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Abstract: In this study, the contents of selected heavy metals (Zn, Cu, Cd, Pb, Cr, and Ni) and
macroelements (C, N, K, P, S, Mg, Na, and Ca) were measured in wild mushrooms growing in a
heavily polluted forest ecosystem in the northeastern part of the Upper Silesian Industrial Region.
The research was conducted on 10 species of mushrooms belonging to three families: Boletaceae,
Russulaceae, and Suillaceae. Using a spatial autoregressive model, the study showed a strong
relationship between heavy metal concentrations (especially Zn, Pb, and Cd) and the distance from
a source of industrial pollution (a zinc smelter, Huta Miasteczko Slaskie). The concentrations of
potentially toxic metals (Pb and Cd) in mushrooms significantly exceeded food-acceptable standards.
The bioconcentration factor (BCF), calculated as the ratio between the concentration in mushroom
tissues and in forest soils overall, reached the highest values for cadmium (Cd). The highest
accumulation capacity for Cd was noted for Imleria badia (BCF = 9.18), which was also the most
abundant mushroom species in the study plots. In general, the established threshold values for Pb
and Cd concentrations in consumer mushrooms and food products were exceeded up to almost
30-fold in the studied area. We conclude that the potential risk to human health of the toxic elements
that enter the food chain through the harvesting and consumption of wild mushrooms from this
region is significant.

Keywords: edible mushrooms; environmental pollution; potentially toxic elements

1. Introduction

Wild mushrooms are a popular delicacy collected in many countries around the world, for example,
in Central, East, and South Europe and in Asia [1-4]. They are traditionally recognized as a valuable
source of nutrients and as being useful in the prevention of diseases such as hypertension and
cancer [5-7]. At the same time, however, they absorb heavy metals from the environment particularly
easily [8,9]. Many authors have pointed out that they can thus be useful as bioindicator species [5,10-12].
According to Kala¢ and Svoboda [1], depending on the species, mushrooms can accumulate much
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higher concentrations of heavy metals, especially cadmium, mercury, lead, and copper, than other
foods. The processes of absorption of heavy metals by mushrooms from the soil and the internal
transport and accumulation of macro- and microelements in mushrooms are largely influenced by
genetic and environmental factors. The main environmental factors affecting bioaccumulation of heavy
metals in mushrooms include soil pH and texture, organic matter content, enzyme activity, and the
stage of individual development [1,3]. High contents of heavy metals, such as cadmium, lead, mercury,
or arsenic, in mushrooms may pose a particularly large problem and threat to human health [1,12,13].
According to Kala¢ et al. [10] and Kala¢ and Svoboda [1], fungi have the ability to absorb heavy metals
from their substrate and accumulate them in their fruiting bodies at concentrations well above those in
the substrate on which they grew. Special care should be exercised during harvesting and subsequent
consumption in places where metal ores have been mined and processed for tens or even hundreds of
years, leading to severe environmental contamination with these elements.

The Olkusz-Tarnowskie Gory region (Southern Poland), where zinc-lead ores have been mined
and processed for centuries, is one of the more heavy-metal-contaminated areas of Central Europe,
as evidenced by numerous publications [14-18]. The heavy metals introduced into that region have
accumulated in the soils, as well as in plant and animal tissues [19-26].

The aims of this study were as follows:

(i) Determine the accumulation levels of selected heavy metals in forest mushrooms and assess
the bioconcentration factor (BCF) in relation to soil and forest floor litter in forests under high
pressure of industrial pollution, in the context of a risk assessment of the potential threats to the
food chain and human health;

(ii) Determine which mushroom species and families accumulate the highest levels of heavy metals,
under the studied conditions;

(iii) Describe the relationships between heavy metal contents in the mushroom tissues and the distance
from the source of pollution;

(iv) Determine the possible impacts of high contents of Cd and Zn on the uptake of macroelements by
the studied mushrooms.

2. Material and Methods

2.1. Study Area and Material

The material for the study consisted of the fruiting bodies of mushrooms collected in autumn
of 2013 and 2014, in the Swierklaniec Forest District, Brynica sub-district, which directly borders the
“Miasteczko Slaskie” zinc smelter (HCMS). The mushrooms were harvested from 100 m? permanent
research plots (Figure 1) that were arranged in a regular grid of squares 1500 m on a side. The completely
developed and mature fruiting bodies of the investigated mushrooms were collected randomly.
Each sample consisted of 10 individuals of a given species. The mushrooms were collected and
determined based on experience of picker. At the same time, the surface soil layer (0-20 cm) and litter
were sampled from all 31 plots.

