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Abstract The effects of inoculating arbuscular mycorrhizal
(AM) fungi on the growth, phosphorus (P) uptake, and yield
of Welsh onion (4/lium fistulosum L.) were examined under
the non-sterile field condition. Welsh onion was inoculated
with the AM fungus, Glomus R-10, and grown in a glass-
house for 58 days. Non-inoculated plants were grown as
control. Inoculated and non-inoculated seedlings were trans-
planted to a field with four available soil P levels (300, 600,
1,000, and 1,500 mg P,Oskg " soil) and grown for 109 days.
AM fungus colonization, shoot P concentration, shoot dry
weight, shoot length, and leaf sheath diameter were mea-
sured. Percentage AM fungus colonization of inoculated
plants was 94% at transplant and ranged from 60% to 77%
at harvest. Meanwhile, non-inoculated plants were colo-
nized by indigenous AM fungi. Shoot length and leaf sheath
diameter of inoculated plants were larger than those of non-
inoculated plants grown in soil containing 300 and 600 mg
P,Oskg ' soil. Shoot P content of inoculated plants was
higher than that of non-inoculated plants grown in soil
containing 300 and 600 mg P,Oskg ' soil. Yield (shoot
dry weight) was higher for non-inoculated plants grown in
soil containing 1,000 and 1,500 mg P,Oskg " soil than for
those grown in soil containing 300 and 600 mg P,Os kg™
soil. Meanwhile, the yields of inoculated plants (200 g
plant ') grown in soils containing the four P levels were
not significantly different. Yield of inoculated plants grown
in soil containing 300 mg P,Os kg™ soil was similar to that
of non-inoculated plants grown in soil containing 1,000 mg
P,0skg ™" soil. The cost of AM fungal inoculum for inocu-
lated plants was US$ 2,285 ha ' and lower than the cost of
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superphosphate (US$ 5,659 ha ") added to soil containing
1,000 mg P,0s kg ' soil for non-inoculated plants. These
results indicate that the inoculation of AM fungi can achieve
marketable yield of 4. fistulosum under the field condition
with reduced application of P fertilizer.
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Phosphate - Welsh onion - Yield

Introduction

Phosphorus (P) is one of the essential elements for plant
growth and often the first limiting nutrient in soils due to its
low availability. The heavy application of P fertilizer has
been carried out for crop production to avoid growth decline
due to P deficiency. Rock phosphate is the raw material of P
fertilizer, and it is estimated that the world’s reserve would
last for only 90 years (Stewart et al. 2005). The expected
global peak of P production is predicted to occur around
2030 (Cordell et al. 2009). The heavy application of P
fertilizer accelerates P enrichment of water, and this, in turn,
leads to the eutrophication of rivers, lakes, and marshes. In
this regard, it is necessary to develop sustainable and envi-
ronmentally safe technologies for the use of P resources.
Arbuscular mycorrhizal (AM) fungi promote the growth of
many plants by enhancing P uptake (Smith and Read 2008).
The elongation of the extraradical hyphae of AM fungi into
soil increases the surface area for the uptake of P, which is
often depleted in rhizosphere soil solution. Generally, P ac-
quisition by crop plants is accomplished by extending roots
into soil. Crop plants of Alliaceae, such as Welsh onion,
onion, Chinese chive, garlic, and leek, have a less well-
developed root system than most other species (Greenwood
et al. 1982). Studies have shown that the inoculation of AM
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fungi improved P uptake and growth of Allium cepa (Mosse
and Hayman 1971; Smith et al. 1986), Allium fistulosum
(Tawaraya et al. 1999, 2001), and A/lium porrum (Hepper et
al. 1988; Stribley et al. 1980) under the pot culture condition.
Thus, the utilization of AM fungi may reduce the amount of P
fertilizer to be applied to these plant species, thereby conserv-
ing P resources. The purpose of the present study was to
clarify the effect of inoculating A4. fistulosum with AM fungi
under the field condition to reduce application of P fertilizer
and achieve marketable yield.

