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Introduction

Acrylamide (AA), is an a,f-unsaturated compound that is used
mainly in the production of polyacrylamide. Polyacrylamide is non-
toxic and is used as a flocculant in water treatment. However, the
monomer AA is a known neurotoxin even with minimal exposure. It
has also been classified as a possible human carcinogen. Human health
effects associated with exposure to small amounts of AA over time are
unknown [1-4].

AA was recently discovered in heat treated foods cooked above
100°C [5,6]. The Maillard reaction (the non-enzymatic browning
reaction responsible for flavor in foods) is responsible for its formation
in foods [7]. During heat treatment, naturally occurring amino acids,
(namely asparagine) and reducing sugars, undergo a series of reactions
resulting in the formation of AA in foods. AA content in food is
directly related to the levels of these precursors. It is ironic, that foods
which are deemed healthy such as: whole grain and wheat bran heat
treated products contain higher concentrations of the toxin AA. This is
because they naturally contain more asparagine and reducing sugars
than their processed counterparts [8]. Additionally, methods which are
deemed healthy such as: grilling, steaming, and roasting result in some
of the highest levels of AA [9]. Products made with ammonium
carbonate and bicarbonate may contain levels of AA up to several
orders of magnitude higher than their sodium or potassium
counterparts [9]. It is proposed that these ammonium salts act as either
an additional source of nitrogen or catalyze the conversion of sugars to
reactive carbonyls [10].

When ingested, AA may be converted to its more toxic metabolite
glycidamide (GA), by enzyme-catalyzed reactions [7,11,12]. Both AA
and GA are widely distributed in the body due to their high water
solubility and small sizes [12]. They are also highly reactive with select
biological compounds. AA and GA can undergo nucleophilic addition
reactions via the C=C and the epoxide group, respectively [12]. The
epoxide group of GA makes it more electrophilic than AA and can
bind with DNA. GA-DNA adducts have been isolated in animal studies
and is proposed to be the compound responsible for the genotoxicity of
AA [13,14]. Studies have shown that AA will preferentially bind with
proteins, free amino acids, and thiols, than with DNA [12,13].

It is proposed that detoxification of AA and GA occurs primarily by
conjugation with glutathione (GSH) mediated by the enzyme
glutathione-S-transferase and excreted in urine as mercapturic acid
derivatives [7,11,13,15]. GSH is synthesized in the body from the thiol
amino acids: L-cysteine and L-methionine [15,16]. Normal cell
concentration of GSH is 5 mM [15]. Only AA and GA that cross the
blood-brain barrier can cause toxic effects [17]. If GSH concentration
is already low due to illness or malnutrition, then the possibility of AA-
induced toxicity will be greater. This is especially relevant for school
feeding programs in developing countries where nutritional support

for small children is often large scale, government sponsored and may
include fortified baked goods.

Due to the toxic nature of AA and the fact that it is impossible to be
eliminated from the diet, research is underway to minimize human
exposure to AA. Methods currently being investigated include
reducing the potential of AA formation by minimizing precursor
content in foods before high-temperature cooking. Several pre-
treatment methods have been published. For example, simple
treatments on potato and potato products include: selecting cultivars
that are known to contain low levels of precursors for high-
temperature cooking and soaking samples in water before heat
treatment as the precursors are water soluble [7,18,19]. More elaborate
treatments include the addition of enzymes or microorganisms to
minimize precursor content [7,19].

Alternatively, AA exposure may also be minimized by adding
ingredients to food pre- or post- heat treatment which can react with
the AA that would be formed thus resulting in an indirect reduction of
available AA. Proposed post-heat treatment methods include:
irradiation of the sample with UV light as AA becomes unstable after
UV exposure, free radical polymerization of AA to the nontoxic
polyacrylamide [7]. However, the feasibility of such methods may be
difficult to implement in the food industry as they are expensive. Pre-
heat treatment may include modification of the recipe to include
compounds such as thiols and/or ascorbic acid [19]. These methods are
cheaper than the previously mentioned post-heat treatment methods.
However, modification of recipes may result in products which are
aesthetically less appealing to consumers. These methods may result in
a reduction in AA content but the formation of other toxic
compounds. The health implications of such methods need to be
further explored.

