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a  b  s  t  r  a  c  t

Cadmium  (Cd)  is a known  hepato-  and nephrotoxic  pollutant  and  zinc  (Zn)  metalloproteins  are important
targets  of Cd.  Hence,  the administration  of Zn  may  mitigate  Cd  toxic  effects.  However,  the  interaction
of  Cd  and  Zn  has  been  little  investigated  in  the  brain. Previously,  we  reported  a protective  effect  of Zn
on  mortality  caused  by Cd  in  rats. Here,  we tested  whether  the  protective  effect  of  Zn  could  be  related
to  changes  in  brain  Zn-proteins,  metallothionein  (MT)  and  �-aminolevulinate  dehydratse  (�-ALA-D).
Male  adult  rats  were  daily  administered  for 10 days  with  Zn  (2  mg  kg−1), Cd (0.25  and  1  mg  kg−1)  and
0.25  mg  kg−1 of  Cd  plus  Zn  and 1 mg kg−1 of  Cd  plus  Zn. The  body  weight  loss,  food  intake  deprivation,
and  mortality  occurred  in  1 mg  kg−1 of Cd, but Zn  co-administration  did  mitigate  these  effects.  The  brain
Zn  content  was  not  modified  by  treatment  with  Cd,  whereas  cerebral  Cd levels  increased  in animals

−1
-Aminolevulinate dehydratase
ood intake

exposed  to Cd.  The  administration  of 0.25  mg kg of Cd (with  or without  Zn)  induced  lipid peroxidation
and decreased  MT  concentration,  but 2  mg  kg−1 of Zn  and  1 mg  kg−1 of  Cd  did  not  change  these  parameters.
Brain  �-ALA-D  was  not  modified  by Cd  and/or  Zn  treatments.  Since  the  co-administration  of  Zn  did  not
attenuate  the  changes  induced  by Cd  in  the brain,  our  results  suggest  that  the protective  effect  of  Zn  on
impairments  caused  by Cd  in animal  status  is weakly  related  to a cerebral  interaction  of  these  metals.

© 2015  The  Authors.  Published  by Elsevier  Ireland  Ltd.  This  is an  open  access  article  under  the  CC  BY
. Introduction

The metal cadmium (Cd) is a widespread environmental con-
aminant [1] and a potential toxin that may  harmfully affect human
ealth. Cadmium has a long biological half-life [2] and testicular,
epatic and renal cells are particularly sensitive to exposure to
d [3–6]. Accordingly, Cd intoxication has been associated with
eactive species over production, mitochondrial injury, lipid per-
xidation and cellular death in liver [7,8] and kidney [9].

Cadmium can have also neurotoxic effects. In several exper-
mental models, it has been reported that Cd induces oxidative
amage in brain mitochondria [10,11], impairs synaptic transmis-

ion [12,13], and reduces neuronal differentiation and axonogen-
sis [14]. Thus, occupational exposure to Cd have been linked to
otor and memory deficiencies [15].

∗ Corresponding author at: Departamento de Bioquímica, ICBS Universidade Fed-
ral  do Rio Grande do Sul, Rua Ramiro Barcelos 2600-Anexo, CEP: 90035-003 Porto
legre, RS, Brazil. Tel.: +55 51 33085555.

E-mail address: marcosmbraga@gmail.com (M.M.  Braga).
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214-7500/© 2015 The Authors. Published by Elsevier Ireland Ltd. This is an open access 
license  (http://creativecommons.org/licenses/by/4.0/).

The molecular toxicity of Cd is mainly related to direct action
in zinc (Zn)-dependent biological pathways [16]. Cadmium expo-
sure is able to alter Zn transporters expression in zebrafish [17]
and cause Zn accumulation in different tissues of rodents [16,18]. In
addition, the Zn-dependent activity of the �-aminolevulinate dehy-
dratase (�-ALA-D) is a potential target of Cd, which can replace Zn of
the active site of the mammalian enzyme [19–21]. The expression of
metallothionein (MT), an important protein in Zn homeostasis, has
been also induced after Cd administration [22]. Overall, Cd effects
may  be mitigated by Zn, including Cd-induced oxidative stress [23].
The antagonist effect of Zn on Cd toxicity has led to proposition
that Cd is an antimetabolite of Zn [16]. However, the interaction
between Cd and Zn after systemic exposure has been little explored
in the brain.

Zinc has important role in the brain and could be a highly sen-
sitive target to action of Cd. There are a considerable number of
proteins that bind to Zn in the central nervous system (CNS), for

instance, �-ALA-D [24] and MTs  [25]. Moreover, a brain fraction
of Zn, named chelatable Zn pool, is found free or loosely bound
to biomolecules, and it is localized abundantly in synaptic vesicles
[26]. This indicates that Zn participates in the regulation of synaptic

article under the CC BY license (http://creativecommons.org/licenses/by/4.0/).
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hysiology. As corollary, we can suppose that the interaction
etween Cd and Zn could be more critical in the brain.

The aim of this work was to investigate whether the protective
ffect of Zn on systemic effects of Cd could be related to changes in
rain Zn-proteins, similar with those observed in peripheral tissues
f adult rats [27–29]. Thus, the animal status (e.g., body weight gain
nd food intake) was evaluated during the exposure to the metals.
pecifically, we measured the content of Zn and Cd in the brain of
ats after in vivo exposure to metals. Furthermore, we evaluated the
ipid peroxidation rate, the levels of MT,  and the �-ALA-D activity.

. Materials and methods

.1. Chemicals

�-aminolevulinic acid (�-ALA), DL-dithiothreitol (DTT), rabbit
etallothionein-I, o-phenylendiamine, thiobarbituric acid (TBA)

nd malonaldehyde bis- (dimethyl acetal) were obtained from
igma (St. Louis, MO,  USA); mouse anti-metallothionein-I/II, and
eroxidase-conjugated to goat anti-mouse IgG were purchased
rom Dako Corporation (Carpinteria, CA, USA).

