2) is shown in Fig. 2.

Obsd. log 1/ICsp
oo
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Pred. log 1/ICsq

Fig. 2. Plot of observed versus predicted log 1/ICso (Eq. (2)).

Maring et al. [57] synthesized a series of C-3’-N-acyl analogues
of 9(R)-dihydrotaxol (5) and tested for their cytotoxic activity against
HT-29 cell line and results were given in IC5¢ (ug/mL). Those values
were converted into log 1/ICsg in molar concentration and given in
Table 3. From the data in Table 3, we developed QSAR Eq. (3).

log1/ICsy = 0.97(+0.29)B5x—0.75(0.55)Icme3 + 7.69(+1.10)
(3)

n = 10,r* = 0.897,s = 0.277,¢> = 0.793,
g} = 0.727,Q = 3.419,F; = 30.481(4.737)

outlier : X = OC(CH3)3

This is a linear equation in terms of B5x (Verloop’s sterimol
width parameter of X substituents) and Icpes3 (an indicator variable
that pinpoints the unusual activity of C(CH3)3 containing X
substituents, where Icye3 = 1 for the presence of C(CH3)3 fragment
in the X group otherwise Icmes = 0). Positive coefficient associated
with B5x suggests that the cytotoxic activity of these compounds
against HT-29 cells increases with the increase of B5x. On the
contrary, the presence of C(CH3)3; containing X substituent (nega-
tive coefficient of Icve3) decreases the cytotoxic activity of the
analogues. One compound (X = OC(CHz)3) was deemed to be an
outlier because it was more active than expected, by 5.7 times the
standard deviation. A comparison between observed and predicted
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Table 3
Biological (ICsp, mol L~1) [57], physicochemical, and structural parameters of taxane
analogues (5) used to derive QSAR Eq. (3).

Table 4
Biological (ICsp, mol L™1) [58], physicochemical, and structural parameters of taxane
analogues (6) used to derive QSAR Eq. (4).

No. X log 1/ICso (Eq. (3)) B5x Icmes No. R X Y log 1/ICs0 (Eq. (4)) Lg B5x  IyaL
Obsd. Pred. A Obsd. Pred. A
1 4-CH3-CgHy 10.86 10.69 0.17 3.11 0 1 COCH3 OCH; CFH 9.28 9.20 0.08 4.06 3.07
2 CH3 9.47 9.66 -0.19 2.04 0 2 COC,Hs5 OCH; CFH 9.23 926 -0.03 487 3.07
3 C(CH3)3 NDP 10.00 NDP 3.17 1 3 CON(CH3), OCH; CF,H 937 925 012 477 3.07
4 CH,C(CHs)s3 10.98 10.98 0.00 4.18 1 4 COOCH; OCH; CFH 936 925 011 473 3.07
5 NHC(CH3)3 11.18 11.18 0.00 4.39 1 5 COCH3 F CF,H 946 937 009 406 135
6° OC(CH3)3 12.73 11.14 1.59 435 1 6  COCyHs F CF,H 9.07 943 -036 4.87 135
7 OC(CH3),CH,CH3 12.11 11.96 0.15 4.42 0 7 CON(CH3), F CF,H 946 943 003 477 135
8 OCH(CHs), 12.02 11.65 0.37 4.10 0 8 COOCH3 F CFb,H 937 942 -0.05 4.73 1.35
9 OCH,C(CH3)3 11.76 11.96 -0.20 4.42 0 9°  COCHj3; Cl CFH 8.71 942 -0.71 4.06 1.80
10 OCH,CH(CH3), 11.57 11.96 -0.39 4.42 0 10 COGCyHs Cl CFbH 937 949 -0.12 4.87 1.80
11 OCH,CHj5 11.22 10.93 0.28 3.36 0 11 CON(CH3), dl CF,H 924 948 -024 477 1.80
12 OCH,CgHs 10.87 11.07 -0.20 3.50 0 12 COOCH;3 Cl CFhH 954 948 0.06 473 1.80
13 COCH3 N3 CF,H 924 933 -0.09 4.06 4.18

2 Not included in deriving QSAR Eq. (3).
b Not determined.

values of log 1/ICsg for paclitaxel analogues V used in the devel-
opment of QSAR Eq. (3) is shown in Fig. 3.
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Fig. 3. Plot of observed versus predicted log 1/ICsq (Eq. (3)).