Materials and methods
Inoculation

Andosol was collected from Tsuruoka, Yamagata Prefec-
ture, Japan. The soil was air-dried, sieved to <5 mm particle,
and steam-sterilized twice at 80°C for 45 min. Ammonium
sulfate, superphosphate, and potassium sulfate were added
at the rate of 1.00 gN, 1.00 g P,Os, and 0.83 gK kg ! soil,
respectively. Soil pH (H,O) was adjusted to 5.8 by the
addition of lime. AM fungal inoculum (Idemitsu Kosan,
Co. Ltd., Tokyo, Japan), which consisted of spores, extra-
radical hyphae, and infected roots of Glomus R-10 (14
propagules g '), was mixed with soil at the rate of 75 g
kg ! soil. Control plants were not inoculated. Two hundred
twenty paperpots (26 x26* 38 mm, Nippon Beet Sugar Mfg.
Co., Ltd., Tokyo) were placed in rearing trays (280 x580x
30 mm each), and each tray was filled with 4 kg of inocu-
lated soil or non-inoculated soil. Seeds of Welsh onion (4.
fistulosum L. cv. Motokura) were sown in the paperpots on 2
April 2008. One thousand seven hundred sixty inoculated or
non-inoculated paperpots were prepared. The seedlings
were grown in a glasshouse at Yamagata University, Tsur-
uoka, Japan (38°44'N, 139°50'E) for 58 days and irrigated
with tap water every other day.

Transplanting

The field was located in Tozawa Village, Yamagata Prefec-
ture, Japan (38°46'N, 140°9'E). Properties of the soil were as
follows: pH (H,0O), 5.23; texture, loamy sand; organic C,
0.91%; total N, 0.47%; available P, 94.38 mg P,Os kgfl.
Ammonium sulfate and potassium sulfate were applied at
the rate of 200 kg N ha ' and 200 kg K ha', respectively.
Superphosphate was applied at the rate of 0; 4,135 (703
P,0s5); 9,847 (1,674 P,0s); and 12,711 (2,161 P,0s5)
kg ha . The available soil P concentrations of these soils
2 weeks after application were 300, 600, 1,000, and
1,500 mg P,Os kg soil '. The fertilizers were broadcasted
and incorporated manually with the top 10 cm of the soil
surface. Each plot measured 2x3 m and had two 2-m rows.
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The paperpots were planted in a plot spacing of 5 cm. In total,
there were 80 paperpots per plot. The plots were arranged in a
randomized complete block design with two AM fungal inoc-
ulations (inoculated and non-inoculated) and four soil P levels
(300, 600, 1,000, and 1,500 mg P,Os kg soilfl) with four
replications. Thirty-two plots were employed.

Harvest and sample analysis

Shoots and roots were harvested on 8 October 2008
(167 days after sowing). Twenty plants growing in a 1-m
row were harvested. In total, 40 plants were harvested from
one plot. Shoot length and leaf sheath diameters were mea-
sured. Shoot dry mass was determined after drying at 70°C.
Ground shoots were digested with HNO3;-HCl104—H,SO,4
solution. P concentration in the digested solution was deter-
mined colorimetrically with the vanadomolybdate-yellow
assay (Olsen and Sommers 1982). Roots were cleared and
stained with 500 mg L™ aniline blue solution (Tawaraya et
al. 1998). Percentage AM fungus colonization was exam-
ined using the gridline intersect method (Giovannetti and
Mosse 1980). Data were subjected to the two-way analysis
of variance, and means were compared by the least signif-
icant difference method (P=0.05) using the statistical soft-
ware StatView 4.5 (Abacus Concepts).

