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ARTICLE INFO ABSTRACT

Amaranthus mangostanus L. (amaranth) was hydroponically grown in different concentrations of biochar
amended nutrient solution to investigate the mineral elements migration and physiological response of amaranth
as affected by biochar. Our results showed that exposure to 26.6 g/L of biochar greatly increased the root and
shoot K, Na and Al content, while 2.6 g/L of biochar greatly increased the root Ca and Mg content. The uptake of
K and Al notably altered other elements' accumulation in shoots and roots upon the biochar exposure. The ratio
of Ca: K in shoots and Mg: K in roots were negatively correlated to the biochar concentrations, while the ratio of
Al: Ca and Al: Mg in roots were positively related to the biochar concentrations. The Al: Fe ratio was also
polynomial correlated to the concentrations of biochar. The addition of biochar beyond 2.6 g/L resulted in the
cell membrane and DNA damages in roots. The activity of SOD and CAT in 6.7 g/L biochar treated roots was
significantly elevated as compared to the ones in other biochar treatments and was almost 2-fold of the control.
The photosynthetic F,/F,, intensity and subcellular structure in leaves were also compromised upon exposure to
26.6 g/L biochar. Taken together, biochar could significantly alter the mineral migration in amaranth and
physiologically damage in the plants. It is essential to study the effect of biochar within appropriate con-
centrations on plants prior to wide application in agriculture.
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1. Introduction

Biochar is the solid product from pyrolysis or “charring” of waste
biomass residues of agricultural and forestry products (Sohi, 2012;
Wang et al., 2010; Xu et al. 2013b, 2015), which has been considered
great meaning when applied to soil on both agriculture and remediation
(Tan et al., 2015; Zhang et al., 2013). For example, biochar alleviated
salinity-caused growth depressions (Akhtar et al., 2015) and together
with arbuscular mycorrhizal fungal inoculation resulted in an addi-
tional plant yield (Hammer et al., 2015). Typically, because most
carbon in biochar has an aromatic structure and is very recalcitrant to
enhance long-term carbon sequestration in the environment (Lehmann,
2007). Besides, compared with activated carbon, biochar appears to be
a new potential low-cost and effective adsorbent (Tan et al., 2015)
because of the abundant feedstocks (Xu et al., 2013a) and lower energy
requirements in production process (Lu et al., 2012). In recent years,
lots of studies have been devoted to investigate the application of
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biochar for pollutants removal from aqueous solution and soil. There-
fore, biochar has been widely applied in the terrestrial environment, the
influence of biochar on safety and quality of plants should arise our
concerns.

A new paradigm suggested that biochar should be considered as the
matrix for a new generation of mineral or organic slow-release fertili-
zers (Schmidt et al. 2015, 2017). Usually, biochar, as a nutrient source,
directly controls plant root nutrient acquisition and indirectly alters soil
nutrient content (Prendergast-Miller et al., 2014). Akhtar et al. (2015)
reported that 5% (w/w) biochar addition reduced Na* concentration
but increased K* concentration thus lowered Na* /K™ ratio in wheat
leaf. Brantley et al. (2016) reported that biochar addition decreased
ear-leaf Ca and Mn and exerted no main effect on ear-leaf N or Zn.
However, studies on the migration of the released mineral elements
from biochar in the exposure plant system and on their potential in-
fluence on plants are rather limited.

Biochar also affected the physiological properties of plants. For
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example, in soil metal immobilization, biochar increased the soluble
protein of Dwarf beans (Hmid et al., 2015). The crude protein com-
position could be affected by the combination of biochar and fertilizer
treatments (Hossain et al., 2015). Biochar could significantly increased
the leaf turnover and enhanced protein catabolism by increasing the
leaf proteolytic activities (Noguera et al., 2012). As for biomass, the
addition of biochar at approximate 30 tha™! was an appropriate rate
for tomato production (Li et al., 2018). However, application of fash
carbonization biochar negatively affected the corn biomass at the
highest (4%) rate, probably because of the stress from high con-
centration of K luxury consumption pertaining to high ash and other
toxic organic carbon (Butnan et al., 2015). Biochar application alters
soil carbon (C) and nitrogen (N) dynamics (Clough et al., 2013), hence,
it alters the C/N availability and the biological fixation of C/N ratio
(Rondon et al., 2007). The ratio of C/N is one of the important in-
dicators to evaluate plant growth and quality (Krapp et al., 2005; Royer
et al., 2013). Therefore, biochar is very likely to influence the meta-
bolism of plants via affecting C and N fixation, and a concentration-
dependent experiment is desirable to understand the response of plant
to biochar exposure.