Scientists are currently attempting to understand AA’s toxicity and
potential carcinogenicity by exploring various mechanistic pathways
and reactions both in vivo and in vitro [20]. It is generally accepted
that AA (and similarly GA) react with amines and thiols via Michael-
addition (Figure 1) [7]. As such, our group has investigated the
reaction rates between AA and the thiols captopril (CapSH), L-
cysteine (CySH), and GSH [17,21] which are commonly found in
body-fluids. L-cysteine and GSH are naturally occurring thiols within
the body. However, CapSH is man-made and is usually administered in
the form of a drug used for the treatment of congestive heart failure.
We expected that the rates of formation of the AA-thiol adducts would
be directly in the order of: CySH > CapSH > GSH according to kinetic
theory, given that this corresponds to the order of increasing molecular
size of the thiol. However, our experimental observed rates were in the
sequence: CySH > GSH > CapSH (Table 1). Given that the kinetic
study isolated possible influences of pH, choice of buffer solution,
concentrations of reactants and oxygen sensitivity in supporting
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preliminary experiments, we sought mechanistic clues through ab-
initio calculations using Density Functional Theory [22,23] for the
molecules in the gas and solution (water) phase (Appendix).

Parameter CapSH CySH GSH
k/dm?3 mol-! s (303 K) 0.13 £0.01 0.34 +£0.02 0.18 £ 0.02
Average pKg 9.01 £0.05 74+0.2 8.5+0.2
Literature pKg (298 K) 9.82 8.15° 8.56°
AH¥/kJ mol! 22+7 34+5 335
ASHJ K mol! -190+ 2 -143 +2 -149 + 2
AGH (298 K)/kJ mol! 78+3 76 1 78 +1

Table 1: Calculated second-order rate constants (k), activation
parameters, and pKj for the reactions between AA, CapSH, CySH, and
GSH at 303K. 2ref [24]; Pref [25].

estimates of reaction rate constants and energetics will be further
improved.

©
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Figure 2: Optimized transition states in aqueous solution for
reactions of AA with CySH (a), GSH (b) and CapSH (c) showing
thiol-carbon distances and hydrogen bonded contacts (dashed
lines).
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Figure 1: (a) Thermally reversible direct Michael addition of amine
to AA [26]. (b) Base catalyzed nucleophilic attack of AA by thiols.
(c) Catalysis of thiol addition with active buffer (TCEP=tris (2-
carboxyethyl) phosphine) [27].

Comparative analysis of the computed transition states formed by
the respective thiols provided evidence of close contact distances for
allosteric hydrogen bonding interactions with GSH which are not
available to CySH or CapSH (Figure 2). The developing carbon to thiol
bond distance with GSH is also the shortest of the group by 22% in
solvent. Together, these findings suggest that correlations of AA
reactivity to acid dissociation constants or even computed
nucleophilicity of the reactive (thiol or amide) group are likely to be
insufficient for these biologically important compounds. Bayse [28,29]
has employed a solvent assisted proton exchange (SAPE) method in
DFT computations involving GSH, whereby several discrete water
molecules bridge the reactants in a manner which couples nucleophilic
attack by the thiol with a proton transfer through the bridge. We have
been unable to improve upon our DFT results by including such
additional discrete water molecules to date, probably because the
strong intramolecular H-bonds in GSH are likely to be competitively
superior to H-bonding in the bridging water molecules. In short, the
water-free transition states are simply lower in energy than the water-
bridged options. We intend to continue our theoretical investigations
of these and related thiols (including the potentially more dangerous
GA metabolite) with higher levels of theory so that the predicted

