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Background and Objectives: The application of nano-fertilizers, such as zinc oxide
nanoparticles (ZnO-NPs), is an emerging strategy to improve micronutrient
efficiency in sustainable agriculture. However, the overuse of ZnO-NPs, particularly
in calcareous soils with low zinc availability, risks soil contamination and
subsequent toxicity to plants and soil biota. The bioavailability of zinc from these
nanoparticles is governed by complex interactions within the rhizosphere, involving
the soil matrix, plant roots, and plant growth-promoting microorganisms (PGPMs).
While PGPMs like fungi and bacteria can alter metal bioavailability, their combined
effects and the resulting release dynamics are not fully understood. Therefore, this
study aimed to investigate the effect of inoculating the fungus Serendipita indica
and the bacterium Sinorhizobium meliloti, both individually and in combination, on
the release kinetics of zinc in the rhizosphere of alfalfa (Medicago sativa L.) grown
in soil contaminated with different levels of ZnO-NPs.

Materials and Methods: This study was conducted as a factorial experiment based on a
completely randomized design with three replications on alfalfa (Medicago sativa
L.) cv. Hamedani in a greenhouse. The soil used was a loamy-clay collected from
the 0-30 cm layer of Chitgaran station in Shiraz, Iran, with a pH of 8.3, 0.71%
organic matter, and 42.5% calcium carbonate equivalent. The soil was autoclaved
at 121°C for 25 minutes before use. Treatments included three levels (0, 400, and
800 mg kg™ soil) of ZnO-NPs (average diameter of 10 nm, sourced from
Pishgaman Nano Mavadd-e Iran Co.) and four levels of microbial inoculation (a
non-inoculated control, S. indica alone, S. meliloti alone, and co-inoculation of the
fungus and bacterium). Soils were incubated for three months at field capacity to
allow for equilibration reactions. The S. indica inoculum was prepared by
collecting spores from a 4-week-old culture, with the final concentration adjusted
to 5x10° spores mL™%. The S. meliloti strain, selected for its high N-fixation and
PGP traits (including possession of nfe, putA, and acdS genes), was cultured for 48
hours, and the inoculum was adjusted to 5x107 cells mL™%. In order to find the best
model to describe the zinc release pattern, time-dependent release data were fitted
to nine kinetic equations (zero-, first-, second-, third-order, parabolic diffusion,
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power function, simplified Elovich, pseudo-first-order, and pseudo-second-order).
For each experimental treatment, the best kinetic equation was selected based on
the highest coefficient of determination (R?) and the lowest standard error (SE).
Zinc concentrations were measured using an atomic absorption spectrophotometer
(Shimadzu AA 670). Statistical analysis was performed using SAS 9.1, and means
were compared using the LSD test at P<0.05.

Results: The results showed that co-inoculation of the fungus and bacterium at 400 and
800 mg Zn kg™ had the lowest rhizosphere pH value, resulting in a decrease of
15.25% and 6.81%, respectively, compared to the zero-Zn level. Also, at the 800
mg Zn kg™ level, inoculation with the fungus alone and co-inoculation with the
bacterium were equally effective, showing the highest ability to release zinc from
the rhizosphere soil; these treatments led to an increase of 27.79% and 26.42%,
respectively, in the amount of cumulative zinc released compared to the
uninoculated condition. The study of the zinc release pattern under the influence
of different zinc levels and microbial inoculation showed that the process of zinc
release in all treatments followed a two-stage kinetic process that starts with a fast
release step and then reaches equilibrium after a slow step. In the initial rapid
phase, zinc release corresponds to mobile forms with low bond energy, and in the
second stage, to forms with less mobility. This was confirmed by the observation
that approximately 68-76% of the total desorbed zinc was released within the first
two hours of extraction. Analysis of the kinetic models showed that the pseudo-
second-order (R2 > 0.995) and power function (R2 > 0.94) equations provided the
best fit for the zinc release data in all experimental treatments, while the simplified
Elovich equation was also suitable only at the control (zero Zn) level. The
superiority of the pseudo-second-order model was further validated by the positive
and significant correlation between its calculated equilibrium zinc concentration
(ge) and the plant-available zinc concentrations (extracted by DTPA in 2 hours),
as well as the zinc concentrations in the root and shoot tissues of the alfalfa plants.