The study areas are located to the northeast and east of the HCMS (50°29'017-50°32'25" N,
18°57’107-19°08"43" E), so that they are downwind for the prevailing wind direction where the largest
amounts of pollutants are transferred from HCMS. The areas in question were covered with fresh mixed
coniferous forest and wet mixed coniferous forest dominated by Haplic Podzols and Gleyic Podzols
soils [27]. The plots are located in stands belonging to age classes II to IV [28]. Coordinates (x and y)
were assigned to each plot. In the field, the plots were located with a Global Positioning System receiver.
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Figure 1. Location of trial plots within the Swierklaniec Forest District, the Brynica sub-district (a—trial
plots, b—zinc smelter, and c—Brynica forest sub-district).

2.2. Laboratory Analyses

Immediately after harvesting, sand and other impurities were thoroughly cleaned from the
fruiting bodies of the mushrooms, with a plastic knife. They were then dried for several days, at room
temperature, in a well-ventilated, dry, and clean place, and then transported to the laboratory. In the
laboratory, the mushrooms were dried until a constant mass was obtained, in a laboratory dryer
(at 60 °C), and crushed in a laboratory mill. Then the mushrooms were mineralized, “in wet procedure”,
in a mixture of concentrated nitric and perchloric acids, in the ratio 3:1. The contents of the following
elements were determined in the samples prepared in this way: Ca, K, P, Mg, Na, Cd, Cr, Cu, Nj,
Pb, and Zn, using the ICP-AES plasma emission spectrometry technique with a Thermo Scientific
iCAP 6000 Series ICP-OES spectrometer (Thermo scientific, Waltham, MA, USA). The calibration
was carried out by using certified multi-element ICP-IV Merck standard solution (Merck, Darmstadt,
Germany). The quality of the data was verified by using internal mushroom standards. The total
organic carbon (TOC), nitrogen (N), and sulfur (S) contents were determined by using a LECO TruMac
element analyzer (LECO Corporation, St. Joseph, MI, USA).

For the surface soil samples, the following parameters were determined: the texture was measured
with a Fritsch GmbH Laser Particle Sizer ANALYSETTE 22 (Fritsch GmbH, Idar-Oberstein, Germany),
pH in water; and Zn, Pb, and Cd contents were determined by using the a ICP-AES technique,
with a Thermo Scientific iCAP 6000 Series ICP-OES spectrometer. The calibration was carried out,
using certified multi-element ICP-IV Merck standard solution. The quality of the data was verified by
using certified reference material CRM023-050-TraceMetals-Sandy Loam 7 (RT Corporation, Laramie,
WY, USA). The contents of Zn, Pb, and Cd in the litter samples were determined with the same
technique. In determining the contents of heavy metals in all tested materials, the precision and
accuracy of the method were established. All laboratory measurements of each sample were performed
at least twice.

2.3. Statistical Analysis

Multidimensional analysis techniques were used to analyze the concentrations of heavy metals
in edible mushrooms. To identify which heavy metals were present in the highest concentrations in
which mushrooms, species were grouped into families, and each metal was checked for differences in



Forests 2020, 11, 1240 4 of 14

accumulation among families. For this purpose, a multivariate analysis of variance (MANOVA) was
used. The MANOVA analysis was preceded by verifying the application conditions by examining the
distribution of variables. If the variables had a non-normal distribution, they were rejected. The result
obtained from the analysis was supplemented by the Hotelling pairs test with Bonferroni correction.
This was graphically depicted by using canonical variate analysis (CVA). The CVA image is also
presented for the most common mushroom species in the study area. The analyses were performed in
the statistical program PAST ver. 3.04 [29].

The relationship between the accumulation of heavy metals in mushrooms and the distance
from the source of contamination was determined by spatial autoregression. In the autoregression
model, the distance from the emitter was chosen as a dependent variable, and individual heavy metal
concentrations in mushrooms were treated as independent variables. The fit of the model was checked
by using the ordinary least squares (OLS) technique. The best results were obtained by means of a
conditional autoregressive model (CAR).

