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OPTIMIZED SYNTHESIS
AND SPECTRAL CHARACTERIZATION OF SOME
HYDRAZONES BASED ON 5-NITROINDAZOLE

PACS 82.40.-g, 87.19.Xx

WITH PHARMACOLOGICAL POTENTIAL

A number of new hydrazones with biological activity are synthesized on the basis of 5-

nitroindazole.

The most efficient conditions of their synthesis with maximum reaction yield

are established. The chemical structure of new compounds is found by the elemental analy-
sis, FTIR spectroscopy, and * H-NMR method. The data of spectral analysis were verified by

calculations with the HyperChem software.

Toxicological tests indicate that the synthesized

hydrazones have the antitumor effect.
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1. Introduction

A considerable importance has been attached recently
to the synthetic methods leading to indazole deriva-
tives because of their biological activity [1-7].

The study of a correlation between the chemical
structure of substances and their biological activi-
ties has been the interest of many researchers pend-
ing the discovery of factors responsible for specific
biological effects. It has been established that inda-
zole derivatives have antibacterial [8, 9] and cyto-
static [10, 11] activities. Moreover, the presence of an
indazol ring in various chemical structures provides
these compounds with antitumoral [12], antiinflam-
atory [13], antiprotozoal [14], and antimalarial acti-
vities [15].

Starting from the results published in the liter-
ature, we synthesized a new series of hydrazones
derived from 5-nitroindazole with biological activity
[16]. This paper describes the synthesis optimization
and the spectral characterization of some new hydra-
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zones based on 5-nitroindazole for introducing them
in the pharmacological field.

2. Experimental

The starting compound is 5-nitroindazole-1-yl-ace-
thydrazide (I) synthesized in our laboratory, which
has been treated with the following aromatic aldehy-
des: benzaldehyde, o- and p-nitrobenzaldehydes, and
o-hydroxybenzaldehyde (all from the Merck Com-
pany) [16].

The chemical structures of the synthesized com-
pounds (II-V) were elucidated by means of the ele-
mental and spectral analyses (FTIR, 'H-NMR).

The synthesized compounds (II-V) were purified by
repeated recrystallizations from ethanol.

All reagents were used as-purchased (Sigma-Ald-
rich, Fluka, Merck, S.C. Chemical Company S.A.).

The FTIR spectra were registered using a FTIR
spectrophotometer (ATR) Brucker Tensor-27; 'H-
NMR analysis was performed on a Brucker ARX 400
spectrometer (5mm QNP probe; 1H/13C/31P/19F),
and elemental analysis was made with the use of an
Exeter Analytical CE 440 elemental analyzer.
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Scheme 1. Reactions producing hydrazones I1I-V

The melting points of the obtained compounds
were determined with a Mel-Temp melting point
module equipped with a digital thermometer.

The reaction yields were estimated by masses of the
initial and final products.

In a reaction flask containing 100 mL absolute ethyl
alcohol, 0.005 moles of 5-nitroindazole-1-yl-acethyd-
razide were dissolved. Into this solution, 0.005 moles
of aromatic aldehyde was added [16]. The mixture
was refluxed on a water bath for 120 min, when
an abundant precipitate is separed, filtered in vacu-
um, dried, and finally purified by the recrystallization
from ethyl alcohol.

In the IR spectra of the studied compounds, the
absorption IR bands at 1490-1496 cm~! that are
characteristic of a CH-N group can be observed.
The characteristic IR absorption bands appear at
1673-1682 cm~! for a CO-NH group, and the nit-
ro group presents intense and very intense bands
between 1342-1398 cm~! (NOgz sym.) and 1514-
1545 cm™! (NOg asym.), respectively. Compound V
presents also a shift at 1287 cm™! specific of a
C-OH bond.

The absorption bands for a monosubstituted ben-
zene ring appear in the spectral interval 748-
811 cm™!.

The spectral data regarding IR spectra and NMR
chemical shifts are given in Table 1.

The 'H-NMR method confirms the structure of
each of the synthesized hydrazones; the protons of
the CHs group are present at 6 = 5.81 — 5.86 ppm,
by depending on the compound structure.

3. Biological Tests

The synthesized compounds were tested from the tox-
icity point of view, by establishing the values of DLs5q.

The toxicity was estimated by intraperitoneal ad-
ministration of synthesized substances, as a solution
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with Tween 80, on groups of 14 mices (20 + 5¢ each),
using the Spearman—Kérber method [17].