.2. Animals

Male Wistar rats (±80 days and ±240 g) were obtained from
ur animal facility. Animals were maintained under a controlled
nvironment (three rats housed per cage, room temperature 22 ◦C,
tandard light/dark cycle of 12 h, and water and food provided ad
ibitum). Animal care was  followed in accordance with the “National
nstitutes of Health Guide for Care and Use of Laboratory Animals”,
nd all experiments were approved by Ethics Committee of Uni-
ersidade Federal do Rio Grande do Sul.

.3. Treatments and tissue preparation

The rats (n = 9 animals per group) were daily exposed to Cd
nd/or Zn during 10 days. The metals were injected via intraperi-
oneal (i.p.), as a model for parenteral exposure of Cd, i.e.,  inhalation
30]. Based on previous studies [16,31,32], animals were adminis-
ered with neurotoxic doses of Cd in the presence or absence of
upplementary dose of Zn. Experimental groups consisted in (i)
aCl 0.9% (control group), (ii) 2 mg  kg−1 of Zn, (iii) 0.25 mg  kg−1 of
d, (iv) 0.25 mg  kg−1 of Cd plus 2 mg  kg−1 of Zn, (v) 1 mg  kg−1 of Cd;
vi) 1 mg  kg−1 of Cd plus 2 mg  kg−1 of Zn. The metals were injected
s acetate salts. Twenty-four hours after the last injection, the rats
ere anesthetized with sodium thiopental (40 mg/kg, 1 ml/kg, i.p.)

nd euthanized by decapitation. The whole brain was removed and
eparated in order to evaluate Zn and Cd levels and biochemical
arameters. Importantly, the same brains were used to perform all
ests. For biochemical analysis the brains were separately placed
n ice and homogenized in saline (1:5) and centrifuged at 4000 g
t 4 ◦C for 10 min. The remaining supernatant was used to deter-
ine the activity of the �-ALA-D, MT  content, and thiobarbituric

cid-reactive substances (TBARS).

.4. Body weight and food intake

The body weight gain of each animal was evaluated during expo-
ure to the metals and the data were expressed as cumulative body
eight gain per animal (n = 9 animals per group). The food intake

er cage was also determined in each day of exposure to the metals,
nd the results were divided by number of animals in the cage. The
ood intake data were expressed as cumulative food intake (g) per
nimal (n = 3 independent experiments per group).
eports 2 (2015) 858–863 859

2.5. Zn and Cd determination

The content of Zn and Cd was determined by atomic absorption
spectrometry following the US EPA 3052 protocol [33]. All analyses
were carried out at the Centro de Ecologia of Universidade Federal
do Rio Grande do Sul. The samples were digested in closed vials with
9 ml  of 65% nitric acid and 3 ml  of 30% hydrogen peroxide in boiling
water. Zinc content in the samples (control, n = 6; 2 mg  kg−1 of Zn,
n = 5; 0.25 mg  kg−1 of Cd, n = 6; 0.25 mg  kg−1 of Cd plus 2 mg  kg−1

of Zn, n = 6; 1 mg  kg−1 of Cd, n = 6; 1 mg kg−1 of Cd plus 2 mg kg−1

of Zn, n = 6) was determined by a Perkin-Elmer 3300 flame atomic
absorption spectrometer and Cd levels (control, n = 5; 2 mg kg−1 of
Zn, n = 3; 0.25 mg  kg−1 of Cd, n = 6; 0.25 mg  kg−1 of Cd plus 2 mg kg−1

of Zn, n = 5; 1 mg  kg−1 of Cd, n = 5; 1 mg  kg−1 of Cd plus 2 mg kg−1 of
Zn, n = 4) were estimated with a Perkin-Elmer SIMAA-6000 graphite
furnace atomic absorption spectrometer. The minimum detection
was 0.495 and 0.008 �g/g for Zn and Cd, respectively. All analyzes
were determined with ultrapure reagents to avoid sample contam-
ination.

2.6. Thiobarbituric acid-reactive substances

The lipid peroxidation was  measured in the samples (control,
n = 6; 2 mg  kg−1 of Zn, n = 5; 0.25 mg  kg−1 of Cd, n = 6; 0.25 mg  kg−1

of Cd plus 2 mg  kg−1 of Zn, n = 8; 1 mg  kg−1 of Cd, n = 6; 1 mg kg−1

of Cd plus 2 mg  kg−1 of Zn, n = 6) by relatively non-specific TBARS
method according to Draper and Hadley [34]. Briefly, 80 �l of
homogenized samples (2 �g/�l  protein) were precipitated with
160 �l of TCA (15%) and centrifuged at 4000 g for 10 min. The super-
natants (60 �l) and standard malondialdehyde (MDA) solutions
were transferred to 96 well microplate and each well was  filled
with deionized water in order to obtain the equal volume. Next,
100 �l of TBA (0.67%) was  added in each well and the microplate
was sealed for heating in boiling water bath at 90 ◦C for 30 min.
The TBARS levels were determined at 532 �m and the values were
expressed as �mol  MDA  equivalents/mg protein.