The spatial conditional autoregressive model (CAR) with correction function C to the covariance
matrix described the effect of distance from the emitter on the content of heavy metals in mushroom:s,
according to the following Equation [30]:

C = [( W) (I-pW) ™" 6))

where C = vector of the explained spatial process, through a response variable, W = neighborhood
weighting matrix, 0> = residual variance between observations, p = spatial autoregression parameter
reflecting the strength of the link between observations of the explained variable at different
locations, and I = linear transformation of a dependent variable (N x N-type matrix) of an explained
(dependent) variable.

All tested mushroom species were analyzed together, looking for the highest accumulations in
terms of heavy metal content. On the basis of the CAR analysis, Zn, Cd, and Pb were selected for
further statistical treatment because, of the analyzed heavy metals, only those showed significant
results in the autoregressive model. The analyses were performed in Spatial Analysis in Macroecology
software ver. 4.0 [30].

To indicate the extent to which mushrooms accumulate Zn, Cd, and Pb, the bioconcentration factor
(BCF) was calculated for each mushroom species [31], according to the following Equation [32,33]:

BCF = Bioconcentration (mushrooms)/concentration (medium) 2)

Medium = soil or litter 3)

Then, for the same elements, the relationship between their content in the soil and the litter and
the content of biogenic elements in mushrooms was determined. Canonical correspondence analysis
(CCA) was used for this purpose. The values with factor loads higher than 0.7 were selected. The above
analysis was performed in the statistical program Canoco ver. 4.51 [34].

3. Results

3.1. Soil Properties

The basic statistics for the Zn, Pb, and Cd contents measured in the topsoil layer and litter are
presented in Table 1. Twenty of the 31 plots had a topsoil layer (0-20 cm) characterized by loamy sand,
eight sandy loam, and three by clay texture. The soil pH ranged from 3.60 to 4.80, with an average of
3.92 (Table 1).
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Table 1. Basic statistics of pH, Zn, Pb, and Cd concentrations (mg-kg ') in soil and litter from study area.

Mean SD Min Max
pH (H,O) 39 0.3 3.6 4.8
Heavy metals (mg-kg™') Soils (0-20 cm)
Zn 117 126 11 525
Pb 177 176 32 709
Cd 29 2.6 0.4 115
Heavy metals (mg-kg’l) Litter
Zn 532 466 138 2542
Pb 527 415 152 2108
Cd 15.2 16.9 3.3 83.0

Note: Mean, mean value; SD, standard deviation; Min, minimum value; Max, maximum value.

3.2. Micro- and Macroelement Contents in Forest Mushrooms

In total, 88 (N) mushroom samples were collected in the study area and tested in 2013 and 2014.
The most common species present in the designated research plots during the study period included
Imleria badia, Lactarius helvus, Russula sardonia, and Russula aeruginea (Table 2).

Table 2. Frequency and plot numbers with the collection of individual species of forest mushrooms in

2013 and 2014.
Mushroom (N) Plots Numbers
2013 2014

Imleria badia (Fr.) Fr. (24) 3;4;5;8;9;11; 14; 23; 25; 29 4:5;6;8;9;11;13; 14; 15; 20; 21; 25; 28; 29
Suillus luteus (L.) Roussel (6) 6;8;9; 13; 22; 23; 28; 29 6;8;9;13; 22; 23; 28; 29
Suillus grevillei (Klotzsch) Singer (4) 8;10; 11; 19; 25; 28 8;10; 11; 19; 25; 28
Suillus bovinus (L.) Roussel (4) 10; 13; 15; 26 10; 13; 15; 26
Lactarius deliciosus (L.) Pers. (4) 3;5;25 3;5;25
Lactarius helvus (Fr.) Fr. (18) 15;17; 28 15;17; 28
Russula paludosa Britzelm. (6) 3,15 3,15
Russula claroflava Grove (4) 11;17 11;17
Russula aeruginea Lindblad ex Fr. (8) 19; 28 19; 28
Russula sardonia Fr. ss. Melz. et. Zv (12)  8;10; 11; 19; 25; 28 8;10; 11; 19; 25; 28

Note: (N) number of plots in which the species of mushrooms was collected.