Photosynthesis is another important parameter to evaluate the plant
growth. When biochar was applied for red ferrosol, biochar altered a
modest (but significant) improvement of the maximum electron trans-
port rate and saturating photosynthetic rate (Xu et al., 2015). Besides,
biochar application made up for the decrease of photosynthesis under
different drought stress (Rizwan et al., 2018). Biochar could produce a
widely influence on oxidative damage and antioxidant defense system
of plants (Ashraf et al., 2015; Farhangi-Abriz and Torabian, 2017).
Abbas et al. (2018) reported that biochar reduced the oxidative stress,
increased the antioxidant enzyme SOD and CAT activity and decreased
the POD activity in wheat under combined drought and Cd stress. Thus,
it is important to evaluate the photosynthetic efficiency and oxidative
stress induced physiological damages in plants.

In the present study, Amaranthus mangostanus (L.) (amaranth) was
chosen to exposed to different concentration s of biochar. K, Na, Ca, Mg,
Fe and Al were measured to clarify the fate of mineral elements (both
nutrients and potentially toxic elements) in amaranth as affected by
biochar. Physiological properties such as electrolytic leakage, soluble
protein and C/N content were analyzed. In addition, the peroxidation
damage such as MDA and y-H2AX content, and activities of primary
antioxidant enzyme such as SOD, CAT and POD were quantified. In
order to evaluate the biochar effects on plants photosynthesis, we de-
termined the chlorophyll content and chlorophyll fluorescence, in-
cluding the maximum quantum efficiency of photosystem II (PSII) F,/
F,, and maximal electron-transport rate (ETR,.x). At the cellular level,
subcellular structure in leaves were observed. Our goal was to com-
prehensively understanding the amaranth defense and detoxification
mechanisms, nutrient status and photosynthetic response in response to
biochar exposure.

2. Materials and methods
2.1. Biochar characterization

The biochar was derived in furnace, increased the temperature at
10 °C/min to 400 °C, and kept for 5 h at 400 °C. Detailed information for
biochar characterization was presented in our previous study (Jia et al.,
2019). The content of available metals from the biochar was also de-
termined according to National agricultural industry standards (NY/T
890-2004). Briefly, 5g biochar was mixed with 10 mL of Diethylene
triamine pentaacetic acid (DTPA) extract liquid. The mixture was
shaken at 25 = 2°C for 2 h and filtered by a 0.45 um filter membrane.
The concentration of K, Na, Ca, Mg, Fe and Al was measured by an
inductively coupled plasma mass spectroscopy (ICP-MS, Elan drc-e,
Perkin Elmer, USA).
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2.2. Experimental setup

Plant preparation. Amaranth seeds were surface-sterilized using 50%
(v/v) ethanol for 15min and then washed with deionized H,O ac-
cording to Ma et al. (2013) with mild modification. Briefly, sterilized
amaranth seeds were germinated on moist filter paper and were ger-
minated in half-strength Hoagland's solution in an environmentally
controlled plant growth chamber (22°C/18°C; 14h/8h; day/night)
(HH.BH-600, Tianjin Tianyu Experimental Equipment Co., Ltd, China)
for 20 days. The uniform-sized amaranth seedlings (3 or 4 fully de-
veloped leaves) were then transferred into Hoagland's solutions and
allowed to acclimatize for 5 days prior to biochar exposure.

Hydroponic system. Amaranth seedlings were grown in glass jars
containing 180 mL full strength Hoagland's solution amended with
different concentrations of powered biochar (1.3, 2.6, 6.7, 13.3 and
26.6 g/L biochar, 200-300 mesh size) for 10 days. The growth condi-
tions were the same as mentioned above. Amaranth seedlings grown in
Hoagland solution without addition of biochar were used as a control.
Air was pumped into the growth media three times per day with 8h
interval to maintain the biochar suspension and to provide sufficient
oxygen for roots. At harvest, biomass was measured across all treat-
ments. Briefly, amaranth seedlings were washed with distilled water
and dried prior to record the sample weight. A portion of fresh roots
was used to analyze electrolytic leakage. The remaining shoots and
roots were freeze-dried or stored at —80°C freezer (DW-86L388A,
Qingdao Haier Electric Appliance Co., Ltd., China) for further analysis.
The growth media across all the treatments were also filtered and
stored at —80 °C.