Conclusion: The present study demonstrated that microbial inoculation, particularly co-
inoculation with S. indica and S. meliloti, is an effective strategy for acidifying the
rhizosphere and increasing the release of zinc from soil contaminated with ZnO-
NPs. The highest efficacy was observed at high contamination levels, where fungal
inoculation (alone or combined) enhanced cumulative zinc release by
approximately 27%. The kinetics of zinc release in the calcareous soil followed a
two-stage process, dominated by an initial rapid release of weakly bound zinc
forms. Among the nine models tested, the pseudo-second-order kinetic model
proved to be the most robust descriptor of the zinc release process across all
treatments, which was confirmed by its strong correlation with plant-available
zinc. These findings highlight the potential of using synergistic microbial
partnerships to manipulate the bioavailability of nanoparticle-derived
contaminants in the rhizosphere and underscore the importance of kinetic modeling
in predicting nutrient and contaminant release patterns in complex soil systems.
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Table 3 - Comparison of the average main and interaction effects of different levels of nano zinc oxide and microbial
inoculation on rhizosphere soil pH

pH
Microbial inoculation a5
T eI i::sm @LG PR (0 5 9kS 1> 0,5 o) (595 3awST 93U - (55, Tobw
o SPRIE Tl & Zinc levels - nano zinc oxide (mg kg
Average Fungi and bacteria Bacteria  Fungi  Witness
8.18 A 8.16 ab 8.19ab 8.16ab 8.22a 0
782B 7.08 f 810bc  797d 81lhbc 400
787B 7.64¢e 8.06 C 7.66e  8.12hc 800
763C 815A 793B 815A Average Sbo

s () gxe (g lol BMB] 18 o> B Jlessl gaw 0 5551 (9051 b (ylel Blod 51 55 b g8 S it By G gyl dlacl
% Numbers with a common lowercase or uppercase letter are statistically not statistically significant with Duncan's test at the

5% probability level.
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Table 4- Comparison of the average main and interaction effects of different levels of nano zinc oxide and microbial
inoculation on the amount of cumulative zinc released from rhizosphere soil (mg kg') by DTPA extractant over a
period of 32 hours

Released accumulative Zn aud a5 e 59,

Microbial inoculation g9 ySwe gudli (0 s55kS 45 05 o) (595 SwmST U~ (59, Tobrw
= " o " o R i _ H P -1

Sbe SSU s g, &5 zb RYS Zinc levels - nano zinc oxide (mg kg™)
Average Fungi and bacteria Bacteria  Fungi  Witness

87.2C 99.2 h 95.2h 88.2i 66.2) 0

250.5B 279.3d 21749 2684e  2369f 400

4753 A 524.0a 433.1b  529.7a 4145¢c 800

300.8 A 2486B 2954A 239.2B Average (Sl

Sitad (6 gxe (g lol M) 13 do > B Jlassl gaws 0 5551 (905l b (oylel Blod 51 55 b Sog8 S jutio By G gyl Dlacl
# Numbers with a common lowercase or uppercase letter are statistically not statistically significant with Duncan's test at a
probability level of 5%.

,fo)w bus 69y i :\)'T‘_g}(l\
DTPA

sk U e s b slT 6 e
QL B S ANY IS0 oo S bl 5 s Al
T 5 oS i) Ealesl glajles plas 5 4S5l
selie Loy Sl @b by S () il
3o S rd LS D g s AS o end

Al aelsh S ol b e



VY VEF /Y bl /W s ) S b 4

@
w o

5o f:)f(_ng) 0d ol)l 5 (89,

= N

(S S p,5ols

ot ' !
[T BTSN S B )

eF WB AF+B XC

5 b

@ F-ZnO-NPs-400

X C-ZnO-NPs-400
600

500
400
300
200
100

\)/.
N
N

%
Be 0 X
B ® X

(S S p,Sols

s

15 20 25 30 35
(celv) ol

(il )

B B-ZnO-NPs-400
X F-ZnO-NPs-800

A F+B-ZnO-NPs-400
® B-Zn0O-NPs-800

N

N\
N
N\

205 o) ok Sl (re (s,

15 20 25 30 35
(cels) ol
(< Jﬁi)

(C= sl F+B= (5 5S o ) « B= (5 55l F=g,8) (9550 Colled p3 Coi (g9, (o o131 (801 Y JSS
P 33 S5y 5 o (@ US) Aew g Foe (W1 USS) Jo zsbaw 4