Conclusion

Exposure to AA or its metabolite GA in foodstuffs, food residues, is
a major concern today. Whether conjugation of AA or GA with GSH is
the main route of reduction is a question of debate. Various
amelioration techniques to remove/minimize precursor AA or GA
contaminants using synthetic/natural enzymes or micro-organisms
have been proposed. While thiol groups in amino acids are known to
react via Michael-addition, whether thiol group is primary or
secondary or both needs to be answered in order to determine the
spectra of amino acids that are capable of reaction. Recent kinetic
investigations done here with the intention of studying reactivity of
various thiols; i.e. whether primary or secondary thiol affect reactivity.
Furthermore, preliminary DFT calculations show that there is an open
question of H-transfer via intramolecular GSH or H-transfer via water
molecules. This debate needs further investigation.

Appendix

Computational studies

Gas phase (1 atm) geometries and energies were optimized using
the BVP86 DFT functional [30] and Ahlrichs’ TZVP basis set [31] as
available in the PQS program [32]. Transition state geometries were
optimized wuntil a single imaginary vibrational frequency
corresponding to displacement along the intrinsic reaction coordinate
was found. The energy differences between reactants, transition states
and products were computed relative to that of the combined energy of
the isolated reactants in each case. Energy partition function analysis
was used to determine the thermal corrections to the energy of each
molecule (enthalpic and entropic) at different temperatures from
translational, rotational and vibrational modes. With water as solvent,
energies and optimized geometries were computed using the COSMO
[33] electrostatic screening model and the output transferred to the
ADF [34] program for COSMO-RS [35] calculations at infinite
dilution.

References

1. IARC (1986) Some chemicals used in plastics and elasomers. IARC
Monogr Eval Carcinog Risks Hum 39: 403.

J Clin Toxicol
ISSN:2161-0495 JCT, an open access

Volume 6 « Issue 3 « 1000304



Citation:

Bent GA, Fairman RA, Grierson L (2016) Towards a Deeper Understanding of the Mechanisms of Interaction between Acrylamide and

Key Body-Fluid Thiols. J Clin Toxicol 6: 304. doi:10.4172/2161-0495.1000304

Page 3 of 3

2. IARC (1987) Overall evaluations of carcinogenicity: an updating of IARC ~ 20. Vikstrom AC, Abramsson-Zetterberg L, Naruszewicz M, Athanassiadis I,
Monographs volumes 1 to 42. IARC Monogr Eval Carcinog Risks Hum Granath FN, et al. (2011) In vivo doses of acrylamide and glycidamide in
Suppl 7: 1-440. humans after intake of acrylamide-rich food. Toxicol Sci 119: 41-49.

3. IARC (1994) Acrylamide. IARC Monogr Eval Carcinog Risks Hum 60: 21, Bent GA, Maragh P, Dasgupta T (2014) In vitro studies on the reaction
389-433. rates of acrylamide with the key body-fluid thiols 1-cysteine, glutathione,

4.  OEHHA (2003) Safe drinking water and toxic enforcement act of 1986 and captopril. Toxicol Res 3: 445-446.

(proposition 65). Meeting of the Carcinogen Identification Committee 22, Parr RG, Yang W (1989) Density-Functional Theory of Atoms and
(CIC). Molecules. New York: Oxford University Press.

5. Tareke E, Rydberg P, Karlsson P, Eriksson S, Tornqvist M (2002) Analysis 23, Klamt A, Schuurmann G (1993) COSMO: a new approach to dielectric
of acrylamide, a carcinogen formed in heated foodstuffs. J Agric Food screening in solvents with explicit expressions for the screening energy
Chem 50: 4998-5006. and its gradient. ] Chem Soc (Perkin Trans.2) 2: 799-805.

6.  Tareke E, Rydberg P, Karlsson P, Eriksson S, Tornqvist M (2000) 24. Ribiero P, Santini A, Pezza A, Pezza L (2010) A simple
Acrylamide: a cooking carcinogen? Chem Res Toxicol 13: 517-522. spectrophotometric method for the determination of captopril in

7.  Friedman M (2003) Chemistry, biochemistry, and safety of acrylamide. A pharmaceutical formulations using ammonium molydbate. Ecletica
review. ] Agric Food Chem 51: 4504-4526. Quimica 35: 179-188.