2.3. Elemental analysis

A portion of freeze-dried shoot and root samples were ground into
fine powders and weighed into a closed Teflon vessel containing 6 mL
of HNO3; and 2.0 mL of Hy0,. The mixture was digested at 140 °C for
7 min and then at 180 °C for 15 min in a microwave chemical reactor
(MDS-86, Shanghai Sineo Microwave Chemical Technology Co., Ltd)
according to Wang et al. (2017). The digests were finally diluted with
deionized H,O to a final volume of 25 mL. The content of K, Na, Ca, Mg,
Fe and Al was measured using the same method as used in biochar
mineral elements determination. An elemental analyzer (EA3000,
Leeman Co., China) was used to measure the C and N content in
amaranth roots and shoots.

2.4. Photosynthesis measurement and chloroplast structure observation

Photosynthesis analysis. Chlorophyll fluorescence, including the
maximum quantum efficiency of photosystem II (PSII) F,/F, and
maximal electron-transport rate (ETRp.,) were measured using a
IMAGING- PAM (Walz Ltd., Germany) according to Pfiindel et al.
(2008). The chlorophyll content was determined as described by Wang
et al. (2014) and Arnon (1949). Detailed information for the sample
preparation and analysis is given in the SI

Chloroplast observation. The chloroplast structure was observed by a
transmission electron microscopy (TEM; Hitachi H-7650, Hitachi Corp.,
Tokyo, Japan) at 180 KV (Nhan et al., 2015). Details for sample fixation
and instrument parameters are provided in the SI.

2.5. Electrolytic leakage analysis

The electrolytic leakage (EL) of fresh roots was measured according
to Wang et al. (2015) and Wei et al. (2007) with mild modification.
Briefly, 0.1 g fresh amaranth root sections that 1.5-2 cm away from the
root tip were rinsed thoroughly with deionized water to remove surface
particles, then sectioned into 1 cm segments and placed in vials con-
taining 10 mL distilled water. Samples were shaking at room tempera-
ture (25°C) for 3h. The electrical conductivity (EC) of the solution
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(EC1) was measured after shaking using an electrical conductivity
meter (XL200, Fisher accumet, America). Samples were subsequently
placed in a thermostatic water bath at 100 °C for 15 min, and a second
reading (EC2) was determined after the solutions were cooled to room
temperature. Electrolytic leakage was calculated as EL = (EC1l/
EC2) x 100 and expressed as a percentage.

2.6. Roots oxidative damage assay

Malondialdehyde (MDA) content was measured using the thio-
barbituric acid (TBA) test as described by Jambunathan (2010). His-
tones were isolated as described by Wu et al. (2011), and the level of
H2AX phosphorylation (y-H2AX) in the histone samples was analyzed
using a plant y-H2AX enzyme-linked immunosorbent assay (ELISA) kit
(48 T, Hengyuan, Shanghai, China). Detailed information is given in the
SL

2.7. Soluble protein and antioxidant enzymes measurement

The protein content was measured by the Bradford method
(Bradford, 1976). The antioxidant activities were measured according
to Ma et al. (2016), detailed procedures are provided in the SI.

2.8. Data analysis

The values were averaged from three replicates and the error bars
corresponded to standard error of the mean. A one-way analysis of
variance (one-way ANOVA) followed by least significant difference
(LSD) test was used to determine the statistical significance (p < 0.05)
of each parameter among treatments performed on SPSS version 23.0.
The detailed regression analysis by Origin 8.5 is provided in the SI.

3. Results and discussion
3.1. Nutrient uptake and migration in amaranth as affected by biochar

Previous studies have demonstrated that biochar could directly or
indirectly affect the migration, transformation and phytoavailability of
nutrients in soils (Alburquerque et al., 2014; Sun et al., 2016). The
biochar used in our study consisted a high content of available K and Na
(9597.5 and 1747.2mg/kg, respectively). The content of essential
macronutrient Mg and Ca was 144.7 and 556.8 mg/kg, respectively,
and the content of micronutrient Fe was 159.9 mg/kg. In addition, the
content of toxic Al was 325.2 mg/kg.