The concentrations of heavy metals, in decreasing order, were as follows for most of the mushroom
species collected in the studied area: Zn > Cu > Cd > Pb > Cr > Ni. The highest concentrations of
heavy metals among the examined mushrooms were found for Zn and Fe. The mean Zn values ranged
from 79.2 mg-kg ™! in Suillus bovinus to 451.1 mg-kg~! in Russula aeruginea. The mean Cd content ranged
from 3.6 mg.kg~! in Lactarius deliciosus to 27.0 mg-kg~! in Imleria badia. The same species (Imleria badia)
was also characterized by the highest concentration of Pb, 12.0 mg-kg~!, and a high average Cu of
36.5 mg-kg~!. Of the analyzed heavy metals, the lowest amounts in the examined mushrooms were
noted for Cr and Ni (Table 3).

The concentrations of macroelements, in descending order, were as follows for most of the
mushroom species collected on the research plots of the study area: C>N>K>P >S> Mg > Na > Ca.
The average carbon content was over 400.0 g-kg™! in all of the studied mushroom species and ranged
from 407.0 g-kg~! in Russula claroflava to 446.9 g-kg™! in Suillus bovinus. Mean nitrogen ranged from
43.3 g-kg~! in Suillus grevillei to 59.6 g-kg ™! in Imleria badia. Similar values were found for the potassium
content. The P and S contents ranged on average from 4.3 g-kg™! in Russula aeruginea to 7.0 g-kg™!
in Suillus luteus and from 2.2 g-kg™! in Russula paludosa to 5.3 g'kg™! in Imleria badia, respectively.



Forests 2020, 11, 1240

6 of 14

The lowest contents among the analyzed macroelements in the examined mushrooms were noted for
Mg, Na, and Ca (Table 4).

Table 3. Content of heavy metals in the mushrooms of the study area.

Element/Mushroom (N) Cd Cr Cu Ni Pb Zn
(mgkg™1)

Imileria badia (24) 27.0+£173 70+11.0 365=246 22+16 120243  187.4+716
frieria badia (7.8-843)  (13-57.0)  (2.8-90.6)  (0.5-6.5)  (1.3-102.0)  (100.4-404.0)
Suillus utews (6) 123+76  50+11 204+199 21+09 49+1.0 146.9 + 43.7
HITTLS futents (65-208)  (39-6.1)  (09-39.7)  (1.1-2.9) (3.8-5.6) (96.6-175.6)

Suillus ereoillei (&) 41+20  31+11  23+33  07+03 45+15 94.1+9.6
8 (2.7-5.5) (2.3-3.8) 09-47)  (0.5-0.9) (3.5-5.6) (87.3-100.8)

Suillus bovinus (4 43+08  27+01 0200  15+04 42422 79.2 + 8.0

HILLS B00IUS (3.8-4.9) (2.6-2.8) (0.1-0.3) (1.2-1.8) (2.7-5.7) (73.6-84.8)
L actarius deliciosus (4 36+33  26+03 177+250 1.0+06 6.4+26 124.2 +38.3
ACLATIIS AEHCIOSHS (1.2-5.9) (2328  (02-35.1)  (0.5-14) (4.6-8.3) (97.1-151.8)
L actarius helows (18) 11.5+125 44+26 248+27.8 16=08 6.7 3.9 147.4 + 48.8
actarius netous (14-409)  (26-99)  (02-763)  (0.8-2.9) (3.0-138)  (81.3-219.1)
Russula paludosa (6) 144+27  35+14  481+70  17+12 140+15 1295259
P (127-175)  (1.9-48)  (403-53.8)  (0.9-3.1)  (12.8-156)  (110.1-158.8)
Russula claroflava (4 11.1+89  102+63 368+93 2202 105£45 3027 +128.1
(4.8-174)  (5.8-147) (30.3-434)  (2.0-24) (74-137)  (212.2-393.3)
Russula aeruginea (3) 93+27  35+06 108+159  19+08 97+35 45111453
8 (7.0-12.7)  (2.8-43)  (03-335)  (1.0-2.8) (64-138)  (251.3-599.6)

Russula sardonia (12) 138+97  35+20 358+227 1205 7.8+ 69 115.5 + 48.1
ussuta saraoma (47-361)  (14-82)  (11.1-72.6)  (0.4-2.1) (14-23.8)  (56.7-208.0)

Note: (N) number of plots in which the species of mushrooms was collected, 27.0 mean + standard deviation,
and (7.8-84.3) minimum and maximum value.