Figure 2- Zinc release pattern under the influence of microbial activity (fungus=F, bacteria=B, fungus+bacteria=F+B,
sterile=C) at levels of zero (Figure A), 400 and 800 (Figure B) mg zinc kg!
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Table 5- Amount of zinc released (mg kg™') at 2 and 32 hours and their ratio in experimental treatments (microbial
inoculation and different levels of zinc)

(i S 0,558 15 0,5 o) (59 T 1 s 5bans

Different levels of nano zinc oxide (mg kg™ dry soil) 19750 T
Celw Y'Y @ Y 3 0udd 3151 59y Comm Celw Y'Y 5 o 3151 (g5, Slado Celur ¥ 43 00l 3151 595 4lado Microbial
Ratio of Zn released in 2 to 32 Amount of Zn released in 32 Amount of Zn released in 2 inoculation
hours hours hours

800 400 0 800 400 0 800 400 0

0.708 0.743 0.759 414.5 236.9 2.66 293.5 176.1 2.02 Witness sl
0.671 0.722 0.774 529.7 268.4 2.80 355.3 193.8 2.17 Fungi E)lé
0.670 0.687 0.726 433.1 2174 2.95 290.0 149.4 2.14 Bacteria ¢ S
0.671 0.757 0.792 524.0 279.3 2.99 3514 2115 2.37 AL el

Fungi and bacteria

0.680 0.727 0.763 s e e Average u,_i,l“,

e Ol8 e ool oo (Reyhanitabar et al., 2010)
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Table 6- Mean and range of coefficients of determination (R?) and standard error (SE) of the kinetic equations under study
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Table 7- Constants of selected kinetic models in the release of zinc from rhizosphere soil with individual and combined
inoculation of S. indica fungus and S. meliloti bacteria at zero zinc level

oad 03bs gaggll Joo 059 455 po 4l Jao S & e el
Simplified Elovitch model Pseudo-second-time model Power function model
SE R? /3 a, 12 R? k ge.cal ge.exp SE R? b a 5295w
Microbial
inoculation
0.096 0975 0281 175 0.0000082  0.998  0.687 2.79 2.66 0.119 0.90 0.166 1.65 Witness sals
0.120 0960 0.272 1.90 0.000029 0.998  0.683 2.79 2.80 0.118 088 0.172 1.82 Fungi @,G
0.072 0987 0.291 1.92 0.000045  0.997 0.528 2.94 2.95 0.087 093 0151 1.83 d’Sb
Bacteria
$Sbyg)B
0.144 0950 0.292 2.05 0.000025 0.999  0.707 2.98 2.99 0.127 086 0.148 196 Fungi and
bacteria

s (e o pd o3 A pe and dllae 53yl 5l odd drwle g9y e ¢ yialojl By 3l e il (gq, ,lade cuia x2 4 SE (R? ge.cal ge.exp

Statistic Chisquare g sl

ge.exp, ge.cal, R% SE and 2 are the amount of zinc released through the experiment, the amount of zinc calculated through the

pseudo-second-order equation, the coefficient of determination, the standard error and the Chisquare Statistic, respectively.

Slasled S 53 ot (St SWslee plo 4 o
a5 o ad Jda 5392 ol JMde 35 50 m SVL les
e cpl 3l gy Dlaml 4l OF sdias Ol £33
s oSl Jdbe o e Olge a4 5 03 S Gl St
Il o s e ote Sonen (A i) 550
JB oy slackle L (Qe) 5S4 dalee 5, il
Y ol e 53 DTPA L (5,80 las) alS eslinl
2l d S e nl 5 Y5 S S e (el
ST L SLesl 6 s s S o (Stane SVsles
b b asl opl AL Gy S G sl
3l il SIS Ol SaT slasls s s Oliises
Taghipour and Jalali, ; Zibaei et al., 2020)
Jbe 4 65 il sl3T slaesls Lkl (Olia=s (2016
Gl 3T Jlaaml Jm8 Sl 1) o o3l msd sl
Lols o (el Sisy ey b Sb Sl obs
ol Ziass (Reyhanitabar and Gilkes, 2010)
L e 3l BT oS oo 5 (St sladle o 2
oslo sl 5 Gy b0l Sal gl = s
Reyhanitabar and Karimian, ) x> s 5,058 e
b etd osle sl glade 55 Sos Sl (2008