Due to the high content of K in biochar, the addition of all con-
centrations of biochar significantly increased the root and shoot K by
72.4-118.3% and 6.8-9.8% (except the shoot K at 2.6 g/L biochar),
respectively (Fig. 1 A and B). The Ca content changed differently from K
in amaranth, where 2.6 and 6.7 g/L biochar caused the root Ca content
increased by 20.7 and 63.7% (p < 0.05) relative to the control (Fig. 1 C
and D), respectively, while 26.6 g/L biochar significantly decreased the
shoot Ca content by 18.9% compared to the control. The root Mg
content was increased (p < 0.05) across all the biochar treatments as
compared to the control; while only 2.6 and 6.7 g/L biochar notably
elevated the shoot Mg content (Fig. 1 E and F). However, the variation
of nutrient content in amaranth did not varied the fresh biomass of
amaranth across all the biochar treatment (Figure S1A).

For micronutrients, both the root and shoot Na level were sig-
nificantly increased by 45.5-112.7% and 109.2-371.2%, respectively
(Fig. 1 G and H), as affected by 2.6-26.6 g/L biochar. Although the level
of available Fe in biochar was 159.9 mg/kg, the addition of biochar
markedly decreased the Fe content by 56.5-82.9% and 46.1-80.3% in
roots and shoots, respectively (Fig. 1 I and J). In contrast, 13.3 and
26.6 g/L biochar increased Al content in root by 748.3-964.1%, and
2.6-26.6 g/L biochar increased shoot Al content by 132.3-218.2%
(Fig. 1 Kand L, p < 0.05). Biochar was rich in mineral elements, which
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affected nutrient uptake and migration in plants. However, not all the
mineral elements content increased along with the biochar concentra-
tion increasing. This indicated potential interactions between elements
might occurred upon the plant uptake, and only a suitable biochar
concentration could give meaning to agricultural application. There-
fore, the correlations between ratio of nutrient levels and biochar
concentrations were analyzed as follows.

3.2. The correlation between nutrient levels and biochar concentrations in
amaranth

Ratio of Ca: K, Mg: K, Fe: K, Al: Ca, Al: Mg and Al: Fe were calcu-
lated in different concentrations of biochar treated amaranth roots and
shoots (Table 1). Significant decreases from 28.3 to 60.0% in Ca: K ratio
in amaranth roots were found across all the biochar treatments, except
2.6 g/L, in which the Ca: K ratio had no change as compared to the
control. However, in biochar treated shoots, only 26.6 g/L biochar
significantly decreased the Ca: K ratio. Similarly, a decreasing trend in
Mg: K ratio in biochar treated roots was evident, no significant change
of Mg: K ratio was found in biochar treated shoots, except 6.7 g/L
biochar, which significantly increased the Mg: K ratio. Interestingly,
when adding biochar, the Fe: K ratio decreased significantly both in
roots and shoots in relative to the control. The Al: Ca ratio in roots and
shoots was approximately 8-12 and 3-fold of the respective control
upon exposure to 13.3 and 26.6 g/L biochar, respectively. The Al: Mg
ratio in roots and shoots was approximately 6-8 and 2-3 fold of the
respective control upon exposure to 13.3 and 26.6 g/L biochar, re-
spectively, and the Al: Fe ratio in roots and shoots was approximately
7-32 and 5-11 folds of the respective control upon exposure to
1.3-26.6 g/L biochar, respectively.

The correlation between nutrient ratios and biochar concentrations
is shown in Fig. 2. A negative correlation between the Ca: K ratio and
different concentrations of biochar was only found in shoots
(R? = 0.9028%*) (Fig. 2A). Similar result was evident between the Mg:
K ratio and different doses of biochar in roots (R? = 0.6365%), but not
in shoots (Fig. 2B). However, the Fe: K ratio was not correlated to the
biochar concentrations (Data is not given). Therefore, with increasing
the concentrations of biochar, the K accumulation in amaranth was
elevated, but the Ca and Mg level were decreased. Rhodes et al. (2018)
reported that the increase in the leaf K content led to decrease in leaf Ca
and Mg content, suggesting that the presence of K within the certain
level could interfere the bioavailability of Ca and Mg (Alam et al.,
2003). Butnan et al. (2015) also found that the Ca: K and Mg: K ratio in
corn significantly decreased with increasing the concentrations of bio-
char. Downregulations of the genes encoding the Mg transporters were
found in pear leaf treated with 0.4 and 0.8 g/kg K via roots, demon-
strating that K exhibited an antagonistic effect on the Mg uptake (Shen
et al., 2019). Aligning with our findings, the high content of available K
in biochar (9597.5mg/kg) could cause the inhibition of Ca and Mg
uptake by plant.