8. Hamlet C, Sadd P, Liang L (2007) Raw material variability: A tool to 25. Friedman M, Cavins J, Walls J (1965) Relative nucleophilic reactivities of
minimise acrylamide formation in baked cereal products? Proceedings of amino groups and mercaptide ions in addition reactions with a, 8-
234th ACS 532 Meeting. ACS: Boston MA. unsaturated compounds. ] Am Chem Soc 87: 3672-3682.

9.  Bent GA, Maragh P, Dasgupta T (2012) Acrylamide in Caribbean foods -  26. Zamora R, Delgado RM, Hidalgo FJ (2010) Model reactions of
residual levels and their relation to reducing sugar and asparagine acrylamide with selected amino compounds. J Agric Food Chem 58:
content. Food Chem 133: 451-457. 1708-1713.

10. The CIAA Acrylamide Toolbox (2009). 27. HuQ FuY, Xu X, Qiao Z, Wang R, et al. (2016) A colorimetric detection

11.  Rice JM (2005) The carcinogenicity of acrylamide. Mutat Res 580: 3-20. of.acrylamlc.le‘ in potato chips based on nucleophile-initiated thiol-ene

) ) ) ) Michael addition. Analyst 141: 1136-1143.

12, Bent GA (2015) A Carlb.bez}n perspective on acrylamide - The food toxin. 28. Bayse CA (2007) DFT study on the glutathione peroxidase-like activity of

Lambert Academic Publishing, Saarbuken, Germany. - . .
phenylselenol incorporating solvent-assisted proton exchange. ] Phys

13. Deorge D, Gamboa de Costa G, Ch}lrchwell M, Von fFung.eln L, Han‘nilton Chem A 111: 9070-9075.

b et.al. (2,0034) DNA adduct forrr.latlon from acryla.rnlde via conversion to 29. Bayse CA (2011) Transition states for cysteine redox processes modeled
glycidamide in adult neonatal mice. Chem Res Toxicol 16: 1328-1337. b . . .
y DFT and solvent-assisted proton exchange. Org Biomol Chem 9:

14. Lopachin RM, Decaprio AP (2005) Protein adduct formation as a 4748-4751.
molecular mechanism in neurofoxmty. Toxicol Sci 86:'214—225. 30. Becke AD (1988) Density-functional exchange-energy approximation

15. KOIS?k_ K DOleI}C MS, Mavri J (2013) CO@Putatlonal Stud?’ of the with correct asymptotic behavior. Phys Rev A Gen Phys 38: 3098-3100.
reactivity of bisphenal A-3d-quinone with deoxyadenosine: and 31 Schuger A, Horn H, Ablrichs R (1992) Fully optimised contracted
glutathione. Lhem ?S 0xicot 26z 206-2 R ) Gaussian basis sets for atoms Li to Kr. ] Chem Phys 97: 2571-2577.

16. Wilson J, Wu D, Monu—Degrood R, HL}Pe DA (.1980) Sp e?trophot(.JmetFlc 32. Baker J, Janowski T, Wolinski K, Pulay P (2012) Recent developments in
method for studying the rates of reaction of disulfides with protein thiol .

. . ; the PQS program. WIREs Comput. Mol Sci 2: 63-72.
groups applied to bovine serum albumin. ] Am Chem Soc 102: 359-363. . .
] ) o 33. Klamt A (1995) Conductor-like Screening Model for Real Solvents: A

17. Bent GA, Maragh P, Dasgupta T, Fairman RA, Grierson L (2015) Kinetic o . .

; . ] R . New Approach to the Quantitative Calculation of Solvation Phenomena. J
and density functional theory (DFT) studies of in vitro reactions of .
) . . . . . . Phys Chem 99: 2224-2235.
acrylamide with the thiols: captopril, l-cysteine, and glutathione. Toxicol M o
Res 4: 121-131 34. Vrije Universiteit (2016) Amsterdam, The Netherlands. ADF2013
) ! COSMO-RS, SCM, Theoretical Chemistry.