The mortality of tested animals was record after 7
days (Table 2).

The obtained toxicological data confirm that the
N-acyl-hydrazones possess low toxicity, which recom-
mends them for future biological tests.

4. Results and Discussions

From the initial reactions, the dependence of the re-
action yield on the temperature and the reaction time
has been evidenced. Consequently, the two variables
were considered as being significant. The values of
the significant variables [18-21] (both for real and
a-dimensional ones) and the corresponding reaction
yield are given in Table 3.

In order to optimize the synthesis of hydrazones
within a 32 factorial model, the experiment was orga-
nized for each reaction. The chemical reactions were
repeated in a short variation domain of relevant vari-
ables, in a neighborhood spot corresponding to the
estimated maximum, and the reaction yield was esti-
mated.

The definition of significant a-dimensional variables
is given in Fig. 1.

The a-dimensional variables were computed by us-
ing relation (1),

Xi - Ximed .
P = 1727 1
X X
Kipeq = =0T o,
2
and
Ximax Ximin .
Xl' = —;— H 1= ]., 2.

The real significant variable X; (i = 1,2) depend-
ing on the corresponding a-dimensional variable z;
(found by the optimization of calculations) can be
expressed as follows:

X; = Ximea. + l’l‘AXZ'; 1=1,2. (2)
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Table 1. Elemental and spectral characteristics of N-acyl hydrazones II-V

A mathematic 32 factorial model has been considered.
We denote the reaction yield by 7,

2 2
N = ap+ a121 + a2 + 122122 + 1127 + a3, (3)

where are x; (i = 1,2) the significant a-dimensional
variables. Model (3) can describe the response func-
tion near the optimum with enough precision.

In Table 3, we also used the orthogonal variables
22 —2/3 and 23 — 2/3 introduced in [18-21] as nor-
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11 11T v \%
Colour yellow solid light grey solid yellow solid yellow solid
Melting 180-182 °C 209-211 °C 204-205 °C 184-186 °C
point
Elemental C%59.83; C%52.65; C%52.31; C% 56.95;
analysis H%4.26; H%3.41; H%3.59; H%4.12;
N%22.05; N%23.28; N%23.23; N%21.05;
FTIR, 3000(NH); 2900 (NH); 3149; 3483 (NH); 1682 3066 (NH);
(Umax cm ™! 1681 (C=0); 1678 (C=0); (C=0); 1673 (C=0);
2850 (CHAr); 3000 (CHAr); 2840 (CHAr); 2978 (CHAr);
1342 (NOgsym); 1338 (NOg2sym); 1519(NO2 1360 (NOg2 sym); 1344 (NO32 sym);1514
1516 (NOgasym); asym); 1496 (C=N); (NOgasym); (NOgasym); 1493 (C=N);
1495(C=N); 799 p-disubstituted 1490 (C=N); 1287 (OH);
803 monosubstituted benzene ring; 728 p-disubstituted 811 -disubstituted
benzene ring; benzene ring; benzene ring;
IH-NMR 5.38(s, 1H, CH); 5.41 (s, 1H, CH); 5.42 (s, 1H, CH); 5.39 (s, 1H, CH);
d(ppm) 5.86(s, 2H, CHa; 5.84(s, 2H, CHa; 5.89(s, 2H, CHa; 5.81(s, 2H, CHg;
7.44-7.47(m, 3H, CHAr); 7.69(s, 1H, CHAr); 7.679s, 1H, CHAr); 6.86-6.90(d, 1H, CHAr);
7.74-7.76(m, 2H, CHAr); 7.79-7.80(d,1H, CHAr); 7.76-7.78(d, 1H, CHAr); 7.78(s, 1H, CHAr);
7.89-7.92(d, 1H, CHAr); 7.89-7.92(d, 1H, CHAr); 7.91-7.93(d, 1H, CHAr); | 7.89-7.91(d, 1H, CHAr);
8.22-8.26(d, 1H, CHAr); | 8.07-8.09(m, 2H, CHAr); | 8.05-8.08(m, 2H, CHAr); | 8.21-8.22(d, 1H, CHAr);
8.44(s, @h, CHAr); 8.22(s, 1H, CHAr); 8,25(s, 1H, CHAr); 8.37(s, 1H, CHAr);
11.85(s, 1H, NH); 8,45(s, 1H, CHAr); 8.44(s, 1H, CHAr); 8.43-8.48(m, 2H, CHAr);
8.85(s, 1H, CHAr); 8.87(s, 1H, CHAr); 8.84-8.86(d, 1H, CHAr);
12.21(s, 1H, CHAr); 12.10(s, 1H, NH); 11.70(s, 1H, OH);
12.10(s, 1H, NH)
Table 2. DL5o Values of the synthesized compounds Xi|min )|(i >|(i med )T-l max
Administration DL50 o o
C d i ' ' !
ompoun route Tested animals (mg/kgcorp) | A Xi : .
' : + 1
I i.p. mice 1280 -0
IIT i.p. mice 1050 X
I\\// 1p m%ce 1?;2 Fig. 1. Definition of the real significant a-dimensional vari-
L.p- mice ables (i =1, 2)