Regarding the correlation between the Al: Ca ratio and the biochar
concentrations (Fig. 2C), the Al: Ca ratio in roots was positively cor-
related with biochar concentrations (R?> = 0.9502***). In Fig. 2D, the
Al: Mg ratio in roots was also positively correlated with the biochar
concentrations (R?> = 0.9552%**). In Fig. 2 E, polynomial correlation
between the Al: Fe ratio and different concentrations of biochar was
evident (R? = 0.9269** in roots and R®> = 0.8158* in shoots). These
results suggested the excess accumulation of Al suppressed the Ca, Mg
and Fe level in amaranth along with the biochar concentration in-
creasing. The Al accumulation resulted in 61% and 72% reduction in
the Ca and Mg content in maize, respectively (Mariano and Keltjens,
2005); exposure to 200 or 300 um AlCl; significantly inhibited the Ca,
Mg and Fe uptake by pineapple (Lin, 2010). One of the possible ex-
planations could be that Al altered the membrane potential and the
activity of ion channels and consequently caused the deficiency of Ca,
Mg and Fe (Poschenrieder et al., 2008). The high accumulation of Al
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Fig. 1. The content of macroelements K in roots (A) and shoots (B), Ca in roots (C) and shoots (D), Mg in roots (E) and shoots (F); microelements Na in roots (G) and
shoots (H), Fe in roots (I) and shoots (J); toxic Al in roots (K) and shoots (L) of amaranth exposed to different concentration of biochar. Data are mean =+ standard
error of three replicates. Values of each column followed by different letters indicate that the data points are significantly different at p < 0.05 (LSD's test).

Table 1
The ratio of Ca: K, Mg: K, Fe: K, Al: Ca, Al: Mg and Al: Fe in roots and shoots of
amaranth as affected by different concentrations of biochar.

Ratio Biochar concentration (g/L)
0 1.3 2.6 6.7 13.3 26.6

Ca: K in root 0.240d 0.146bc  0.235d 0.172¢ 0.116ab  0.096a
Ca: K in shoot 0.313b 0.334b 0.330b 0.315b 0.290b 0.232a
Mg: K in root 0.145d 0.112bc  0.134cd  0.135cd  0.100ab  0.085a
Mg: K in shoot 0.168ab  0.161a 0.192bc  0.200c 0.157a 0.161a
Fe: K in root 1.017b 0.100a 0.169a 0.130a 0.125a 0.201a
Fe: K in shoot 0.092¢ 0.017a 0.047b 0.026a 0.026a 0.022a
Al: Ca in root 2.04a 2.35a 2.85a 5.43a 16.9b 24.6b
Al: Ca in shoot  0.153a 0.133a 0.393b 0.440b 0.483b 0.443b
Al: Mg in root 3.3% 3.02a 4.94a 6.95a 18.82b 27.38¢
Al: Mg in shoot  0.286a 0.276a 0.669b 0.692b 0.896¢ 0.634b
Al: Fe in root 0.482a 3.43b 4.00b 7.21c 15.24e 11.61d
Al: Fe in shoot 0.525a 2.64b 2.78b 5.44c 5.52c 4.69bc

Mean values with different letters are significantly different at p < 0.05 (LSD
Test) among different biochar treatments in each row.

with biochar concentration increasing tend to antagonize Ca, Mg and
Fe, and therefore significant correlations between Al: Ca, Al: Mg and Al:
Fe ratio in amaranth root and biochar concentration were observed.