2.7. Metallothionein content

Metallothionein-I and -II (MT) were measured by enzyme-
linked immunoassay (control, n = 7; 2 mg  kg−1 of Zn, n = 7;
0.25 mg  kg−1 of Cd, n = 9; 0.25 mg  kg−1 of Cd plus 2 mg  kg−1 of Zn,
n = 8; 1 mg  kg−1 of Cd, n = 7; 1 mg  kg−1 of Cd plus 2 mg  kg−1 of Zn,
n = 7) [35]. The MT-III was not analyzed, because this isoform is
not sensitive to Cd [36]. The experiment was  conducted in 96-
well microtiter plates at room temperature, and MT-I was  used
as standard. The plates were incubated with samples and stan-
dard concentrations of MT  for 1 h. Then, the plates were washed
three times with phosphate buffered saline plus 0.05% Tween 20
(washing solution). A blocking solution (washing solution plus 1%
bovine serum albumin) was  applied for 30 min, and the plates
were washed three times. Then, mouse anti-metallothionein-I/II
was incubated for 30 min  and washed three times. Afterwards,
peroxidase-conjugated to goat anti-mouse was  incubated for
30 min  and washed three times. Finally, o-phenylendiamine was
incubated in the dark for 30 min  for colorimetric reaction. The reac-
tion was stopped with 3 M HCl and the plate was read at 490 �m.
The values were expressed as �g MT/mg  protein.

2.8. ı-ALA-D activity

The enzyme activity (control, n = 5; 2 mg kg−1 of Zn, n = 7;

0.25 mg  kg−1 of Cd, n = 7; 0.25 mg  kg−1 of Cd plus 2 mg  kg−1 of Zn,
n = 5; 1 mg  kg−1 of Cd, n = 7; 1 mg  kg−1 of Cd plus 2 mg  kg−1 of Zn,
n = 7) was evaluated as previously described [37]. The formation
rate of porphobilinogen (PBG) was  obtained in medium containing
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Fig. 1. Animal status. The cumulative body weight gain (A) and the cumulative
food intake (B) are represented during exposure to the metals. The lines indicate
the results for control (black), 2 mg kg−1 of Zn (red), 0.25 mg  kg−1 of Cd (green),
0.25  mg  kg−1 of Cd plus 2 mg kg−1 of Zn (faint green), 1 mg  kg−1 of Cd (blue),
and  1 mg kg−1 of Cd plus 2 mg kg−1 of Zn (faint blue). Values are expressed as
mean ± S.E.M. Data were analyzed by two-way repeated-measures ANOVA followed
by  Duncan’s multiple range post hoc test. Different letters indicate statistical differ-
ences at p < 0.05. (For interpretation of the references to color in this figure legend,
the  reader is referred to the web version of this article.)

Table 1
Zinc and cadmium concentrations in nervous tissue.

Groups Zn* Cd#

Control 14.02 ± 0.31 NDa

2 mg kg−1Zn 13.72 ± 0.22 NDa

0.25 mg  kg−1Cd 14.18 ± 0.63 122.27 ± 22.16b

0.25 mg  kg−1Cd + 2 mg kg−1Zn 13.22 ± 0.46 89.02 ± 21.01b

1 mg.kg-1Cd 13.07 ± 0.32 209.86 ± 20.86c

1 mg kg−1Cd + 2 mg kg−1Zn 13.29 ± 0.38 198.81 ± 17.72c
60 M.M. Braga et al. / Toxico

 mM �-ALA, 80 mM sodium phosphate buffer (pH 6.4) and brain
upernatant (100 �g of protein per assay). To obtain �-ALA-D reac-
ivation (n = 5–7), DTT (2 mM)  was also added to the medium in
dditional set of tubes as reported by Perottoni et al. [38]. The reac-
ion was performed at 37 ◦C for 2 h, and PBG was determined using
hrlich’s reagent at 555 �m,  with a molar absorption coefficient of
.1 × 104 M−1 for the Ehrlich-PBG salt.

.9. Protein concentration

The protein content was estimated according to Lowry et al. [39].

.10. Statistical analysis

Statistical results were obtained by STATISTICA/w 5.0 software
nd reported as mean ± S.E.M. The body weight gain and food intake
ere analyzed by two-way repeated-measures ANOVA, using days,
d and Zn as factors. The neurochemical data were evaluated by
wo-way ANOVA, using Cd and Zn as factors. Post hoc comparisons
ere performed using Duncan’s multiple range test, and p < 0.05
as considered statistically significant.

. Results

.1. Body weight and food intake

Statistical analysis by two-way repeated-measures ANOVA
ndicated a significant effect of Cd (F[2,46] = 22.7; p < 0.001),
ays (F[9,414] = 10.4; p < 0.001), Zn × Cd interaction (F[2,46] = 9.8;

 < 0.001), Cd × days interaction (F[18,414] = 16.3; p < 0.001), and
n × Cd × days interaction (F[18,414] = 10.5; p < 0.001) on body
eight gain (Fig. 1A). Based on the initial and final weight difference

f each animal, the control group showed a significant mean weight
ain (25.4 ± 2.6 g) during the trial period, while Zn (0.4 ± 3.2 g),
.25 mg  kg−1 of Cd (0.8 ± 3.8 g) and 0.25 mg  kg−1 of Cd plus Zn
1.1 ± 1.9 g) did not show significant increase in body weight after
reatment period. The administration of 1 mg  kg−1 of Cd caused

 significant decrease in the body weight of rats (−34.6 ± 3.8 g).
owever, co-administration of Zn attenuated the Cd-induced body
eight loss (−10.8 ± 4.2 g).

The analysis across 1-day intervals (Fig. 1B) by two-way
epeated-measures ANOVA indicated a significant effect of
d (F[2,12] = 27.5; p < 0.001), days (F[9,108] = 1178.2; p < 0.001),
n × Cd interaction (F[2,12] = 9.3; p < 0.01), Cd × days interac-
ion (F[18,108] = 38.7; p < 0.001), and Zn × Cd × days interaction
F[18,108] = 15.4; p < 0.001) on food intake. After 10 days of treat-

ent, Zn (155.9 ± 4.5 g), 0.25 mg  kg−1 of Cd (149.0 ± 8.0 g) and
.25 mg  kg−1 of Cd plus Zn (150.9 ± 9.2 g) did show a slight decrease

n the food intake compared to the control group (214.0 ± 4.6 g).
n contrast, the exposure to 1 mg  kg−1 of Cd caused a significant
ecrease in the food intake of animals (73.4 ± 15.4 g), and the co-
dministration of Zn did attenuate this Cd effect (125.8 ± 13.5 g).
n addition, co-administration of Zn also abolished the mortality
aused by 1 mg  kg−1 of Cd (∼22%).