18. Fiselier K, Grob K (2004) Legal limit for reducing sugars in prefabricates ) eoretie erstry. . .
¢ . Lo . 35. Pye CC, Ziegler T, van Lenthe E, Louwen JN (2009) An implementation
argeting 50 pg/kg acrylamide in French fries. European Food Research ) . : o
and Technology 220: 451-458 of the conductor-like screening model of solvation within the Amsterdam

: : density functional package - Part II. COSMO f¢ 1 solvents. C

19. Taeymans D, Wood J, Ashby P, Blank I, Studer A, et al. (2004) A review of CehIlsr;);;;l;l;Ol_o;; package - T or real solvents. Can J
acrylamide: an industry perspective on research, analysis, formation, and ' '
control. Crit Rev Food Sci Nutr 44: 323-347.

] Clin Toxicol

ISSN:2161-0495 JCT, an open access

Volume 6 « Issue 3 « 1000304


http://www.ncbi.nlm.nih.gov/pubmed/3482203
http://www.ncbi.nlm.nih.gov/pubmed/3482203
http://www.ncbi.nlm.nih.gov/pubmed/3482203
http://www.ncbi.nlm.nih.gov/pubmed/7869577
http://www.ncbi.nlm.nih.gov/pubmed/7869577
http://www.ncbi.nlm.nih.gov/pubmed/12166997
http://www.ncbi.nlm.nih.gov/pubmed/12166997
http://www.ncbi.nlm.nih.gov/pubmed/12166997
http://www.ncbi.nlm.nih.gov/pubmed/10858325
http://www.ncbi.nlm.nih.gov/pubmed/10858325
http://www.ncbi.nlm.nih.gov/pubmed/14705871
http://www.ncbi.nlm.nih.gov/pubmed/14705871
http://www.ncbi.nlm.nih.gov/pubmed/25683419
http://www.ncbi.nlm.nih.gov/pubmed/25683419
http://www.ncbi.nlm.nih.gov/pubmed/25683419
http://www.fooddrinkeurope.eu/documents/brochures/ac_toolbox_20090216.pdf
http://www.ncbi.nlm.nih.gov/pubmed/15668103
https://www.lap-publishing.com/
https://www.lap-publishing.com/
http://www.ncbi.nlm.nih.gov/pubmed/14565774
http://www.ncbi.nlm.nih.gov/pubmed/14565774
http://www.ncbi.nlm.nih.gov/pubmed/14565774
http://www.ncbi.nlm.nih.gov/pubmed/15901921
http://www.ncbi.nlm.nih.gov/pubmed/15901921
http://www.ncbi.nlm.nih.gov/pubmed/23198967
http://www.ncbi.nlm.nih.gov/pubmed/23198967
http://www.ncbi.nlm.nih.gov/pubmed/23198967
http://pubs.acs.org/doi/abs/10.1021/ja00521a058
http://pubs.acs.org/doi/abs/10.1021/ja00521a058
http://pubs.acs.org/doi/abs/10.1021/ja00521a058
http://pubs.rsc.org/en/content/articlelanding/2014/tx/c4tx00070f
http://pubs.rsc.org/en/content/articlelanding/2014/tx/c4tx00070f
http://pubs.rsc.org/en/content/articlelanding/2014/tx/c4tx00070f
http://pubs.rsc.org/en/content/articlelanding/2014/tx/c4tx00070f
http://www.ncbi.nlm.nih.gov/pubmed/15540646
http://www.ncbi.nlm.nih.gov/pubmed/15540646
http://www.ncbi.nlm.nih.gov/pubmed/15540646
http://www.ncbi.nlm.nih.gov/pubmed/20952504
http://www.ncbi.nlm.nih.gov/pubmed/20952504
http://www.ncbi.nlm.nih.gov/pubmed/20952504
http://pubs.rsc.org/en/Content/ArticleLanding/2014/TX/c4tx00059e
http://pubs.rsc.org/en/Content/ArticleLanding/2014/TX/c4tx00059e
http://pubs.rsc.org/en/Content/ArticleLanding/2014/TX/c4tx00059e
https://global.oup.com/academic/product/density-functional-theory-of-atoms-and-molecules-9780195092769?cc=in&lang=en&