3.3. Physiological response of amaranth to biochar

Plant weight, electrolytic leakage, soluble protein and C:N ratio. Plant
physiological responses are often the most visible evidence for
amendment-induced abiotic stress in plants (Ma et al., 2018). Upon
exposure to different concentrations of biochar, the electrolytic leakage
in roots showed that biochar had no impact on ion leakage (Figure
S1B), indicating the integrity of cell membrane. Compared to control,
exposure to 13.3 and 26.6 g/L biochar significantly decreased the root
soluble protein by 26.6 and 26.7%, respectively, and 26.6 g/L biochar
decreased the shoot soluble protein by 25.4% significantly (Figure S1C
and D). Plant soluble protein is one of the most activated proteins, in-
cluding enzymes and metabolism modulators, which are sensitive to
environmental stressors (e.g. drought, salt) (Chen et al., 2017; Yin et al.,
2017). Therefore, the inhibition of soluble protein synthesis indicated
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that amaranth under high concentration of biochar induced stresses.
The C: N ratio in both biochar treated roots and shoots suggested that
the addition of different concentrations of biochar increased the C: N
ratio but not obvious in general (Table S1). The changes in C: N ratio
could alter plant nutrition and metabolisms, CO, and NH,* are ne-
cessary in synthesizing glutamine (Zheng, 2009). Besides, C and N
metabolisms are involved in almost all metabolic reactions. The N de-
ficiency could decrease the C assimilation in leaves, and consequently
impair the photosynthesis efficiency (Coruzzi and Bush, 2001; Coruzzi
and Zhou, 2001). However, in the present study, the N decrease in
shoot has no obvious effect on C accumulation in shoot. Therefore,
biochar here caused minor effects on the plant nutrition and metabo-
lisms via affecting C and N fixation.

Oxidative Damage in amaranth roots. The MDA formation is one of
the most important indicators to represent whether the cell membrane
is suffering oxidative damage. And H2AX phosphorylation (y-H2AX) is
a signal of DNA double strands break, an indicator of the DNA lesions
(Jackson, 2002; Lang et al., 2012). Both the MDA and y-H2AX content
increasing could reflect oxidative stress occurs in plants. In amaranth
roots, the MDA and y-H2AX content increased by 43.1-76.1% and
58.9-90.9% in 2.6-26.6 g/L biochar treatments (Fig. 3A and B,
p < 0.05), as compared to the control, respectively. To date, many
studies have reported that biochar could alleviate the abiotic stressors
induced oxidative damages in plants. For example, 10% and 20% (w/w,
biochar/soil) biochar could potentially prevent bean seedlings from
NaCl stress (Farhangi-Abriz and Torabian, 2017). Biochar at 10, 30 and
50 g/kg soil also lowered lipid peroxidation in leaves of Ficus elastica
grown in Zn-contaminated soil (Kumar et al., 2018). However, in the
present study, we found high concentration of biochar (above 2.6 g/L)
caused oxidative damage to amaranth. Li et al. (2015) also found that
with increasing the biochar concentrations from 4 to 8 g/beaker (4-8%
biochar/soil), the malondialdehyde content in the tomato roots and
leaves were increased, and the root cell necrosis was also evident.

Antioxidant enzyme activities in amaranth roots. Antioxidant enzymes,
including SOD, CAT, and POD, are key scavengers for reactive oxygen
species (ROS) (Alscher and Hess, 1993). Compared to control, exposure
from 2.6 to 6.7 g/L biochar increased the root SOD activity from 39.2 to
58.8%, while 26.6 g/L biochar significantly decreased the SOD activity
by 24.5% (Fig. 3C, p < 0.05). For CAT, biochar concentrations among
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2.6-13.3 g/L obviously increased the CAT activity by 89.6-140.8%,
while biochar concentrations among 1.3-26.6 g/L significantly in-
creased the POD activity by 72.4-177.1%. In general, median con-
centration of biochar from 2.6 to 13.3 g/L biochar produced the most

obvious effect on elevating antioxidant activities. Unexpectedly, 26.6 g/
L biochar significantly decreased the activity of SOD, CAT and POD as
compared to 6.7 g/L biochar. When the stress intensity exceeded the
cells' endurance, the protein synthesis in cells could be inhibited, and
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Fig. 3. Oxidative damage and antioxidant
defense response. Figure A and B represent
the content of MDA and y-H2AX, Figure C-E
represent the activity of SOD, CAT and POD
in amaranth roots across all the treatments.
Data are mean * standard error of three
replicates. Values of each column followed
by different letters indicate that the data
points are significantly different at p < 0.05

(LSD's test).
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subsequently suppress the activity of antioxidant enzymes (Lee and Lee,
2000). In the present study, the soluble protein content in roots and
shoots at 26.6 g/L was significantly decreased by 35.4% and 24.7%,
respectively, as compared to the one in the treatment with 6.7 g/L
biochar (Figure S1C and 2D), indicating the presence of biochar could
alter the protein synthesis.