malized variables satisfying the conditions of ortho-
gonality.

By using the orthogonal coordinates, the reaction
yield becomes [18-21]

()

n="7—s(an +aw) + a1z + axs +

w

2 2
+ a122122 + 1127 + a22T5.
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The coefficients a;; from (3) are calculated using the
relations

N
> LijMk
J— k:

—

, 1=1,2, (5)

a;

Table 3. Significant variables and reaction yields

Time |Temp

L I P e @} —2/3|x3 — 2/3| nu |mum v | v
1(2.45(-1) |64(-1)| 1 1/3 1/3 | 71| 69| 75| 52
2 |2.45(-1) |66(0) 0 1/3 -2/3 | 74| 72| 76| 54
312.45(-1) |68(1) | -1 1/3 1/3 | 75| 70| 78| 57
4 (3.00(0) [64(-1)| O -2/3 1/3 | 74| 70| 76| 54
513.00(0) |66(0) 0 -2/3 -2/3 | 82| T4| 77| 57
6 13.00(0) |68(1) 0 -2/3 1/3 | 76| 76| 78| 59
7(3.15(1) |64(-1)| -1 1/3 1/3 | 70| 66| 69| 58
8 13.15(1) |66(0) 0 1/3 -2/3 | 72| 70| 73| 49
9 13.15(1) |68(1) 1 1/3 1/3 | 68| 60| 64| 57
1|0 0 0 0 0 [662|627|666(497
Table 4. Polynomial coefficients

ag a az ai2 ail a12
Compound II | 73.78 | —1.00 | 0.00 | -0.75 | —2.66 | —4.67
Compound IIT | 62.5 -0.5 0.5 |-0.75| -3.5 | -4.16
Compound IV | 79.25 | —-1.00 | —-1.00 | —0.25 | -1.38 | —5.33
Compound V | 70.99 | -0.666 | 0.00 | -0.25 | -3.0 | 4.0

Table 5. Experiments
in the center of the variation domain

no(1) [ m0(2) | mo(3) | W | S3/2| P
Compound II 74 74 73 | 73.667 | 0.333 | 0.192
Compound IIT | 62 63 63 | 62.667 | 0.721 | 0.283
Compound IV | 79 80 80 | 79.667 | 0.721 | 0.283
Compound V 71 71 70 | 70.667 | 0.721 | 0.283
Table 6. t;-student coefficients
ap ay a2 a2 ail a22
Compound IT | 384.27 | 5.21 | 0.0 | 3.90 | 13.85 | 24.32
Compound IIT | 220.85 | 1.77 | 1.77 | 2.65 | 12.37 | 14.70
Compound IV | 280.04 | 3.53 | 3.53 | 0.88 | 4.88 | 18.83
Compound V | 250.85 | 2.35 | 0.0 | 0.88 | 10.60 | 14.13
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In order to express the condition of maximum effi-
ciency, the determined coefficients must satisfy the
following extremum conditions:
In
8(E1
o ®

=as + 2&2212 + a1221 = 0.
83?2

a1 + 2a11x1 + a0z =0,

The maximum yield is obtained for negative values
of a;1 and agp. If the second-order partial deriva-
tives of the yield are negative, the founded extremum
represents a maximum.

The absolute values of the determined coeflicients
provides information about the intensity of the in-
dividual effects (a; and as) or about the combined
effects (a12). The (+) or (—) signs indicate the vari-
able which multiplies that coefficient favors or, re-
spectively, does not favor, the result of a chemical
reaction. In Table 4, the polynomial coefficients de-
termined for relation (4) are listed. They were com-
puted on the basis of Table 3.