.2. Zn and Cd content

Two-way ANOVA showed only a significant effect of Cd in the
ccumulation of cerebral Cd (F[2,22] = 52.16; p < 0.001). The treat-
ents did not modify the levels of Zn in the brain of rats (Table 1).

admium was not detected in the brains of the control and the

n-treated group. However, Cd administration increased the lev-
ls of Cd in the brain and the accumulation was dose-dependent.
ccordingly, treatment with 1 mg  kg−1 of Cd did induce higher
ccumulation of Cd in the brain compared to 0.25 mg  kg−1 of Cd.

Different letters indicate statistical difference with p < 0.05. ND – not detectable.
* Data are presented as �g/g tissue, means ± S.E.M., n = 5–6.
# Data are presented as �g/g tissue, means ± S.E.M., n = 3–6.
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Fig. 2. Brain concentration of TBARS after administrations with metals (n = 5–8). The
gray and black bars indicate treatments with and without 2 mg  kg−1 of Zn, respec-
tively. The x-axis represents administrations with 0, 0.25, and 1 mg  kg−1 of Cd. Values
are expressed as mean ± S.E.M. Data were analyzed by two-way ANOVA followed by
Duncan’s multiple range post hoc test. Different letters indicate statistical differences
at p < 0.05.

Fig. 3. Brain concentration of MT  after treatments with metals (n = 7–9). The gray
and black bars indicate treatments with and without 2 mg  kg−1 of Zn, respectively.
The x-axis represents administrations with 0, 0.25, and 1 mg kg−1 of Cd. Values are
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Table 2
Specific activity and reactivation index of �-ALA-D in nervous tissue.

Groups Specific activitya Reactivationb

Control 24.0 ± 3.4 10.3 ± 1.5
2  mg kg−1Zn 24.3 ± 2.0 11.4 ± 2.9
0.25 mg kg−1Cd 19.9 ± 1.8 12.8 ± 1.3
0.25 mg kg−1Cd + 2 mg kg−1 Zn 23.2 ± 1.5 10.4 ± 0.8
1  mg kg−1Cd 22.3 ± 1.8 13.8 ± 2.4
1  mg kg−1Cd + 2 mg kg−1Zn 23.9 ± 1.3 11.3 ± 1.6

a Data are presented as �mol PBG/min/mg protein, means ± S.E.M., n = 5–7.
xpressed as mean ± S.E.M. Data were analyzed by two-way ANOVA followed by
uncan’s multiple range post hoc test. Different letters indicate statistical differences
t p < 0.05.

admium accumulation was not modified by co-administration of
n (Table 1).

.3. TBARS levels

The two-way ANOVA test showed only a significant effect of Cd
n the TBARS levels (F[2,31] = 7.53; p < 0.01) (Fig. 2). The adminis-
ration of Zn, 1 mg  kg−1 of Cd and 1 mg  kg−1 of Cd plus Zn caused
o effect on TBARS. In contrast, the animals showed a significant

ncrease in TBARS content after treatment with 0.25 mg  kg−1 of Cd
r 0.25 mg  kg−1 of Cd plus Zn.

.4. MT  levels

The statistical analysis indicated only a significant effect of Cd
n MT  levels (F[2,39] = 21.98; p < 0.001). The MT  levels are depicted
n Fig. 3. The groups administered with 0.25 mg  kg−1 of Cd and
.25 mg  kg−1 of Cd plus Zn showed significant reduction in amount

f MT  in the brain, while 1 mg  kg−1 of Cd (with or without Zn) did
ot change the content of MT.  Moreover, Zn treatment did not mod-

fy MT  content, and Zn co-administration did not interfere also in
d effects in MT  levels.
b Data are presented as percentage of basal �-ALA-D activity augment,
means ± S.E.M., n = 5–7.

3.5. ı-ALA-D activity

The two-way ANOVA analysis for activity and reactivation of
�-ALA-D also yielded no significant effect. The cerebral �-ALA-
D activities were not modified in treatments with Zn and/or Cd
(Table 2). Similarly, the evaluation of enzyme reactivation indicated
no change in this parameter (Table 2).

4. Discussion

The interaction between Cd and Zn has been studied in the
last decade [16]. The interest in Cd–Zn interaction is due to Cd be
an environmental pollutant with potential action in Zn-dependent
pathways in biological systems. The exposure to Cd can modify Zn
homeostasis by inducing the transport of Zn to target organs such
as liver and kidneys [16]. However, Zn can blunt or reverse the
toxicity of Cd [16]. In previous study, we have also reported that
Zn protected against mortality and loss of body weight caused by
Cd, and these results were associated to a mitigating effect of Zn
against Cd-induced changes in MT  levels in the liver of rats [27].
In the present work, we  have investigated whether the interaction
between these metals could also be extended to the brain. Here,
we observed that the mortality, body weight loss, and food intake
deprivation caused by subacute administration of Cd was  associ-
ated to cerebral accumulation of Cd, but Zn levels were not altered
in the nervous tissue of Cd-treated rats. The Zn-dependent activity
of brain �-ALA-D was not also modified after treatments with Cd
and/or Zn. However, the treatment with 0.25 mg  kg−1 of Cd caused
a decrease in MT  levels and a stimulation in the lipid peroxidation
in the brain. Finally, the co-administration of Zn did not attenuate
any effect induced by Cd in the brain.

