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Kinetic study of nitrosation of guanidines

l. Fernandez?, P. Hervés®* and M. Parajo®

DI The kinetics of the nitrosation reaction of three guanidines, dicyandiamide, N,N’-dimethyl-N’-cyanoguanidine and

guanidine have been studied. The nitrosation rate is first order with respect to both the guanidine and acid
concentration. The absence of catalysis by nucleophilic anions, the observed general acid-base catalysis and the
observed deuterium isotope effect lead us to propose mechanism for the nitrosation of guanidines similar to that which
operates in the case of the amides and ureas, in which a slow proton transfer is the rate determining step. From this
mechanism we were able to obtain the values of the rate constants for the nitrosation and denitrosation processes. The
catalytic constants in presence of buffers were also obtained and the analysis of the Bronsted slopes suggests a process
with a transition state more similar to reactants than products. Copyright © 2008 John Wiley & Sons, Ltd.
Supplementary electronic material for this paper is available in Wiley InterScience at http://www.mrw.interscience.wiley.com/
suppmat/0894-3230/suppmat/
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INTRODUCTION results of a kinetic investigation in acid media of the nitrosation of
three Gs (as shown in Chart 1), dicyandiamide (DCDA),
The chemistry of nitroso compounds has attracted considerable N,N'-dimethyl-N"- cyanoguanidine (CG) and guanidine (G).
research effort mainly due to their important biological relevance.
A wide variety of structurally related compounds possessing the R@
N-nitroso-N-alkyl functionality have demonstrated a cancer N N
chemotherapeutic potential."? However, perhaps the greatest H” Y “H R, =CN,R,=Me —>CG
inter.est in nitrosation reac.ti(?ns, a.nd nitrosq transfer, farises from _N R =R,=H —=G
the important role that nitric oxide plays in regulating several R v
important physiological functions®™® such as the widening of Chart 1.
blood vessels. Due to this widespread significance of nitrosation
reactions, knowledge of their mechanisms and kinetics”? is of
much importance.

The mechanisms of nitrosation of amides and ureas in an acidic
medium have been exhaustively investigated® ' and a large
number of differences have been found between nitrosation of
these compounds and amines. In the case of amines the attack of
the nitrosating agent on the free amine is rate determining, while
for amides and ureas this first step is fast, the slow step being a
proton transfer from an intermediate to the reaction medium. In
the latter case the reaction seems to occur initially on the oxygen
atom, and a fast internal rearrangement leads to the thermo-
dynamically more stable N-nitrosoamide. The reason for this
seems to be related to the much lower basicity of amides,
compared to amines.

Guanidines (Gs) can be considered nitrogenated analogues of

ureas. However, their peculiar structure makes them compounds

of great basicity, and in this sense, more similar to amines than *  Correspondence to: P. Hervés, Department of Physical Chemistry, Faculty of
ureas. This situation makes the kinetic study of the nitrosation of Chemistry, University of Vigo, 36310 Vigo, Spain.
Gs, molecules that combine characteristics of both functional E-mail: jherves@uvigo.es

r , very interesting and provi ri ween amin , ,
9 C()jups N )Il fteteSt tgj d fpt(l')l defs ab .dge I?Etl e%. a“S] & a | Ferndndez, P. Hervés
an L.Jre'eas. n act a stu y o € m.trosat'on or cloni 'n.e .(a Department of Physical Chemistry, Faculty of Chemistry, University of Vigo,
guanidine with hypotensive properties) has shown than in acid 36310 Vigo, Spain
medium, the mechanism shows parallels with that found for
ureas. However, in basic medium, the kinetic behaviour is similar

to that exhibited by amines. In the present work we report the

R, = CN,R, =H —> DCDA

EXPERIMENTAL

CG and N,N'-dimethyl-N-nitroso-N"-cyanoguanidine (NCG) were
obtained from the Zeneca laboratories (UK). DCDA and G (as
guanidine hydrochloride) were Fluka products. All other reagents
(from Fluka or Sigma) were of the highest available grade and
used without further purification. Nitrosation of CG gives only one
product as observed by HPLC. This was shown to be identical to
the sample of NCG, which was prepared and authenticated
independently.'® Kinetic runs were monitored following the
change in absorbance (1 =250-280 nm) due to the formation of
the N-nitroso compound using a Agilent 8453 Diode-Array
UV-Vis spectrophotometer equipped with a multiple cell carrier
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Table 1. Values of the kinetics parameters for the nitrosation and denitrosation of guanidines