Let us check the model, by assuming that all coef-
ficients from (4) were determined with the same ac-
curacy P:

Se

P= N (9)
To determine S, other three experiments were orga-
nized for the center of the variability interval consid-
ered (see Table 5). The average values of the yield for
the three experiments were estimated, and the square
average deviations for the supplemental experiments
were computed, by using the formula

3

2 (10(2) = Tio)

=1
e — 1
S . (10)

The t-student coefficients are listed in Table 6.
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Fig. 2. Reaction yield vs. a-dimensional coordinates for compounds II-V

The significance of coefficients from Table 3 is
tested using the expression for t-student coefficients
in [18, 19]. A maximum error in determining the yield
was fixed (as being unity), and the coefficients with
lower test value than this one were neglected, because
they have no significant meaning for the value of yield.
Only the t-student coefficient corresponding to x5 for
compound IV shows an insignifiant influence of the zo
a~-dimensional variable on the reaction yield for this
compound.

The a-dimensional variable zo is insignificant in
determining the reaction yield in the case of com-
pound III.

The t-student coefficient aq2 is smaller than unity
for compounds IV and V. Their influence on the re-

ISSN 2071-0194. Ukr. J. Phys. 2014. Vol. 59, No. 3

action yield is minor, so they are eliminated from the
final formulae of the reaction yield.

By considering the ¢; j-student coefficients from Ta-
ble 5, the final formulae for reaction yields in obtain-
ing compounds II-V in optimal conditions are given
in 1111 — 11\/
nn = 73.78 — 1.000z; — 0.750x1 29 — 2.6627 — 4.67x3,

(1111)

71 = 62.500 — 0.500z1 + 0.500z2—

—0.750z1 25 — 3.502%7 — 4.1623, (11111)

niv = 79.25 — 1.00x; — 1.000x5 — 1.3827 — 5.33x3,
(111V)
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nv = 70.99 — 0.666z; — 3.00022 — 4.0023.  (11V)

The reaction yield dependences on the a-
dimensional variables 21 and x5 are plotted in a 3D
representation in Fig. 2.

The zones from Fig. 2 characterized by appropriate
values of the reaction yield are presented by the same
color (the same grey nuance)

The models with quadratic terms describes, with
sufficient accuracy, the region, where it is supposed
(and experimentally proved) that the reaction yield
is maximum. The disadvantage of the method is that
in order to determine the t-student coefficients in the
center of the variability interval, the additional ex-
periments should be organized.

5. Conclusions

The synthesized substances were characterized by el-
emental and spectral means. The synthesis reactions
were optimized for establishing the conditions to ob-
tain the highest yield of the synthesized compounds.
By using a mathematic 32 factorial model, the most
efficient reaction conditions for the synthesis of com-
pounds II-V were obtained. The optimization is nec-
essary to avoid the unwanted consumption of a start-
ing compound. The toxicity of hydrazidones is estab-
lished.

This work was supported by the Grant ERA NET —
ERA IB 6-0038 authorized by The National Council
for Scientific Research — Ezecutive Unit for Financing

Higher Education, Research, Development and Inno-
vation (CNCS-UEFISCDI).

1. J.-H. Sun, C.A. Teleha, J.-S. Yan, J.D. Rodgers, and
D.A. Nugiel, J. Org. Chem. 62, 5627 (1997).

2. J.D. Rodgers, B.L. Johnson, H. Wang, R.A. Green-
berg, S. Erickson-Viitanen, R.M. Klabe, B.C. Cordova,
M.M. Rayner, G.N. Lam, and C.-H. Chang, Bioorg. Med.
Chem. Lett. 6, 2919 (1996).

3. M.H. Norman, F. Navas, J.B. Thompson, G.C. Rigdon,
J. Med. Chem. 39, 4692 (1996).

4. T. Yoshida, N. Matsuura, K. Yamamoto, M. Doi, K. Shi-
mada, T. Morie, and S. Kato, Heterocycles 43, 2701
(1996).

5. D.W. Robertson, W. Bloomquist, M.L. Cohen, L.R. Reid,
K. Schenck, and D.T. Wong, J. Med. Chem. 33, 3176
(1990).

6. B.K. Keppler and M. Hartmann, Met. Based Drugs 1, 145
(1994).

7. X. Li, S. Chu, V.A. Feher, M. Khalili, Z. Nie, S. Margosiak,
V. Nikulin, J. Levin, K.G. Sprankle, M.E. Tedder, R. Al-

318

massy, K. Appelt, and K.M. Yager, J. Med. Chem. 46,
5663 (2003).