It is well known that Zn is an essential metal in the body, where
presents cofactor function on important enzymes [40]. In addition,
Zn has special role in the brain of vertebrates, because it is also a
neuromodulator in excitatory synapses [26]. In contrast to Zn, Cd
is a toxic metal that scarcely reaches the brain under normal con-
ditions due to the presence of the blood brain barrier (BBB) [41].
However, our results clearly demonstrate that i.p. administration
of Cd resulted in accumulation of this metal in the brain. Thus, this
change could indicate a possible alteration in cerebral Zn content,
since it has been reported a modification in tissue levels of Zn in
Cd target organs [16]. Nevertheless, we observed no modification
in cerebral Zn caused by Cd accumulation, such as demonstrated
in previous studies [28–30]. Moreover, our data also showed that
Zn co-administration was unable to alter Zn and Cd levels in the
brain. These results could indicate that brain responds differently to
exposure to Cd in comparison to other tissues. However, a previous
study has reported that Zn pre-treatment promoted simultane-
ously a lower and higher accumulation of Cd in the brain and liver,

respectively [42]. Thus, it is possible that cerebral accumulation of
Cd was  not enough to trigger an increase in Zn content as observed
previously in the liver.
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The co-administration of Zn did cause no effect in the cerebral
ccumulation of Cd, but the protective action of Zn on harmful
ffects caused by Cd in animals status could be explained for a neu-
ochemical action of these metals. In the current study, we  have
valuated TBARS and MT  content, because Cd has known action on
oth biochemical endpoints [7,22]. Although, we  obtained a con-
iderable background in TBARS technique by non-specific reactions
43–46], which could have underestimated lipid peroxidation, our
esults showed that exposure to lowest dose of Cd did increase lipid
amages as previously reported [47]. Interestingly, we  observed
hat these effects were related to reduction in MT  levels. Since MT
resents Cd chelating properties as well as scavenging ability of
eactive oxygen species [48–51], it is supposed that lipid damage
erformed by 0.25 mg  kg−1 of Cd did occur as consequence of low

evels of MT.  This hypothesis is further supported by administra-
ion of 1 mg  kg−1 of Cd, which did not change lipid peroxidation
ate and MT  levels. Consequently, it could be expected a protec-
ive mechanism of Zn involving overexpression of MT.  However,
t was noted that co-administration of Zn was not able to modify
he effects of Cd on lipid peroxidation and MT  levels in the brain.
here are scarce data about the evaluation of these parameters in
he brain after Cd and Zn exposure, but it has been reported that
he methamphetamine-induced lipid peroxidation was attenuated
y an increment on MT  levels in dopaminergic cells after Zn pre-
reatment [52,53]. Moreover, in vivo studies showed an increase in
ranscriptional expression of MT  caused by intracerebroventricu-
ar injection of Zn [54,55]. In fact, these studies indicate the similar
bility of Zn as inducer of MT  expression in the brain, such as
bserved in other tissues [22]. As we observed no changes on total
n content in the brain, the administration of 2 mg  kg−1 of Zn by
.p. route, as we  performed, was possibly insufficient to modulate

T content and lipid peroxidation in the nervous tissue. Therefore,
t is suggested that the protective mechanism of Zn on effects of Cd
n animal status is not related to lipid peroxidation and MT  levels
n the brain.

An important role of the MT  is the control of cellular lev-
ls of Zn [48,50]. Indeed, the change in MT  levels caused by Cd
ould affect the function of Zn-dependent biomolecules. In order
o obtain data about this hypothesis, we evaluated the thiol- and
n-dependent acitivity of �-ALA-D [21,37]. Based on our results,
he cerebral enzyme function was preserved in any of the exper-
mental groups, including those animals with low levels of MT.
ther works have reported also no change in brain �-ALA-D activ-

ty of rodents after exposure to Cd [24,56,57]. Since the �-ALA-D is
ne of the enzymes most sensitive to cellular levels of Zn and Cd
58,59], all these results support that the Zn-dependent activities
ere probably little affected in the brain after Zn and Cd treat-
ents.
In the present study, the animal status showed an attenuating

ffect of Zn on Cd toxicity, but Zn administration did not modify
ny action performed by Cd in neurochemical parameters. Interest-
ngly, these data indicate a protective Zn mechanism weakly related
o the brain. However, this does not exclude fully the involvement
f the brain on mitigatory function of Zn on Cd. Indeed, other poten-
ial molecules as well as specific cerebral structures may  be a target
f Zn–Cd interaction in the brain. For instance, calcium (Ca) uptake
60] and the expression of Ca transporter-1 [61] are deeply modu-
ated by Cd and Zn in the kidney tissue and these same Ca molecular
omponents could be sensitive to interactive effect of Zn and Cd in
he brain. In addition, some structural brain parts could be differ-
ntly affected for both metals, since a small fraction of total Zn
rain, the chelatable Zn pool, is heterogeneously distributed in the

NS [26]. In this case, the structures with high and/or low levels of
helatable Zn could present an interactive effect of Cd and Zn, which
e did not observe in the whole brain. Thus, future additional stud-

es, investigating Zn–Cd interaction in Ca-related molecules and

[

eports 2 (2015) 858–863

chelatable Zn of brain structures, can complement our findings on
total Zn content in the whole brain.

In summary, this is the first study considering multiple expo-
sures of Cd and Zn on these Zn-dependent pathways. Under a whole
brain approach, we  demonstrated that the brain is also subject to Cd
action, leading to lipid damage associated to reduction in the levels
of MT.  However, in contrast to liver, Zn treatment did not modify the
cerebral effects caused by Cd. Therefore, these data strongly indi-
cate that the protective effect of Zn on impairments induced by Cd
in animal status is predominantly restricted to molecular mecha-
nisms at peripheral tissues, because these organs are possibly most
susceptible to Cd accumulation than the brain.

Funding

This study was supported by FINEP research grant “Rede
Instituto Brasileiro de Neurosciência (IBN-Net)” # 01.06.084200.
We also express our special thanks to Prof. Dr. Tuiskon Dick
(1927–2008) by the guidance of this work and mainly for his con-
tribution to Brazilian Science.