—1 =1

Guanidine pK, k,=ksKy (M~ "s7) kg=k_ 3 M 's™ Kno K=KiKno (M7 o B

DCDA —0.73 5.0 x 10* 21 %1073 24 %107 7.2 0.82 0.16
CG —0.25 8.0 x 10° 16x 1073 5.0 x 108 150 0.77 0.25
G 13.6 55 % 10° 92x10°* 5.9 x 10° 18 0.78 0.23

thermostatted by circulating water. All experiments were carried
out at 25.0 °C. In all kinetic experiments NaClO,4 was used to fix
the ionic strength of the medium at 1.0 M. All kinetic experiments
were performed under pseudo-first-order conditions keeping
in deficit the nitrite concentration ([NO;1=2x 10"*M in the
experiments with CG and [NO; 1= 3 x 10~> M when we used G or
DCDA). In all cases the absorbance-time data fitted accurately the
corresponding first-order integrated rate equations. The
observed first-order rate constants, k,ps Were reproducible within
5%. In the experiments to study the effect of buffers, different
amounts of buffer solutions were added to mixtures that already
contained the amount of acid required to achieve the desired pH.

RESULTS

Gs are traditionally viewed as strong organic bases with the pK,
for guanidinium (H,N),C = NH3 being 13.6 in water.""”’ However,
N-substitution by a strongly electron withdrawing group such as
cyano dramatically reduces the basicity such that the pK, value
for the corresponding cyano-guanidinium ions of DCDA in
water'®% js —0.63. We have measured the pK, (BH™) of CG and
DCDA using a spectrophotometric method.?” The values
obtained for DCDA - similar to literature values!'®'¥ — and CG
(as shown in Table 1) indicate to us that these compounds are in
their neutral form while the G exist mainly in the protonated form
under the experimental conditions used in this study
(H"=25x10"%-0.5M).

The influence of the concentration of the Gs on kg,s was
studied at three different constant H" concentrations (0.1, 0.2
and 0.3M) and Gs concentrations ranging from 0 to 0.5M.
Figure 1 shows the influence of the [DCDA] concentration on the
observed rate constant. The plots are all good straight lines with

103 kobs/s-l

0.0 —
0 0.06 0.12 0.18
[DCDA/M

Figure 1. Influence of dicyandiamide concentration upon Kops (@)
[H'1=0.1M, (O) [H'1=02M, (l) [H'1=03M

significant positive intercepts. The values of both the slopes
and intercepts increase with increasing [H™]. This behaviour is
indicative of a first order term with respect to [DCDA] and
shows that the nitrosation of DCDA is an equilibrium reaction.
Similar behaviour was observed for CG and G (shown in
Figures S1 and S2 of supplementary material)

HNO, + guanidine _K.+ NO — guanidine + H,0 (1)

Figure 2 shows the influence of acidity upon the reaction rate
at constant concentration of Gs. The plot is a good straight
line that passes through the origin for the three Gs studied,
indicative of a first order dependence on the concentration of H*.