3.4. Effects of biochar on photosynthetic system

Biochar is a potential amendment to improve plants' performance
on photosynthesis (Xu et al., 2015). In the photochemical process,
maximum quantum efficiency of photosystem II (PSII), F,/Fy,, re-
presents the intrinsic efficiency of PSII. The decrease of F,/F,, usually
indicates the stress exposure of plants (Maxwell and Johnson, 2000).
Electron-transport rate (ETR,.,) reflects photosynthetic electron flow
through PSI and PSII of plants. Therefore, F,/F.,, ETR,x and the total
chlorophyll content were measured to evaluate the effects of biochar on
photosynthetic systems in amaranth. IMAGING-PAM allow us to vi-
sualize the F,/F,, intensity and leaf morphology. Fig. 4A-C showed the
images of the F,/F,, intensity in amaranth leaves treated with control,
6.7 and 26.6 g/L biochar, respectively. When exposing to 26.6 g/L
biochar, the F,/F, intensity decreased by approximately 20.7%
(Fig. 4D, p < 0.05) in relative to control, suggesting high concentration
of biochar could potentially compromise the photosynthetic systems.
For ETR,.x, no difference across all biochar treatments was found ex-
cept 6.7 g/L biochar, where the ETR,,, were minorly but significantly
increased by 17.0% as compared to control (Fig. 4E). Similar to ETR,,
exposure to 6.7 g/L biochar elevated the chlorophyll content by 31.1%,
and other treatments had no obvious impact as compared to the control
(Fig. 4F). 1% Biochar could increase photosynthetic and accessory
pigments (carotenoids, anthocyanin, and lycopene) by reducing cad-
mium uptake by tomato (Abid et al., 2017). Additionally, biochar that
was equivalent to 2% organic carbon could also increase the chlor-
ophyll content and the photosynthetic rate of maize by decreasing
bioavailable Ni in the soil (Rehman et al., 2016). However, according to
our present results, though 6.7 g/L biochar significantly enhanced the
photosynthetic process, high concentration of biochar at 26.6g/L
hampered the photosynthesis in amaranth to some extent.
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Fig. 4. Photosynthesis of amaranth treated
with biochar. A-C are the images of F,/Fy,
intensity in the treatment with control,
6.7g/L biochar and 26.6g/L biochar.
Figure D-F represent the F,/F,, intensity,
ETRyax intensity and chlorophyll content
across all the treatments. Data are
mean + standard error of three replicates
(n = 3). Values followed by different word
are significantly different at p < 0.05 (LSD's
test).
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3.5. Effects of biochar on cellular structure

In the control (Fig. 5A), the plant cell is intact and the chloroplasts
were in oval, where the internal stroma lamella was clearly observed
(Fig. 5A and B). In the 6.7 g/L biochar treatment, no deformation of cell
organelles was observed, the shape of the chloroplast is still as the same
in the control (Fig. 5C and D). With the concentration increasing to
26.6 g/L, the chloroplasts became swollen and the pattern of the grana
lamellae was irregular and blurring (Fig. 5E and F). In addition, starch
granular formed in the stroma thylakoid. The salt stress induced by high
concentration of biochar could be one of the possible reasons that im-
balance the osmotic pressure and consequently compromise the chlor-
oplast structure (Yu et al., 2010). This observation was also supported
by the high levels of K, Na, and Al in shoots treated with 26.6 g/L
biochar (Fig. 1B, H and L). Consequently, the photosynthetic efficiency
was damaged as determined by F,/F,, intensity.

4. Conclusions

Biochar has obvious effect on mineral uptake and migration in
plants. 26.6 g/L biochar significantly increased K, Na and Al content in
roots while 2.6 g/L biochar significantly enhanced Ca and Mg uptake in
roots. Furtherly, Ca and Mg accumulation were influenced by K and Al
uptake under the effect of biochar. The excessive biochar caused da-
mage on the membrane and DNA in roots. 6.7 g/L biochar obviously
elevated the activities of antioxidant enzyme in root and was almost 2-
fold of the control. Finally, the photosynthesis and chloroplast structure
were impaired upon exposure of 26.6 g/L biochar. Hence, comprehen-
sively characterizing the biochar fate in plant system and considering
the biochar concentrations will provide important information for
biochar application in agriculture.
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chloroplast; Va, vacuole; Nuc: nucleus; GL: grana lamella; SL: stroma lamella; SG: starch grain. (For interpretation of the references to colour in this figure legend, the

reader is referred to the Web version of this article.)
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