Conflict of interest

None declared.

References

[1] IPCS, Cadmium Environmental Health Criteria, 134, World Health
Organization, 1992.

[2] R.A. Goyer, Toxic effect of metals, in: C.D. Klaassen (Ed.), Toxicology: The Basic
Science of Poisons, McGraw-Hill, New York, 1991, pp. 623–680.

[3] P.L. Goering, M.P. Waalkes, C.D. Klaassen, Toxicology of cadmium, in: R.A.
Goyer, M.G. Cherian (Eds.), Handbook of Experimental Pharmacology,
Springer-Verlag, New York, 1995, pp. 189–213.

[4] M.M.  Sayeda, K.M.A. Hassanein, W.  Senosy, Protective effects of
thymoquinone and L-cysteine oncadmium-induced reproductive toxicity in
rats, Toxicol. Rep. 1 (2014) 612–620.

[5] B.R. Simon, M.J. Wilson, J.K. Wickliffe, The RPTEC/TERT1 cell line models key
renal cell responses tothe environmental toxicants, benzo[a]pyrene and
cadmium, Toxicol. Rep. 1 (2014) 231–242.

[6] B.R. Simon, M.J. Wilson, D.A. Blake, H. Yu, J.K. Wickliffe, Cadmium alters the
formation of benzo[a]pyrene dna adducts in the RPTEC/TERT1 human renal
proximal tubuleepithelial cell line, Toxicol. Rep. 1 (2014) 391–400.

[7] M.  Sinha, P. Manna, P.C. Sil, Induction of necrosis in cadmium-induced hepatic
oxidative stress and its prevention by the prophylactic properties of taurine, J.
Trace Elem. Med. Biol. 23 (2009) 300–313.

[8] G.H. El-Sokkary, A.A. Nafady, E.H. Shabash, Melatonin administration
ameliorates cadmium-induced oxidative stress and morphological changes in
the  liver of rat, Ecotoxicol. Environ. Saf. 73 (2010) 456–463.

[9] Y. Wang, Y. Wu,  K. Luo, Y. Liu, M.  Zhou, S. Yan, H. Shi, Y. Cai, The protective
effects of selenium on cadmium-induced oxidative stress and apoptosis via
mitochondria pathway in mice kidney, Food Chem. Toxicol. 58 (2013) 61–67.

10] R.T. Abib, K.C. Peres, A.M. Barbosa, T.V. Peres, A. Bernardes, L.M. Zimmermann,
A. Quincozes-Santos, H.D. Fiedler, R.B. Leal, M.  Farina, C. Gottfried,
Epigallocatechin-3-gallate protects rat brain mitochondria against
cadmium-induced damage, Food Chem. Toxicol. 49 (2011) 2618–2623.

11] L. Chen, B. Xu, L. Liu, Y. Luo, H. Zhou, W.  Chen, T. Shen, X. Han, C.D. Kontos, S.
Huang, Cadmium induction of reactive oxygen species activates the mtor
pathway, leading to neuronal cell death, Free Radic. Biol. Med. 50 (2011)
624–632.

12] M.  Hobson, M.  Milhouse, B. Rajanna, Effects of cadmium on the uptake of
dopamine and norepinephrine in rat brain synaptosomes, Bull. Environ.
Contam. Toxicol. 37 (1986) 421–426.

13] A. Minami, A. Takeda, D. Nishibaba, S. Takefuta, N. Oku, Cadmium toxicity in
synaptic neurotransmission in the brain, Brain Res. 894 (2001) 336–339.

14] J. Son, S.-E. Lee, B.-S. Park, J. Jung, H.S. Park, J.Y. Bang, G.Y. Kang, K. Cho,
Biomarker discovery and proteomic evaluation of cadmium toxicity on a
collembolan species, Paronychiurus kimi (Lee), Proteomics 11 (2011)
2294–2307.

15] M.K. Viaene, R. Masschelein, J. Leenders, L.J.V.C. Swerts, M.  De Groof, H.A.
Roels, Neurobehavioural effects of occupational exposure to cadmium: a cross
sectional epidemiological study, Occup. Environ. Med. 57 (2000) 19–27.

16] M.M.  Brzóska, J. Moniuszko-Jakoniuk, Interactions between cadmium and

zinc in the organism, Food Chem. Toxicol. 39 (2001) 967–980.

17] L. Chouchene, M.  Banni, A. Kerkeni, K. Said, I. Messaoudi, Cadmium-induced
ovarian pathophysiology is mediated by change in gene expression pattern of
zinc transporters in zebrafish (Danio rerio), Chem. Biol. Interact. 193 (2011)
172–179.

http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0005
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0010
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0015
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0020
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0025
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0030
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0035
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0040
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0045
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0050
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0055
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0060
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0065
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0070
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0075
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0080
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0085


logy R

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

[

M.M. Braga et al. / Toxico

18] D. Zhang, J. Gao, K. Zhang, X. Liu, J. Li, Effects of chronic cadmium poisoning on
Zn,  Cu Fe, Ca, and metallothionein in liver and kidney of rats, Biol. Trace Elem.
Res. 149 (2012) 57–63.

19] E.K. Jaffe, S.P. Salowe, N.T. Chen, P.A. DeHaven, Porphobilinogen synthase
modification with methylmethanethiosulfonate. A protocol for the
investigation of metalloproteins, J. Biol. Chem. 259 (1984) 5032–5036.

20] S. Sommer, D. Beyersmann, Zinc and cadmium in 5-aminolevulinic acid
dehydratase: equilibrium, kinetic, and 113Cd-NMR studies, J. Inorg. Biochem.
20 (1984) 131–145.

21] J.B.T. Rocha, R.A. Saraiva, S.C. Garcia, F.S. Gravina, C.W. Nogueira,
Aminolevulinate dehydratase (D-ALA-D) as marker protein of intoxication
with metals and other pro-oxidant situations, Toxicol. Res. 1 (2012) 85–102.