In order to explore the apparent differences between amines
and Gs, we studied the influence of the usual catalysts of the
nitrosation process on the rate of the reaction. These catalysts
(halides, thiocyanate, etc.) considerably accelerate the rate at
which the amines” and amino acids®" nitrosate by providing
important concentrations of new and effective nitrosating agents
(ONCI, ONBr, ONSCN, etc.). However, nitrosation of amides and
related compounds™ is not susceptible to this type of catalysis.
Table 2 show the effect of the addition of X~ to the reaction
media on the rate constant for the nitrosation of G. As can be
observed, there is no trace of catalysis (similar results were
observed for the other Gs studied, as shown in Table S1 of
supplementary material). Halide ions at these concentrations
produce substantial catalytic effects in the nitrosation or
diazotisation of amines. This result seems to rule out a
mechanism for the nitrosation of Gs similar to that which
operates in the case of the amines, that is, a mechanism whose
slow step is reaction between the nitrosable substrate and the
nitrosating agent. Thus, towards nitrosation, Gs behave much
more like an amide or urea.
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Figure 2. Influence of [H'] upon k., in the nitrosation of (A)
[G1=0.1M, (M) [CG]=33 % 10>M and (@) [DCDA]=0.1 M
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Table 2. Influence of X~ concentration on ks for the nitro-
sation of guanidine [H"]=0.1 M (NaCl) and [H"] = 0.44M
(NaBr), [G]=0.1M

10%[NaCl] (M) 10% kops (s~ ") 10%[NaBr] (M)  10* kops (s 1)

0 1.45 0 6.50
5 1.14 19 6.77
7 1.67 21.75 6.92
9.75 1.52 37 6.61
25 1.33
K
HNO, + H* === NO* + H,0O
K, ks
G + NO+ === GNO* <k—' GNO + H+*
K. 3
’ slow
kcat
G+NO*+ A === GNO +HA
kicat
slow
Scheme 1.

The mechanism for the nitrosation of Gs is show in Scheme 1.
The first step, the pre-equilibrium formation of the nitrosating
agent (NO™) through protonation of nitrous acid (K;), is followed
by a fast equilibrium reaction between the nitrosating agent and
the G (K3), leading to the formation of a protonated intermediate
(GNO™). The final step is a reversible rate limiting transfer of a
proton from (GNO™) to the reaction medium to give the
nitrosoguanidine (GNO). This mechanism leads to the next
expression for the observed first-order rate constants (Eqn 2)
which explain the influence of concentration of G and [H*] on the
reaction rate, and the absence of catalysis by X~ (the derivation of
this equation has been included in the supplementary material)

kobs = k3KyKq[guanidine][HT] + k_3[HT] ()]

The value of the overall equilibrium constant (K) for the
nitrosation reaction can be obtained from the relation between
the slopes and the intercepts of each straight line of Fig. 1 and
Figures S1 and S2 of supplementary material. The values of K are
showed in Table 1.

The observed rate equation (Eqn 2) is similar to that found in
the nitrosation of amides and ureas.®'®'*'¥ The values of
the bimolecular rate constant were calculated taking a value
of 3x1077M™" for K.,*? (although there is considerable
uncertainty over the correct value of this equilibrium constant,
with measured values ranging®>?** from this value and
1.2 x 1078 M~"). The values obtained for the nitrosation process
k, = k3K5, and for the denitrosation process k; = k_s for the three
Gs studied are showed in Table 1. In all cases the values for the
nitrosation process are lower than that found in the nitrosation of
urea®' and very far from the encounter controlled limit
(7 x 10°M~" s~ for neutral substrates).!”? This behaviour differs
from that of most amines, whose basicity causes them to be
mostly protonated and react with nitrosating agents through the
free base, more nucleophilic than neutral Gs, leading to much
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Figure 3. Influence of the total concentration of buffers dichloroacetic
acid - dichloroacetate on ks, for the nitrosation of dicyandiamide
[DCDA]=0.1M (@) pH=1.50, (O) pH=1.16, (W) pH=0.71

higher values for the nitrosation bimolecular rate constants and
close to the diffusion controlled limit. G is in solution in the
protonated form, but the observed rate equation indicates that
protonated G, of very low basicity, is the reactive species. This
situation, which is impossible in the case of amines, becomes
possible for G because it has more than one nuclephilic
centre. The reaction via neutral G cannot be detected because
its concentration is so low that the reaction rate of this process is
much lower than that resulting from the less basic and less
reactive, but more abundant protonated G.