Table 4. Content of macroelements in the mushrooms of the study area.

C S Ca K P Mg Na
Element/Mushroom (N)
(g'kg™)
Imleria badia (24) 596 +07  4368+09 53+01 06+00 382+05 45+01 07+00 1001
(47.6-70.6) (421.8-448.6) (4.0-74) (02-15) (29.4-499) (28-7.0) (05-1.0) (0.3-3.3)
Suillus lut (6) 588 +1.1 4351 +1.0 44 +0.2 1.0+ 0.1 35.7+1.0 7.0+0.1 09+0.0 09+0.1
Hittus tuteus (494-713) (4243-4445) (2.6-56) (02-15) (249-43.1) (6.1-7.7) (0.8-09) (0.2-1.3)
Suillus erevillel (4 433+£03  4399+06 23+00 0500 242+03 59+01 07£00 07£00
8 (409-457) (435.7-444.1) (2.0-25) (04-06) (22.2-262) (55-64) (0.7-0.8)  (0.5-0.8)
Suillus booinis (4) 436+03  4469+18 26+00 03+00 238+03 53+01 07+00 09+00
(41.6-45.6) (4344-4595) (24-2.8) (02-04) (21.8-258) (5.0-57) (0.7-0.8) (0.7-1.1)
Lactarius deliciosus (4) 48.2 +0.2 4438 £ 1.2 22+0.0 0.5+0.0 38.8+1.0 58 +0.1 0.8+0.0 0.2+0.0
(472-493) (4355-452.1) (21-2.3) (03-07) (314-461) (5.0-67) (0.7-09) (0.2-0.3)
Lactarius helous (18) 508 £03  4338+24 25+00 04+00 374x13 66+02 09+00 03£00
(41.0-58.6) (3739-4474) (21-33) (0.1-1.6) (241-585) (42-9.1) (0.5-14) (0.1-0.9)
Russula paludosa (6) 440+03  4231+13 22400 03+00 404+06 55+01 08+00 03+00
P (40.6-462) (409.1-4333) (1.8-2.6) (03-04) (365-47.0) (49-59) (0.7-09) (0.2-0.4)
Russula claroflava (4) 57.9+02 407020 35+01 05:00 523+14 65:01 10:00 04x00
(56.6-59.2) (3932-420.8) (2.6-4.5) (04-05) (422-624) (55-75) (0.7-13) (0.2-0.6)
Russulz aerucinea (8) 451+11  4230+12 26+00 04+00 354+08 43+01 06+00 06£00
3 (35.8-575) (406.7-432.6) (23-32) (03-05) (262-463) (32-64) (04-0.8) (0.4-0.8)
Russula sardonia (12) 462+£01  4339+14 24+01 03+00 37.8+08 51+01 07+00 04+00
(36.4-627) (4059-4552) (17-3.5) (02-0.6) (30.8-54.0) (34-75) (05-1.0) (0.1-0.9)

Note: (N) number of plots in which the species of mushrooms was collected, 59.6 mean + standard deviation,
and (47.6-70.6) minimum and maximum value.
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3.3. Concentrations of Heavy Metals in Families and Species of Forest Mushrooms

The multivariate analysis of variance (MANOVA) showed differences in mushroom families
simultaneously for measurements in all samples (Fgyy = 3.054; p < 0.01). The MANOVA showed
that family Swuillaceae should be qualified as the least sensitive to accumulation, while Boletaceae and
Russulaceae, according to the multivariate analysis (CVA), are families with a similar sensitivity to
heavy metal accumulation. Suillaceae differed significantly from Russulaceae and Boletaceae (p < 0.05).
The observed differences in the accumulation of heavy metals by the tested mushroom families were
presented by using CVA (Figure 2).

Figure 2. Canonical variate analysis (CVA) ordinance diagram showing the differences in the
accumulation of heavy metals between the tested mushroom families. Open squares mean the
Boletaceae family, painted squares mean Russulaceae, and black circles mean the Suillaceae family.
Wilk’s test A = 0.46. First axis explained 45.1% of variance and second axis explained 24.0% of variance.