22] S.K. Tandon, S. Singh, S. Prasad, N. Mathur, Hepatic and renal metallothionein
induction by an oral equimolar dose of zinc, cadmium or mercury in mice,
Food Chem. Toxicol. 40 (2001) 571–577.

23] el H. Jihen, M.  Imed, H. Fatima, K. Abdelhamid, Protective effects of selenium
(Se)  and zinc (Zn) on cadmium (Cd) toxicity in the liver of the rat: effects on
the oxidative stress, Ecotoxicol. Environ. Saf. 72 (2009) 1559–1564.

24] E.C. Goulart, C.A. Pereira, R.C. Garcia, M.B. Giacomelli, A.L. Rodrigues, Effects of
lead and/or zinc exposure during the second stage of rapid postnatal brain
growth on delta-aminolevulinate dehydratase and negative geotaxis of
suckling rats, Braz. J. Med. Biol. Res. 34 (2001) 785–790.

25] M.Ø. Pedersen, R. Jensen, D.S. Pedersen, A.D. Skjolding, C. Hempel, L. Maretty,
M.  Penkowa, Metallothionein-I + II in neuroprotection, Biofactors 35 (2009)
315–325.

26] P. Paoletti, A.M. Vergnano, B. Barbour, M.  Casado, Zinc at glutamatergic
synapses, Neuroscience 158 (2009) 126–136.

27] M.M. Braga, T. Dick, D.L. de Oliveira, A.S. Guerra, M.C. Leite, A.P. Ardais, D.O.
Souza, J.B.T. Rocha, Cd modifies hepatic Zn deposition and modulates �-ALA-D
activity and MT levels by distinct mechanisms, J. Appl. Toxicol. 32 (2012)
20–25.

28] M.M. Brzóska, J. Moniuszko-Jakoniuk, M.  Jurczuk, M.  Galazyn-Sidorczuk, J.
Rogalska, Effect of short-term ethanol administration on cadmium retention
and bioelement metabolism in rats continuously exposed to cadmium,
Alcohol Alcohol. 35 (2000) 439–445.

29] S. Oishi, J. Nakagawa, M.  Ando, Effects of cadmium administration on the
endogenous metal balance in rats, Biol. Trace Elem. Res. 76 (2000) 257–278.

30] N. Höfer, P. Diel, J. Wittsiepe, M.  Wilhelm, G.H. Degen, Dose- and
route-dependent hormonal activity of the metalloestrogen cadmium in the
rat  uterus, Toxicol. Lett. 191 (2009) 123–131.

31] G. Hopf, R. Böcker, J. Bischoff, M.G. Werner, C.J. Estler, Investigation into
combined effect of ethanol and cadmium on rat liver and kindneys, Arch.
Toxicol. 64 (1990) 470–473.

32] M.H. Kown, T. Van der Steenhoven, F.G. Blankenberg, G. Hoyt, G.J. Berry, J.F.
Tait, H.W. Strauss, R.C. Robbins, Zinc-mediated reduction of apoptosis in
cardiac allografts, Circulation 102 (2000) III228–232.

33] USEPA, Microwave Assisted Acid Digestion of Siliceous and Organically Based
Matrices, U. S. Environmental Protection Agency, 1996, accessed 10.14 http://
www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052

34] H.H. Draper, M.  Hadley, Malondialdehyde determination as index of lipid
peroxidation, Methods Enzymol. 186 (1990) 421–431.

35] R.J. Cousins, Measurement of human metallothionein by enzyme-linked
immunosorbent assay, Methods Enzymol. 205 (1991) 131–140.

36] R.D. Palmiter, S.D. Findley, T.E. Whitmore, D.M. Durnam, MT-III, a brain
specific member of the metallothionein gene family, Proc. Natl. Acad. Sci. U. S.
A.  89 (1992) 6333–6337.

37] S. Sassa, Delta-aminolevulinic acid dehydratase assay, Enzyme 28 (1982)
133–145.

38] J. Perottoni, F.C. Meotti, V. Folmer, L. Pivetta, C.W. Nogueira, G. Zeni, J.B.T.
Rocha, Ebselen and diphenyl diselenide do not change the inhibitory effect of
lead acetate on delta-aminolevulinate dehydratase, Environ. Toxicol.

Pharmacol. 19 (2005) 239–248.

39] O.H. Lowry, N.J. Rosebrough, A.L. Farr, R.J. Randall, Protein measurement with
Folin phenol reagent, J. Biol. Chem. 193 (1951) 265–275.

40] B.L. Vallee, D.S. Auld, Zinc coordination, function and structure of zinc
enzymes and other proteins, Biochemistry 29 (1990) 5647–5659.

[

eports 2 (2015) 858–863 863

41] B. Arvidson, H. Tjälve, Distribution of 109Cd in the nervous system of rats
after intravenous injection, Acta Neuropathol. 69 (1986) 111–116.

42] C.C. Conrad, C.A. Walter, A. Richardson, M.A. Hanes, D.T. Grabowski, Cadmium
toxicity and distribution in metallothionein-I and -II deficient transgenic
mice, J. Toxicol. Environ. Health 52 (1997) 527–543.

43] D. Grotto, L. Santa Maria, J. Valentini, C. Paniz, G. Schmitt, S.C. Garcia, V.J.
Pomblum, J.B.T. Rocha, M.  Farina, Importance of the lipid peroxidation
biomarkers and methodological aspects for malondialdehyde quantification,
Quim. Nova 32 (2009) 169–174.

44] J. Lykkesfeldt, Determination of malondialdehyde as dithiobarbituric acid
adduct in biological samples by HPLC with fluorescence detection:
comparison with Ultraviolet–visible spectrophotometry, Clin. Chem. 47
(2001) 1725–1727.