St SYslee o 1S oylal &S shailes

RS 5 et et At 4 s S
Sl b s el OV¥slas oollent gl
3 (G ks b 5 (09,500 =) Lasles <S5
Olge « géj))mcla“ﬁk@_;: o oslw @j}” ales
bl sy b ST o s S SWslas e
ee (Stew SVolee laclia by o ol LA
simlesT s glajles S (g, LS s
dales 53D 58 lacul .ol ol 63,51 V Jod= s
5 sl 3l 25T ol edas DL S oIS mb
oslur sl aslan 3 5 ddln 55 3 LT
33T Kaal ol oS Oly o S /) 588 glacoliods
ot S b 3T e e Sl 5 b sl sl
4 p 3 4 e 4 dloles ge.cal sk slacol sl
Obey e s OM)‘)'TLS})MJ‘J_EA}CA&JwCA{U
S bl cos sl pls 3 45 dil e asiie
ST s olde & Oles Comd) QUE Jlde b3l G b
o oewd 4 (O T Llie 5 (Cilses gladbe) 3 0l
sal oy (535 s S 3l 0L s (7 IK8)
ST Gy e b gl ooslis (ge.exp) iabesl s
S edle 3,106 ge (ge.cal) 035 45 o 4k dhlas 5led

P33 45 o ad (St abslae 512 R?) s oy



\FY /\f'f/Yer/\rﬂ?/Suwuijﬁi

Ol pl Sal glasls =5 s 5% gl 2T i
(Ghasemi-Fasaei et al., 2009) wsls olis

eF WB AFB XC

14 -
12 4
o i
e 8 o
s A
| a
2 A
0 5 10 15 20 25 30 35
(celw) b
(I Js.5)

®F.ZnO-NPs-400 MWB.ZnO-NPs-400 AF+B.ZnO-NPs-400
X C.ZnO-NPs-400 XF.ZnO-NPs-800 @®B.ZnO-NPs-800

0.16 1 F+B.ZnO-NPs-800 -C.ZnO-NPs-800
| [ ]
0.14 X
_ 012 - 1
(=2 |
S ol !
0.08 - 2 P
0.06 - ¥
0.04 - ’ §{
0.02 - =
K
0 ; ; ; ; ; ; .
0 5 10 15 20 25 30 35
(celw) yboj
(& J2)

T8 By F= )l C=sald) (019,50 ealli b (5 gy SB 45 093 a0 drd Jbo b 8l 3131 (g9, (saosld (455152 -V JSS
P 33 S95 5 o (@ US) Ae v g Foe (N USS) oo zobaaw 3 (FHB (5,50

Figure 3 - Fitting of released Zn data with pseudo-second-time model in rhizosphere soil with microbial inoculation
(control=C, fungus=F, bacteriaB, fungus and bacteria F+B) at levels of zero (Figure A), 400 and 800 (Figure B) mg Zn
kg!
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Table 8- Kinetic parameters of selected models in rhizosphere soil zinc release with individual and combined
inoculation of S. indica fungus and S. meliloti bacteria at different levels of zinc oxide nanomaterials

Pseudo-second-time model 093 4y yo dmi Joo

Power function model _Jlg &b Joo

x2 R2 k ge.cal ge.exp

R2 b a

Different levels of zinc (gq, Glisw  glaw

400 mg kg™ s0il S& 0 ,59LS )3 0,5 o Fo ¢

0.006 0.998 0.0071  238.1 236.9 0.096
0.104 0.997 0.0058  263.2 268.4 0.080
0.000 0.997 0.0057 2174 2174 0.169
0.008 0.998 0.0065 277.8 279.3 0.090

195590 il
Microbial inoculation
0.92 0.156 148.2 Witness sl
0.94 0.148 167.2 Fungi ¢,
0.88 0.214 116.5 Bacteria g ySU
0.92 0.144 180.8 &S5L gz,

Fungi and bacteria

800 mg kg™ s0il S 0,55kS 45 0,5 ao Ae v

0.011 0.995 0.0032 416.7 4145 0.084
0.022 0995 0.0023 526.3 529.7 0.076
0.007 0995 0.0026  438.8 433.1 0.070
0.010 0.995 0.0023  526.3 524.0 0.069

0.94 0.150 252.1 Witness sals
0.96 0.165 306.3 Fungi G)G
0.96 0.163 251.0 Bacteria 6].514
0.96 0.159 306.7 31 9 @13

Fungi and bacteria

Statistic Chisquare g s,k

ge.exp, ge.cal, R2, SE and %2 are the amount of zinc released through the experiment, the amount of zinc calculated through
the pseudo-second-order equation, the coefficient of determination, the standard error and the Chisquare Statistic, respectively
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