3.4. QSAR for the inhibition of growth of HT-29 (human caucasian
colon adenocarcinoma cells) by taxane analogues (6)

Kuznetsova et al. [58] synthesized a series of 3’-difluor-
omethyl/trifluoromethyl-taxanes (6) with modifications at the C-2
and C-10 positions and evaluated for their in vitro cytotoxicities
against human breast carcinoma (MCF7-S, MCF7-R, LCC6-WT,
LCC6-MDR), non-small cell lung carcinoma (H460) and colon
adenocarcinoma (HT-29) cell lines. The cytotoxicity data of these
analogues (6) against HT-29 cell line (IC5p, nM) was converted into
log 1/IC5¢ in molar concentration and given in Table 4. From the
data in Table 4, QSAR Eq. (4) was developed.

14  COCHs N3 CF,H 943 939 004 487 4.18
15 CON(CHs), N; CRH 940 939 001 477 418
16 COOCHs  Ns CRH 944 938 006 473 4.18
17  COCH; OCH; CF; 916 920 -0.04 406 3.07
18 COCHs OCH; CF; 927 926 001 487 3.07
19 CON(CHs), OCH; CF; 917 925 008 477 3.07
20 COOCH;  OCH; CF; 928 925 003 473 3.07

21 COCH3 F CF3 8.95 899 -0.04 4.06 135
22 COCHs F CF3 894 905 -0.11 487 135
23 CON(CHs), F CF3 9.12 9.04 0.08 477 135
24  COOCHs3 F CF3 9.07 9.04 003 473 135
25 COCH3 cl CF3 9.07 9.04 003 4.06 1.80
26 COCHs Cl CF3 8.95 911 -0.16 487 180
27 CON(CH3), I CF3 9.35 9.10 025 477 1.80
28  COOCH3 cl CF3 9.17 9.10 0.07 473 1.80
29 COCHs3 N3 CF3 9.30 933 -0.03 406 418

30 COCHs N3 CF3 9.40 9.39 0.01 487 4.18
31 CON(CHs), N3 CF3 9.30 939 -0.09 477 418
32 COOCH3 N3 CF3 9.40 9.38 002 473 418

H N3 CF3 9.15 9.18 -0.02 2.06 4.18

2 Not included in deriving QSAR Eq. (4).

C OO0 000 OO0 O0OO0O0O0O0C OO0 O0OO0OO0OCO MMM EME---000O0

log1/ICso = 0.08(+0.05)Lg + 0.12(0.03)B5
+ 0.38(+0.09)Iya + 8.51(0.27) (4)

n = 29,12 = 0.807,s = 0.076,¢> = 0.742,
g} = 0.812,Q = 11.816,F3,55 = 34.845(2.991)

outliers: R = COC,Hs,X = F,Y = CF,H;
R = COCH;,X = CLY = CRH;
R = CON(CH3),,X = CLY = CFH;
R = CON(CH3),,X = CLY = CF;

This is a linear equation in terms of Lg (Verloop’s sterimol length
parameter of R substituents), B5x (Verloop’s sterimol width
parameter of X substituents) and Iya; (an indicator variable, where
IyaL = 1 for X = For Cl and Y = CF,H otherwise Iya. = 0). Positive
coefficient associated with Lg and B5x suggests that the cytotoxic
activity of these compounds against HT-29 cells increases with an
increase in Lg and B5x. The presence of either F or Cl at X position
and CF,H at Y position will also be favorable to the activity as evi-
denced by the positive coefficient of the indicator variable (Iygar).
Four compounds (R = COC;Hs, X = F, Y = CF,H; R = COCH3, X = (I,
Y = CF;H; R = CON(CH3)3, X = Cl, Y = CF,H; R = CON(CH3),, X = (I,
Y = CF3) were deemed to be outliers because these analogues were
either less or more active than expected, by 4.9, 9.3, 3.2, and 3.3
times the standard deviation. A comparison between observed and
predicted values of log 1/ICsq for paclitaxel analogues (6) used in
the development of QSAR Eq. (4) is shown in Fig. 4.
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Fig. 4. Plot of observed versus predicted log 1/ICso (Eq. (4)).

4. Validation of the QSAR models

QSAR model validation implies quantitative assessment of
model robustness and their predictive power. The predictive power
of a QSAR model can be defined as its ability to predict accurately
the modeled property (e.g. biological activity) of new compounds.
The details about the validation criteria for QSAR models have
already been discussed previously [59-65]. The regression coeffi-
cients/statistics of QSAR models (Eqs. (1)-(4)) are shown in Table 5.
The validation of QSAR models (Eqs. (1)-(4)) constitutes in the
following steps: (a) Statistical Diagnostics, (b) Internal Validation,
and (c) External Validation.

4.1. Statistical diagnostics

(i) n/p Ratio: n/p > 4 or n > 4 p, where n is the number of data
points and p is the number of descriptors used in the QSAR
model. All the four QSAR models (Egs. (1)-(4)) obey this
thumb condition.