Moreover, the CVA revealed that, of the examined mushroom species, those most frequently found
in the area of study, Suillus bovinus and Russula aeruginea, accumulate Zn, Cd, and Pb to the greatest
extent. Russula paludosa showed a lower accumulation capacity (Figure 3). Overall, the accumulation
of Zn, Cd, and Pb was similar for the most abundant species.

R. aer.

2R pal3 fli

Figure 3. CVA ordinance diagram showing the differences in the accumulation of heavy metals between
the most numerous mushroom species in the study area. Open circles mean Zn, diamonds indicate Cd,
and triangles determine Pb. Wilk’s test A = 0.67. Note: S. bov—Suillus bovinus, R. aer.—Russula aeruginea,
R. pal.—R. paludosa, S. lut.—S. luteus.
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3.4. Heavy Metal Contents in Forest Mushrooms and Distance from the Main Emitter

Autoregression according to the CAR equation showed a spatial relationship between the distance
from the emitter and the content of heavy metals in the examined mushrooms (R? =0.46, R = 0.66).
This analysis showed that the contents of Zn, Cd, and Pb in mushrooms are significantly dependent
on the distance to the main source of emission in the studied area (Table 5). The Response Variable
Spatial Autoregressive Coefficient (p) was 0.99 and indicated a good fit of the tested variables in the
spatial arrangement.

Table 5. Results of the autoregressive model according to the equation in the covariance system, being a
function of the matrix for adjacent estimated values.

Variable OLS Coefficient CAR Coefficient Standard  Standard Error t p-Value

Constant 8.94 8.37 4.48 1.87 0.08
Cd -0.04 -0.04 0.05 —-0.68 <0.05
Cr 0.18 0.13 0.08 1.64 0.12
Cu 0.05 0.04 0.02 1.95 0.07
Ni -1.52 -1.03 0.67 -1.54 0.14
Pb 0.071 0.05 0.034 1.58 p <0.01
Zn 0.0013 0.0014 0.004 -0.02 p<0.05

Note: OLS Ordinary Least Square; CAR (conditional autoregressive model) Coefficient Standard—a parameter that
estimates the response variables; t-test the Student’s distribution.

The BCF indicated that, in the majority of the examined mushrooms, the highest bioconcentration
was found for Cd. This was especially evident in the case of Imleria badia, where the BCF between
soil and mushrooms was 9.17 and that between litter and mushrooms was 1.77. The BCF was also
significantly higher for Cd than for the other tested elements for such mushrooms as Suillus luteus,
Lactarius helvus, Russula paludosa, and Russula sardonia. A lower BCF was noted for Zn and the lowest
for Pb (Table 6).

Table 6. Bioconcentration factor (BCF) of heavy metals for individual mushroom species.

Species . BCF -
Soil Litter

Zn Cd Pb Zn Cd Pb
Imleria badia 1.61 9.18 0.07 0.35 1.77 0.02
Suillus luteus 1.26 418 0.03 0.27 0.81 0.01
Suillus grevillei 0.81 1.39 0.01 0.81 0.27 0.01
Suillus bovinus 0.68 1.48 0.02 0.15 0.29 0.01
Lactarius deliciosus 0.99 1.21 0.04 0.21 0.23 0.01
Lactarius helvus 1.27 3.90 0.04 0.27 0.75 0.01
Russula paludosa 1.11 4.89 0.08 0.24 0.94 0.03
Russula claroflava 2.60 3.78 0.06 0.56 0.73 0.02
Russula aeruginea 4.45 3.43 0.05 0.96 0.66 0.02
Russula sardonia 0.99 4.68 0.04 0.22 0.90 0.01

Cadmium and zinc turned out to be the best predictors in the multidimensional analysis, for which
factor loads were higher than 0.7. We recorded the positive relationship of Zn content with S and Cd
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content with N, and the negative relationship of Zn content with Ca, and Cd content with S, TOC,
and Mg (Table 7).