In order to confirm the proposed mechanism and studied the
process in more detail, the possibility of the existence of general
base catalysis, of the type found in the nitrosation of amides and
ureas, was investigated. For this, buffers of monochloroacetic,
dichloroacetic and trichloroacetic acid were employed. Figure 3
shows the influence of the total concentration of dichloroacetic
acid on the observed rate constant, k,, for the nitrosation of
(DCDA). We can see as the reaction rate increases as increase the
concentration of the buffer at all pH studied (similar results were
obtained with the other buffers and the others Gs studied, as
shown in Tables S2-54 of supplementary material). The results
obtained are indicative of significant buffer catalysis that
indicates that the reaction is subject to a general base-acid
catalysis, and strongly support the mechanism outlined in
Scheme 1, in which a slow proton transfer is the rate determining
step, as occurs in the nitrosation of amides and ureas. From
Scheme 1, it is easy to obtain the following rate equation (Eqn 3)
in presence of buffers, where ke and k., are the catalytic
constants for the nitrosation and denitrosation of Gs, respectively.
In absence of buffers Eqn (3) can be simplified to Eqn (2):

kobs = knKi[guanidine][H™] + kcaeKi[guanidine][H1][AT]

3
+ ka[H'] + k(i [AH] ®

From Eqgn (3) and taking into account that Kj is the dissociation
constant of the buffers used, we obtain Eqn (4), which is in terms
of the total concentration of buffer and explain the experimental
behaviour observed in Fig. 3:

kobs = (koKi[guanidine] + ky)[H™]
(kcatKaK1 [guanidine] + k.,
Ka + [HT]

) [HT][Buffer],
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Figure 4. Fit of Eqn 5 to experimental results for the nitrosation of DCDA.
(A) MCA, () DCA and (@) TCA. The inset shows a blow-up of MCA data

In accordance with this equation, reciprocals of the slopes from
Fig. 3 (and Tables S2-54) have to show a linear dependence on
concentration of H', as predicted

[H'] Ka

slope - keatKaKi[guanidine] + K.

cat
W] ®

+ keatKaKi [guanidine] + k.,

In Fig. 4 we show the result obtained for the three buffers
studied in the nitrosation of DCDA. From this plot the values for
the dissociation constants of mono-, di- and trichloroacetic acids
were obtained (pK,=2.36, 1.32, 0.70, respectively) in good
agreement with literature values at this ionic strength. These
results indicate the validity of the model being applied.

Catalytic constants (kcarand k.,,) for the three buffers for the
nitrosation and denitrosation of Gs were obtained from Eqn (5),
and taking into account the values of the equilibrium constant for
the nitrosation process Kyo, (@s shown in Table 1) defined by

kK, ko [GNOJH']
ks kg [guanidine][NOY]

Kno = (6)

and its relationship with the acidity constant of the buffers

used:

Kcat [GNOJ[AH]

_ _ Kno )
K. — [guanidine][NOt][AT] ~ K

Table 3 summarises the catalytic constants for nitrosation and
denitrosation of the Gs for all buffers used and Fig. 5 shows
the Bronsted plots relating the catalytic efficiency and the pK, of
the catalysts for all Gs studied. It is clear that these plots are

log Keat

04 08 12 16 2 24 28
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0.8 1.2 1.6 2 24
pKa

Figure 5. Bronsted plot for (A) base catalysed nitrosation and (B) acid
catalysed denitrosation of (@) DCDA, (l) CG and (A) G

essentially straight lines. From the slopes of the plots we can
calculate the values of the Bronsted exponents (o and B) for the
three Gs studied, (as shown in Table 1). These values are very
similar for our Gs and we can see that « + 8 is approximately
the unit for all cases, as correspond to a reversible process. The
practice of identifying the degree of proton transfer in the
transition state with the value of the Bronsted slope allow us to
estimate that the transition state of the slow process for the
nitrosation occurs early along the reaction coordinate (8= 0.20)
and late for the denitrosation reaction (« ~ 0.80), it means that
protonation of nitrosoguanidine is nearly complete in the
transition state.