(ii) Fraction of the Variance (r%): The value of r2 may vary between
0 and 1, where 1 means a perfect model explaining 100% of the
variance in the data, and 0 means a model without any
explanatory power. It has already been suggested that the only
QSAR model having ? > 0.6 will be considered for validation
[63-65]. The values of 1? for these QSAR models (Egs. (1)—(4))
are from 0.807 to 0.897.

Table 5

(ili) Cross-Validation Test (¢°): According to the literature, a QSAR
model must have g% > 0.5 for their predictive ability [63-65].
The values of g° for these QSAR models (Eqgs. (1)-(4)) are
ranging from 0.724 to 0.793.

(iv) Standard Deviation (s): The smaller s value is always required
for the predictive QSAR model. The values of s for QSAR models
(Egs. (1)—(4)) are ranged from 0.076 to 0.360.

(v) P—¢® < 0.3: This difference between r? and q? for a QSAR
model should never be exceeded by 0.3. A large difference
between r? and ¢* suggests the following: (a) over-fitted
model, (b) presence of outliers, or (c) presence of irrelevant
variables in the data set [60]. The values of r*—q? for the QSAR
models (Egs. (1)-(4)) are from 0.065 to 0.104.

(vi) Quality Factor (Q): Chance correlation and overfitting, due to
the excess number of descriptors, can be detected by the Q
value. High values of Q (2.569-11.816) for these QSAR models
(Egs. (1)-(4)) suggest their high predictive power and the lack
of “overfitting” [66,67].

(vii) Fischer Statistics (F): The F value of each QSAR model was
compared to that of their respective literature value at 95%
level [48]. The F-values of QSAR models (Egs. (1)-(4)) ranging
from 24.070 to 35.379 (where F > Fi;)) suggest that all the
QSAR models are statistically significant at the 95% level.

4.2. Internal validation

(i

=

Cross-Validations Test: Cross-Validations (CVs) are the most
commonly used techniques for internal validation, in which
compounds with different proportions are removed from the
original data set and developed new QSAR models in order to
verify the internal predictive ability of the original QSAR
model, e.g. g° (leave-one-out), g (leave-five-out), g&, (leave-
many-out), etc. Cross-validated 12 (¢? or g7 or g2,) is calculated
by the following Equation (5):

Z(Yobs - pred)2

(5)
Z (Yobs - ?)2

q? (or qf or q,zn) =1-

where Yobs, Ypred, and Y are the observed, predicted, and averaged
activities, respectively. In the case of leave-one-out (LOO) cross-
validation, each member of the original data set in turn is removed,

Comparison of the regression coefficients and the statistics obtained from the multiregression analyses (MRA) process for QSAR models (Egs. (1)-(4)).

QSAR no. System n  Regression coefficients Statistical parameters
Hydrophobic Steric/pol Indicator variable Intercept r? 7 ?—q qt s Q ja

1 HCT-116 cells 22 134 mx —1.97MRx 0.89 Icvaik 9.05 0.855 0.786 0.069 0.772 0360 2.569 35.379 (3.159)
2 HT-29 cells 19 —4.42m; —0.31ClogP  1.56 MRy 16.33 0.828 0.724 0.104 0.796 0219 4.155 24.070 (3.287)
3 HT-29 cells 10 0.97 B5x —0.75Icmes 7.69 0.897 0.793 0.104 0.727 0.277 3.419 30.481 (4.737)
4 HT-29 cells 29 0.08 Lg + 0.12 B5x  0.38 IyaL 8.51 0.807 0.742 0.065 0.812 0.076 11.816 34.845(2.991)
2 The figure within parenthesis referred to the literature F-value at 95% level.

Table 6

Y-randomization data for QSAR models Egs. (1)-(4).
QSAR no. NOR-1° NOR-2 NOR-3 NOR-4 NOR-5

2 7 2 7 7 2 7 2 7

1 0.390 0.014 0.377 0.137 0.390 0.158 0.383 0.054 0.393 0.157
2 0.584 0.256 0.585 0.270 0.467 0.212 0.482 0.275 0.573 0.371
3 0.255 —-0.207 0.062 -0.527 0.426 -0.075 0.308 0.014 0.121 -0.789
4 0.270 0.080 0.295 0.124 0318 0.158 0.384 0.245 0.446 0.292

2 NOR = number of Y-randomization.
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Table 7

Random selection pattern of the test set compounds as well as the regression coefficients and statistical parameters of the QSAR for their respective training set compounds

obtained from the division of the original data of QSAR Models (Eqs. (1)-(4)).