8. J. Rodriguez, A. Gerpe, G. Aguirre, U. Kemmerling, O. Pi-
ro, V. Arén, J. Maya, C.O. Azar, M. Gonzales, and H. Ce-
recetto, Eur. J. Med. Chem. 44, 1545 (2009).

9. L. Bouissoine, S. Kazzouli, L. Pfeiffer, E.M. Rakis,
M. Khouili, and G. Guillaumet, Bioorg. Med. Chem. 14,
1078 (2006).

10. Wei Li, Yan Lu, Z. Wang, J.T. Dalton, and D.D. Miller,
Bioorg. Med. Chem. Lett. 17, 4113 (2007).

11. T. Yakaian, V.P. Lingaiah, B. Naraian, B. Shidhar, Bioorg.
Med. Chem. 17, 3445 (2007).

12. L.J. Huang, M.L. Shih, H.S. Chen, S.L. Pan, C.M. Teng,
F.Y. Lee, and S.C. Kuo, Bioorg Med. Chem. 14, 528
(2006).

13. M. Ribeira, J. Cabral, and A. Cimas, J. Chem. Thermo-
dyn. 42, 1240 (2010).

14. A. Gerpe, G. Aguirre, L. Boiani, H. Cerecetto, M. Gon-
zédles, C.O. Azar, C. Riogol, J. Maya, A. Morello, O. Piro,
V. Aran, A. Azqueta, A. Cerdin, A. Monge, A. M. Rojas,
and G. Yalluf, Bioorg. Med. Chem. 14, 3467 (2006).

15. M. Alho, N. R. Sanchez, N.J. Ruiz, A.J. Escario, G.A. Ba-
rrio, R.A. Fernandez, and V. Aran, J. Med. Chem. 4, 78
(2009).

16. C. Cheptea, V. Sunel, L. Profire, M. Popa, and C. Lionte,
Bul. Inst. Polit. Iasi 55, 85 (2009).

17. M.A. Hamilton, R.C. Russo, and R.V. Thurston, Envir.
Sci. Techn. 12, 417 1978.

18. A. Azzouz, M. Leontie, D.O. Dorohoi, and C. Gheorghies,
Elemente de Strategie in Design Industrial (Plumb, Bacau,
1998).

19. L. Fisher, Design for Environment, Creating Eco-Efficient
Products and Processes (McGraw Hill, New York, 1996).

20. I. Hurjui, C. Cheptea, CF. Dascalu, L. Hurjui, C. Peptu,
V. Sunel, and D.O. Dorohoi, Dig. J. Nanomater. Biostr. 7,
1747 (2012).

21. M. Moise, V. Sunel, M.M. Dulcescu, and D.O. Dorohoi,

Rev. de Chim. 61, 799 (2010). Received 25.00.13

K. Kenma, JI.M. Isan, /.0. [Jopoxot, B.1I. Ilynen,
1. Xyporcyi, K.FO. Ceseany, A.I. Lararxmion

OIITUMI3BALIA CUHTE3Y

I CIIEKTPAJIbBHA XAPAKTEPUCTUKA HOBUX
I'JIPASOHIB HA OCHOBI 5-HITPOIHJA3OJIA
3 PAPMAKOJIOI'TYHUM ITOTEHLIAJIOM

Pezmowme

CuHTE30BAHO D#AJl HOBHUX TiJIpa30HIB 3 GIOJIOTiYHOI aKTUBHI-
CTIO Ha OCHOBI 5-HiTpoiHmaz0/1a. BecraHoBieHo HabiibI ede-
KTHBHI YMOBH IX CHHTE€3y 3 MaKCHMAaJbHUM BHXOJOM PEaKIIil.
XimiyHa CTPYKTypa HOBHUX CIIOJIyK BHU3Ha4YeHa €JIEMEHTHHUM
aHaJizoM 1 MeTomamu indpatepBoHOI crekTpockomil 3 dyp’e-
neperBopeHHaM i SAMP. Jlani ciekTpajbHOro aHaJisy mnepesi-
peni pospaxyakamu 3 nporpamoro HyperChem. Tokcukosori-
9HI T€CTH CBi/I4aTh MPO Te, IO CUHTE30BaHI I'iJipa3oHu BOJIOTi-
IOTH AHTHUILYXJIMHHUM €(PEKTOM.
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