One last indication that the slow step is a proton transfer was
obtained when the reaction was carried out in D,O and the
corresponding solvent isotope effect was measured. The results
obtained and its comparison with the reaction in presence

Table 3. Values of the catalytic constants for nitrosation and denitrosation of the guanidines for all buffers used

CG G DCDA
kcat (M72 571) k/cat (M71 571) kcat (er 571) klcat (M71 571) kcat (er 571) k,cat (Nr1 571)
MCA 1.07 x 107 537 x107° 8.30 x 10* 347 x107° 7.65 x 10° 712 x107°
DCA 444 x 10° 488 x 107% 3.91 x 10* 3.58 x 1074 5.03 x 10° 1.02%x 1073
TCA 3.54 x 10° 155%x 103 3.12 x 10* 114 %1073 446 x 10° 362 x 1073
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Figure 6. Influence of CG concentration upon kops [HT1=0.204 M, (@)
in H,O, (O) in D,O

of H,0 is shown in Fig. 6 for the case of CG. The observed
deuterium isotope effect for the nitrosation reaction k,K;(H)/
k,K;(D) is 1.6 (1.7 for G) and for the denitrosation reaction, k(H)/
k4(D) is 1.2. Once again, these results confirm that Gs behave like
an amide or urea and not like an amine, which should show
inverse solvent isotope effects (typically 0.3).%°! Besides, taking
into account the mechanism outlined in Scheme 1, the observed
value for the isotope effect for the nitrosation reaction includes
the influence of the isotopic substitution on the equilibrium
constants K; and K5 and on the rate constant for the slow step k.
Replacement of water by deuteriated water increases the value of
Ky 2.55 times.?®! Assuming that there is a negligible isotope effect
upon K,, because it does not involve a proton transfer, then the
value of the kinetic isotope effect on the slow step, k3(H)/ks(D),
can be estimated as 4.1. This result is consistent with the
proposed step being a slow proton transfer from an acidic species
to the water. The magnitude of the isotope effect can be related
to the degree of symmetry of the transition state.*” Thus, both
the values of the Bronsted slopes and of the solvent isotope effect
on the slow step suggest a process with a transition state more
similar to reactants than products.

In spite of the restricted set of Gs used in this study we can try
to analyse the substituent effects on the nitrosation process. The
presence of an electron-withdrawing group on the iminic
nitrogen of Gs (as cyano group), increases the reaction rate.
The value of k, (as shown in Table 1) for DCDA is around 10 times
higher than for G. Electron withdrawing groups increase the
rate of nitrosation process because of enhanced acidity of
the protonated N-nitroso guanidine (GNO™) and then increase
the value of k5. The value of the nitrosation rate constants k,, for
CG is also 10 times higher than for DCDA. In this case the
presence of electron donating groups also increases the reaction
rate. The substituent effects can be understood keeping in mind
the mechanism proposed in Scheme 1. Electron donating groups
will favour the formation of the protonated nitrosoguanidine (K>)
and disfavour the proton transfer from this intermediate to the
medium (ks). Opposite effects will exert electron withdrawing
groups. Substituent effects will arise from the balance between
these two processes.

The study of the nitrosation reaction of these Gs lead us to
confirm that kinetic behaviour is similar to that exhibited by
amides and ureas, the slow step is a proton transfer from an
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protonated intermediate to the reaction medium. It can be
concluded that the basicity of the reactive form is the main factor
determining the mechanistic behaviour of Gs towards nitrosating
agents. In our acidic medium, DCDA and CG react through the
neutral form, whose basicity is low and similar to that of ureas and
amides. In the case of G, it is the protonated form of G, of very low
basicity, which reacts. This fits in to the pattern of behaviour
found for other nitrogen nucleophiles of low basicity, such as
ureas and amides, which is quite different to that found for the
much more basic amines. Interestingly the much less basic
2,4-dinitroaniline® behaves more like an amide or urea. Finally,
the analysis of the Bronsted slopes suggest that in the transition
state the protonation of nitrosoguanidine is nearly complete.

Acknowledgements

Financial support from the Ministerio de Educacion y Ciencia
(Project CTQ2007-64758/BQU) is gratefully acknowledged.

REFERENCES

[11 W. A. Skinner, H. F. Gram, M. O. Greene, J. Greenberg, B. R. Baker,
J. Med. Pharm. Chem. 1960, 2, 299-333.