QSAR no.*  Test set compd Training set compd Regression coefficients Statistical parameters
Hydrophobic Steric/pol Indicator Intercept 12 7 s RIZ)red
variable
1 2,8,10,12, 14,17 Rest of the compd (n = 16) 1.32 mx —1.93MRx 0.98 Icyaix 897 0.840 0.684 0.382 0.880
2 1,3,7,13,20 Rest of the compd (n = 14) —5.357z —0.28ClogP 1.43 MRy 18.34 0.834 0.730 0.230 0.720
3 1,2,10 Rest of the compd (n = 7) 0.92 B5x —0.82Icmes 7.94 0.816 0.508 0.267 0.922
4 3,5,7,12,16,21,32 Rest of the compd (n = 22) 0.08 Lg + 0.11 B5x  0.29 IyaL 8.54 0.767 0.681 0.073 0.761

2 QSAR for the respective training set of the original QSAR.

and the remaining n — 1 members are used in the development of
new QSAR models. Similarly for leave-five-out (LFO) cross-valida-
tion, five members of the original data set in turn are removed, and
the remaining n — 5 members are used in the development of new
QSAR models. On the other hand, a certain data points are removed
from the original data set in case of leave-many-out (LMO) cross-
validation. A low value of ¢? (in the LOO, LFO and/or LMO test)
typically indicates low predictive power of a QSAR model, but its
high value does not necessarily suggest the high predictivity.
Nevertheless, the cross-validated r* (g%, g# andjor g%) are
frequently used as an important criterion for both robustness and
predictive ability of the QSAR model. A high value of ¢, g#, and/or
g% (q%, g¢, and/or g2, > 0.5) is often considered as an ultimate proof
for the high predictive power of QSAR model [63-65]. The values of
q? and g# for these four QSAR models (Egs. (1)—(4)) are ranging from
0.724-0.793 to 0.727-0.812, respectively.

(ii) Y-Randomization Test: This is a widely used technique to
establish the QSAR model robustness. In this technique, the
dependent-variable vector (Y vector) is randomly shuffled, and
a new QSAR model is developed using the unchanged inde-
pendent-variable matrix. This process was repeated for five
times at 95% confidence interval. The statistical data of % and ¢?
for five runs are listed in Table 6 (Egs. (1)-(4)). The lower values
of ? and ¢ in the Y-randomization test confirm the robustness
of the QSAR models (Egs. (1)-(4)) [64,68].

4.3. External validation

The external validation of QSAR models was carried out in two
steps: (i) Random selection (Training set), and (ii) Predictive power
of the QSAR models.

(i) Random Selection (Training Set): There are several methods for
selecting the training set. The simplest one is a random
selection. In this method, the original (whole) data set is
divided into training ( ~75%) and test (~25%) sets in a random
manner [19]. The QSAR model for the resulting training set is
then generated by using the same descriptors as those of the
original equation and validated on the basis of their statistics
(acceptance criteria: 1% > 0.6 and g° > 0.5).

Predictive power of QSAR models: The true predictive power of
a QSAR model is determined by comparing the predicted and
observed activities of the test set compounds that are not
used in the QSAR model development of training set. The
predictive power of a QSAR model can be estimated by their
predictive R? (Rfmd). which is calculated by the following
Eq. (6):

(ii

—

2
R2 1 E(Ypred(test) - Ytest) (6)
pred — - 2
Z(YtESt - Ytraining)

where Ypred(test) and Yeest are the respective predicted and observed
activities of the test set compounds and Ytraimng is the observed
mean activity of the training set compounds [19,37,64].

A random selection pattern of the test sets as well as the
regression coefficients and the statistical parameters of their
respective training sets for all the QSAR models (Egs. (1)-(4)) are
given in Table 7.

5. Conclusions

An analysis of QSAR models (Egs. (1)-(4)) reveals a number of
interesting points. The most important of these are w and MR
descriptors. QSAR model Eq. (1) suggests that the cytotoxicity of
taxane derivatives (3) against HCT-116 cells might be improved by
the presence of a more hydrophobic/less polarizable substituent at
C-4 position. On the other hand a bulkier group at C-2, C-10, C-3,
and/or C-3’-N, and a more hydrophilic substituent at C-3’-N posi-
tions might improve the cytotoxicity of taxane analogues (4-6)
against HT-29 cells as evidenced by the QSAR models (Eqs. (2)-(4)).
In short, the inhibitory activities of taxane analogues against colon
cancers are mainly dependent on the steric (MR, B5, and L) and
hydrophobic () descriptors of their substituents, with a major
contribution coming from the molar refractivity (MR) of substitu-
ents. Further development of QSAR studies on taxane analogues
should not only enlarge the areas of their application, but it may
also increase our understanding towards the mechanisms of
chemical-biological interactions.
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