45] H.F. Moselhy, R.G. Reid, S. Yousef, S.P. Boyle, A specific, accurate, and sensitive
measure of total plasma malondialdehyde by HPLC, J. Lipid Res. 54 (2013)
852–858.

46] R.L. Puntel, D.H. Roos, D. Grotto, S.C. Garcia, C.W. Nogueira, J.B. Rocha,
Antioxidant properties of Krebs cycle intermediates against malonate
pro-oxidant activity in vitro: a comparative study using the colorimetric
method and HPLC analysis to determine malondialdehyde in rat brain
homogenates, Life Sci. 81 (2007) 51–62.

47] S. Nemmiche, D. Chabane-Sari, P. Guiraud, Role of alpha-tocopherol in
cadmium induced oxidative stress in wistar rat’s blood, liver and brain, Chem.
Biol. Interact. 170 (2007) 221–230.

48] R.J. Cousins, Absorption, transport and hepatic metabolism of copper and
zinc: special reference to metallothionein in biological tissues, Physiol. Rev.
65 (1985) 238–309.

49] Y. Liu, J. Liu, M.B. Iszard, G.K. Andrews, R.D. Palmiter, C.D. Klaassen, Transgenic
mice that overexpress metallothionein-I are protected from cadmium
lethality and hepatotoxicity, Toxicol. Appl. Pharmacol. 135 (1995) 222–228.

50] M.  Vasak, Advances in metallothionein structure and functions, J. Trace Elem.
Med. Biol. 19 (2005) 13–17.

51] W.  Maret, Zinc coordination environments in proteins as redox sensors and
signal transducers, Antioxid. Redox Signal. 8 (2006) 1419–1441.

52] A. Ajjimaporn, J. Swinscoe, S. Shavali, P. Govitrapong, M.  Ebadi,
Metallothionein provides zinc-mediated protective effects against
methamphetamine toxicity in SK-N-SH cells, Brain Res. Bull. 67 (2005)
466–475.

53] A. Ajjimaporn, S. Shavali, M.  Ebadi, P. Govitrapong, Zinc rescues dopaminergic
SK-N-SH cell lines from methamphetamine-induced toxicity, Brain Res. Bull.
77  (2008) 361–366.

54] V.K. Paliwal, P.L. Iversen, M.  Ebadi, Regulation of zinc metallothionein II
mRNA level in rat brain, Neurochem. Int. 17 (1990) 441–447.

55] R. Hao, D.R. Cerutis, H.S. Blaxall, J.F. Rodriguez-Sierra, R.F. Pfeiffer, M. Ebadi,
Distribution of zinc metallothionein I mRNA in rat brain using in situ
hybridization, Neurochem. Res. 19 (1994) 761–767.

56] F.W. Santos, G. Zeni, A.M. Fávero, C.W. Nogueira, Diphenyl diselenide reverse
cadmium induced oxidative damage on mice tissues, Chem. Biol. Interact. 151
(2005) 159–165.

57] C. Luchese, R. Brandão, R. de Oliveira, C.W. Nogueira, F.W. Santos, Efficacy of
diphenyl diselenide against cerebral and pulmonary damage induced by
cadmium in mice, Toxicol. Lett. 173 (2007) 181–190.

58] T. Emanuelli, J.B.T. Rocha, M.E. Pereira, P.C. Nascimento, D.O.G. Souza, F.A.
Beber, Aminolevulinate dehydratase inhibition by 2,3-dimercaptopropanol is
mediated by chelation of zinc from a site involved in maintaining cysteinyl
residues in a reduced state, Pharmacol. Toxicol. 83 (1998) 95–103.

59] C.W. Nogueira, F.A. Soares, P.C. Nascimento, D. Muller, J.B.T. Rocha,
2,3-Dimercaptopropane-1-sulfonic acid and meso-2,3-dimercaptosiccinic
acid increase mercury and cadmium-induced inhibition of �-aminolevulinate
dehydratase, Toxicology 184 (2003) 85–95.

60] E. Gagnon, A. Hontela, C. Jumarie, Reciprocal inhibition of cd and ca uptake in

isolated head kidney cells of rainbow trout (Oncorhynchus mykiss), Toxicol. In
Vitro 21 (2007) 1077–1086.

61] K.S. Min, H. Ueda, K. Tanaka, Involvement of intestinal calcium transporter 1
and  metallothionein in cadmium accumulation in the liver and kidney of mice
fed a low-calcium diet, Toxicol. Lett. 176 (2008) 85–92.

http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0090
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0095
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0100
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0105
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0110
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0115
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0120
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0125
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0130
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0135
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0140
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0145
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0150
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0155
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0160
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://www.epa.gov/waste/hazard/testmethods/sw846/pdfs/3052
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0170
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0175
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0180
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0185
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0190
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0195
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0200
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0205
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0210
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0215
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0220
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0225
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0230
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0235
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0240
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0245
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0250
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0255
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0260
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0265
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0270
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0275
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0280
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0285
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0290
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0295
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0300
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305
http://refhub.elsevier.com/S2214-7500(15)30009-3/sbref0305

	Evaluation of zinc effect on cadmium action in lipid peroxidation and metallothionein levels in the brain
	1 Introduction
	2 Materials and methods
	2.1 Chemicals
	2.2 Animals
	2.3 Treatments and tissue preparation
	2.4 Body weight and food intake
	2.5 Zn and Cd determination
	2.6 Thiobarbituric acid-reactive substances
	2.7 Metallothionein content
	2.8 δ-ALA-D activity
	2.9 Protein concentration
	2.10 Statistical analysis

	3 Results
	3.1 Body weight and food intake
	3.2 Zn and Cd content
	3.3 TBARS levels
	3.4 MT levels
	3.5 δ-ALA-D activity

	4 Discussion
	Funding
	Conflict of interest
	References