https://global.oup.com/academic/product/density-functional-theory-of-atoms-and-molecules-9780195092769?cc=in&lang=en&
http://pubs.rsc.org/en/Content/ArticleLanding/1993/P2/p29930000799
http://pubs.rsc.org/en/Content/ArticleLanding/1993/P2/p29930000799
http://pubs.rsc.org/en/Content/ArticleLanding/1993/P2/p29930000799
http://www.scielo.br/scielo.php?script=sci_arttext&pid=S0100-46702010000300018
http://www.scielo.br/scielo.php?script=sci_arttext&pid=S0100-46702010000300018
http://www.scielo.br/scielo.php?script=sci_arttext&pid=S0100-46702010000300018
http://www.scielo.br/scielo.php?script=sci_arttext&pid=S0100-46702010000300018
http://pubs.acs.org/doi/abs/10.1021/ja01094a025
http://pubs.acs.org/doi/abs/10.1021/ja01094a025
http://pubs.acs.org/doi/abs/10.1021/ja01094a025
http://www.ncbi.nlm.nih.gov/pubmed/20078067
http://www.ncbi.nlm.nih.gov/pubmed/20078067
http://www.ncbi.nlm.nih.gov/pubmed/20078067
http://www.ncbi.nlm.nih.gov/pubmed/26699696
http://www.ncbi.nlm.nih.gov/pubmed/26699696
http://www.ncbi.nlm.nih.gov/pubmed/26699696
http://www.ncbi.nlm.nih.gov/pubmed/17718544
http://www.ncbi.nlm.nih.gov/pubmed/17718544
http://www.ncbi.nlm.nih.gov/pubmed/17718544
http://www.ncbi.nlm.nih.gov/pubmed/21597638
http://www.ncbi.nlm.nih.gov/pubmed/21597638
http://www.ncbi.nlm.nih.gov/pubmed/21597638
http://www.ncbi.nlm.nih.gov/pubmed/9900728
http://www.ncbi.nlm.nih.gov/pubmed/9900728
http://scitation.aip.org/content/aip/journal/jcp/97/4/10.1063/1.463096
http://scitation.aip.org/content/aip/journal/jcp/97/4/10.1063/1.463096
http://onlinelibrary.wiley.com/doi/10.1002/wcms.80/abstract
http://onlinelibrary.wiley.com/doi/10.1002/wcms.80/abstract
http://pubs.acs.org/doi/abs/10.1021/j100007a062
http://pubs.acs.org/doi/abs/10.1021/j100007a062
http://pubs.acs.org/doi/abs/10.1021/j100007a062
https://www.scm.com/
https://www.scm.com/
https://www.researchgate.net/publication/237152603_An_implementation_of_the_conductor-like_screening_model_of_solvation_within_the_Amsterdam_density_functional_package_-_Part_II_COSMO_for_real_solvents1
https://www.researchgate.net/publication/237152603_An_implementation_of_the_conductor-like_screening_model_of_solvation_within_the_Amsterdam_density_functional_package_-_Part_II_COSMO_for_real_solvents1
https://www.researchgate.net/publication/237152603_An_implementation_of_the_conductor-like_screening_model_of_solvation_within_the_Amsterdam_density_functional_package_-_Part_II_COSMO_for_real_solvents1
https://www.researchgate.net/publication/237152603_An_implementation_of_the_conductor-like_screening_model_of_solvation_within_the_Amsterdam_density_functional_package_-_Part_II_COSMO_for_real_solvents1

	Contents
	Towards a Deeper Understanding of the Mechanisms of Interaction between Acrylamide and Key Body-Fluid Thiols
	Introduction
	Conclusion
	Appendix
	Computational studies

	References