Table 7. Results of factor loads obtained on the basis of CCA analysis. Loads with high values > 0.7

are bolded.
Macroelement Axis 1 Axis 2 Axis 3 Axis 4 Axis 5 Axis 6
/n

TOC -0.17 -0.34 0.25 -0.17 0.22 -0.03
N 0.38 0.43 0.17 0.27 0.01 -0.03

P -0.59 0.41 -0.19 -0.10 -0.14 0.15
S 0.89 -0.51 0.14 0.04 0.02 -0.14
Ca -0.52 -0.81 -0.35 0.13 0.06 -0.07

Mg 0.60 -0.65 -0.18 0.18 -0.20 0.20

K -0.60 0.45 —0.01 -0.19 0.19 0.10
Na -0.54 -0.32 -0.14 0.002 0.09 -0.17

Cd

TOC 0.14 -0.76 0.19 -0.26 0.35 -0.03

N 0.71 0.26 -0.15 —-0.00 —0.05 0.21

P -0.11 0.69 -0.09 -0.02 -0.02 0.03

S 0.48 -0.78 —0.08 -0.11 0.12 0.01
Ca —-0.20 0.24 -0.07 —-0.06 -0.23 -0.13

Mg 0.11 -0.72 0.20 -0.25 0.28 0.008
K -0.13 -0.61 0.21 -0.34 0.34 —0.05
Na -0.40 0.55 —-0.43 -0.14 -0.14 —0.16

4. Discussion

4.1. Heavy Metal Accumulation in Forest Mushrooms

The risk posed to many organisms by heavy metals consists mainly of their permanent entry into
the food chain [35]. The toxicity level of heavy metals results not only from the degree of environmental
contamination but also from their biochemical role in metabolic processes and from a high degree
of absorption and excretion [36]. Most of the higher fungi have the ability to accumulate various
metals and metalloids, including heavy metals, in their fruiting bodies [37]. Mushrooms take up both
nutrients in mineral form and toxic metals from the soil and water, and, as such, they can be sources
of those substances in human and animal nutrition [38]. Studies show that even small amounts of
elements can be detected in the fruiting bodies of fungi [9,39]. Therefore, mushrooms are suitable for
studies of heavy metal accumulation [40].

Individual species differ in terms of the degree of heavy metal accumulation in their fruiting
bodies [41]. The highest contents of Zn, at 60.6 mg-kg~!, and Mn, at 2.54 mg-kg~!, reported in the
literature were determined in Imleria badia obtained from uncontaminated sites [42]. The highest mean
concentrations of Pb, at 1.91 and 1.60 mg-kg~!, were determined in the cap and stalk, respectively,
of Macrolepiot procera. In our study, the Pb concentration in Imleria badia averaged 12 mg-kg ™!, with values
exceeding 100 mg-kg™' on the most polluted sites (Table 3). The highest mean Cd concentrations
reported in the literature were determined in the cap (3.23 mg-kg_l) and stalk (2.24 mg-kg_l) of
Agaricus campestris [31].

The spatial analysis in this study based on the spatial autoregressive model demonstrated that Pb,
Cd, and Zn levels were related to the distance of study plots from the source of pollution (Table 5).
The use of spatial autoregression models in the examination of heavy metal concentrations can also be
applied to the assessment of air pollution [43]. The cluster analysis carried out on the accumulation of
the studied metals showed a high phenotypic similarity of mushroom species belonging to the same
genus and partial similarity of species with the same ecological affiliation [31]. These features are so
significant that it is possible to use a specific mushroom species for monitoring of the environment [44].
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In our study, CVA multidimensional analysis identified differences among fungal families in heavy
metal accumulation (Figure 3).

4.2. Mushrooms as Bioindicators of Contamination

Mushrooms can play a role as bioindicators in the forest environment because they have a
stronger ability to accumulate heavy metals, especially toxic ones such as Pb or Cd, as compared
to plants [45-48]. For example, Galerina vittiformis can serve as an indicator for soils with a high
heavy metal content [49]. In this study, it was noted that, among the most common mushrooms
in the study area, the accumulation of Pb, Cd, and Zn was particularly high in Russula aeruginea
(Table 6). Another commonly occurring species in the study area, Imleria badia, is very useful for the
biomonitoring of areas that are heavily contaminated with heavy metals and also seems to be eagerly
collected for consumption purposes.