[2] S.Rice, M.Y.Cheng, R. E. Cramer, M. Mandel, H. F. Mower, K. Seff, J. Am.
Chem. Soc. 1984, 106, 239-243.

[3] J.S.Stamler, D.J. Singel, D. J. Loscalzo, Science 1992, 258, 1898-1902.

[4] A.R. Butler, D. L. H. Williams, Chem. Soc. Rev. 1993, 22, 223-241.

[5] P.G.Wang, M. Xian, X. Tang, X. Wu, Z. Wen, T. Cai, A. J. Janczuk, Chem.
Rev. 2002, 102, 1091-1134.

[6] D. L. H. Williams, Org. Biomol. Chem. 2003, 1, 441-449.

[7] D.L.H.Williams, in Nitrosation, Cambridge University Press, UK, 1988.

[8] G. Hallett, D. L. H. Williams, J. Chem. Soc. Perkin Trans. 2 1980,
1372-1375.

[9] A.Castro, E.Iglesias, J. R. Leis, M. E. Pefa, J. Vdzquez-Tato, J. Chem. Soc.
Perkin Trans. 2 1986, 1725-1729.

[10] F. Meijide, J. Vadzquez-Tato, J. Casado, A. Castro, M. Mosquera, J. Chem.
Soc. Perkin Trans. 2. 1987, 159-165.

[11] C. Bravo, P. Hervés, J. R. Leis, M. E. Pena, J. Chem. Soc. Perkin Trans. 2
1991, 2091-2095.

[12] P. Hervés, J. R. Leis, J. Chem. Soc. Perkin Trans. 2 1995, 2035-2040.

[13] L. Garcia-Rio, J. R. Leis, J. A. Moreira, F. Norberto, J. Chem. Soc. Perkin
Trans. 2 1998, 1613-1620.

[14] G. Gonzalez-Alatorre, S. H. Guzman-Maldonado, E. M. Escamilla-Silva,
G. Lorca-Pina, C. Hernandez-Benitez, Int. J. Chem. Kinet. 2004, 36,
273-279.

[15] F. Norberto, J. A. Moreira, E. Rosa, J. lley, J. R. Leis, M. E. Peiia, J. Chem
Soc. Perkin Trans. 2 1993, 1561-1566.

[16] P. Hervés, R. G. Button, D. L. H. Williams, J. Chem. Res. (S) 1998,
474-475.

[17] S. J. Angyal, W. K. Warburton, J. Chem. Soc 1951, 2492-2494.

[18] P.J. Taylor, A. R. Wait, J. Chem. Soc. Perkin Trans. 2 1986, 1765-1770.

[19] I. D. Cunningham, B. G. Cox, N. C. Wan, D. C. Povey, G. W. Smith,
J. Chem. Soc. Perkin Trans. 2 1999, 693-697.

[20] R. A. Cox, K. Yates, J. Am. Chem. Soc. 1978, 100, 3861-3867.

[21] G. Da-Silva, E. M. Kennedy, B. Z. Dlugogorski, J. Am. Chem. Soc. 2005,
127, 3664-3665.

[22] J. H. Ridd, Adv. Phys. Org. Chem. 1978, 16, 1-49.

[23] G.Da-Silva, E. M. Kennedy, B. Z. Dlugogorski, J. Phys. Org. Chem. 2007,
20, 167-179.

[24] K. H. Becker, J. Kleffmann, R. Kurtenbach, P. Wiesen, J. Phys. Chem.
1996, 100, 14984-14990.

[25] J. Fitzpatrick, T. A. Meyer, M. E. ONeill, D. L. H. Williams, J. Chem. Soc.
Perkin Trans. 2 1984, 927-932.

[26] A. Castro, M. Mosquera, M. F. Rodriguez-Prieto, J. A. Santaballa, J.
Vazquez-Tato, J. Chem Soc. Perkin Trans. 2 1988, 1963-1967.

[27] R. P.Bell, in The Proton in Chemistry, Chapman & Hall, London, 1973.

J. Phys. Org. Chem. 2008, 21 713-717

Copyright © 2008 John Wiley & Sons, Ltd.

www.interscience.wiley.com/journal/poc