The heavy metal contents of the sampled mushroom species were related to the mineral
composition of the sampled soils [35]. The contents of heavy metals in mushrooms may come
from natural sources, e.g., from serpentine soils [50]. The concentrations of Cd and Hg in mushrooms
may also be related to anthropogenic contamination from industrial, transportation, or agricultural
activities [51]. A previous study of Amanita muscaria showed that this species is able to regulate
the uptake and accumulation of Ba, Ca, K, Mg, Na, and Zn contents in its cap [52]. Meanwhile,
the dry-matter Fe content was mainly higher than the contents of Cu, Zn, Mn, Cd, Cr, Ni, and Pb in
14 different species of edible mushrooms collected from Yunnan Province, China [53]. In our study,
the N content showed a relationship with Cd in the soil and litter, and to a lesser degree with Zn in the
soil and litter.

4.3. Metal Accumulation Rates

The processes of absorption of heavy metals from the substrate and internal transport and
accumulation in the fruiting body depend on many factors, including genetic factors, environmental
factors such as climate and soil, and anthropogenic factors [11]. In a study by Liu et al. [13], health-risk
indicators showed that mushrooms harvested in Yunnan Province (China) had higher As and Cd
contents than Pb content. Important information is provided by the ratio of the concentration of a tested
metal in a mushroom to the concentration in the substrate (soil/litter), i.e., the BCF. If the BCF exceeds 1,
that indicates a high accumulation potential of the mushroom species [54]. The highest mean value of
Pb reported in the Boletaceae family was 0.70 mg-kg ™!, and the bioconcentration factor (BCF) for Cd in
Boletus griseus reached 6.40 [55]. The bioconcentration factors suggested that mushrooms accumulate
As and Cd faster than Pb. The results of our study showed that the highest BCF for Cd was recorded
for the following mushrooms: Imleria badia, Russula paludosa, Russula sardonia, and Suillus luteus in soil
(Table 6). According to the calculated BCF values, all of the studied species are bioexclusors for lead
and bioaccumulators for cadmium. For zinc, only Suillus grevillei and Suillus bovinus are bioexclusors,
while Russula claroflava and Russula aeruginea are clear bioaccumulators.

4.4. Food-Chain and Human-Health Assessment of Potential Risks

Heavy metals pose a high potential risk to human health. The World Health Organization (WHO),
in cooperation with the Food and Agriculture Organization of the United Nations (FAO) [56], has set
the limits for the permissible intake of cadmium and lead in food at 7 and 15 pg per kg of body weight
per week, respectively [13,57]. These values per 60 kg body weight (average adult weight) are 0.42 mg
and 0.9 mg per week, respectively. This means that the consumption of one kilogram of the Imleria badia
mushrooms collected in this study (dry matter) would exhaust the limit for cadmium for an average of
64 weeks, and for more than 200 weeks in the most polluted areas. The same consumption would
be equivalent to consuming the limit for lead for 13 weeks on average and 113 weeks in the most
polluted sites. Comparing the Pb and Cd contents of the mushrooms with food product guidelines [58],
we noted significant exceedances of the limit values (0.3 mg-kg™! for Pb and 1.0 mg-kg~! for Cd for
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fresh mass). Taking into account that the water content in mushrooms is in the order of approximately
90% [59,60], in the most polluted Imleria badia fruiting bodies, the Pb concentration exceeded the
admissible value by about 30-fold and the Cd concentration by about 10-fold. Before Poland joined
the European Union, the limit values for cadmium and lead were set at 0.15 mg-kg~! (cadmium) and
0.30 mg-kg_l (lead) for fresh mass [61], and these values were exceeded on all study plots and in all
species of collected mushrooms.

5. Conclusions

This study showed that, in areas heavily contaminated with heavy metals, mushrooms of the
family Suillaceae accumulate fewer heavy metals when compared to mushrooms of the families
Boletaceae and Russulaceae. A spatial dependence relationship was shown between the distance from the
main metallic pollutant emitter in the studied area and the content of heavy metals in the mushrooms.
The analyzed BCF values indicated that, in the majority of the examined mushrooms, the highest
level of bioaccumulation was found for Cd. This was particularly evident in the case of Imleria badia.
The study also showed positive the relationship of Zn content with S and Cd content with N, and the
negative relationship of Zn content with Ca, and Cd content with S, TOC, and Mg. High concentrations
of heavy metals probably impede the intake of macroelements. The determined contents of heavy
metals for mushrooms harvested in areas that are heavily contaminated with heavy metals indicate a
high potential health risk if the mushrooms are consumed.
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