Results
Arbuscular mycorrhizal colonization

The AM fungus Glomus R-10 colonized well in the roots of
seedlings in the paperpots. Percentage AM fungus coloni-
zation was 94+3% (n=4) 58 days after sowing. No coloni-
zation was noted in the roots of non-inoculated seedlings.
AM fungus colonization was observed in both inoculated
and non-inoculated seedlings at harvest (Table 1). AM fun-
gus colonization of inoculated plants ranged from 60% to
77% and was not different among the four soil P levels.
Non-inoculated plants were colonized by indigenous AM
fungi, but the AM fungus colonization of non-inoculated
plants was less prominent than that of inoculated plants and
decreased with increasing soil P level.

Shoot P uptake

Shoot P content of non-inoculated plants increased with
increasing soil P level (Table 1). In contrast, shoot P con-
tents of inoculated plants grown in soil containing the four
soil P levels were not significantly different. Shoot P content
of inoculated plants grown in soil containing 300 and
600 mg P,Os was higher than that of non-inoculated plants
grown under the same conditions.
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Table 1 Mycorrhizal colonization, shoot height, diameter of leaf sheath, and shoot P content grown at four soil P levels with or without inoculation

Inoculation Soil P level Mycorrhizal Shoot height Diameter of leaf Shoot P content
(mg P,0s kg ") colonization (%) (cm) sheath (cm) (mg P plant ")

Control 300 5244 abc® 52.8+5.1b 1.7+0.3 b 18£8 b
Control 600 4745 abe 60.0+2.8 ab 2.0+0.2 ab 30+8 b
Control 1,000 27+7 be 64.5+3.6 a 2.4+0.1 ab 40+7 ab
Control 1,500 18+9 ¢ 70.5+7.6 a 2.5+0.1 a 41+4 ab
Glomus R-10 300 77+8 a 76.6+2.2 a 2.4+0.1 a 54+3 a
Glomus R-10 600 65+10 ab 77.1+29 a 2.5+0.1a 6348 a
Glomus R-10 1,000 66+5 ab 742+1.8 a 2.6+0.1 a 59+4 a
Glomus R-10 1,500 60+14 ab 78.2+25a 2.7+0.0 a 6744 a

#Means (+standard error, n=4) followed by different letters in the column are significantly (P=0.05) different as determined by the Tukey’s HSD

test

Shoot length and leaf sheath diameter

Shoot length and leaf sheath diameter of non-inoculated plants
increased with increasing soil P levels (Table 1, Fig. 1). In
contrast, shoot length and leaf sheath diameter of inoculated
plants grown in soil containing the four soil P levels were not
significantly different. Shoot length and leaf sheath diameter
of inoculated plants grown in soil containing 300 mg P,05
were higher than those of non-inoculated plants.

Shoot dry weight

Shoot dry weight of non-inoculated plants increased with
increasing soil P levels (Fig. 2). In contrast, shoot dry
weight of inoculated plants was higher than 15 g/plant
regardless of the soil P level and was not significantly
different from those of non-inoculated plants grown in soil
containing 600, 1,000, and 1,500 mg P,0s.

Fig. 1 Shoot growth of A. fistulosum inoculated with AM fungus,
Glomus R-10, and grown in soil containing four levels (300, 600,
1,000 and 1,500 mg P,0s kg ') of soil P, measured 167 days after
sowing. Non-inoculated plants were used as control

Discussion

It is established that inoculation of AM fungi increased
shoot P uptake and shoot growth under pot culture condi-
tions. However, there have been few papers showing reduc-
tion of P fertilizer application and satisfactory yield with
inoculation of AM fungi under field conditions. Inoculation
of AM fungi did not increase yield of garlic under field
condition (Sari et al. 2002). Pre-inoculation of transplants
with arbuscular mycorrhizal fungi increased growth of leek
under semi-field condition (Sorensen et al. 2008). Our data
shows that inoculation of AM fungi increase shoot P uptake
and growth of 4. fistulosum and achieve marketable yield
under filed condition. Moreover, shoot dry weight of inoc-
ulated plants grown in soil containing 300 mg P,Os was
207 g plant ' and was not different from that of non-
inoculated plants grown in soil containing 1,000 mg P,0s
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Fig. 2 Yield (shoot dry weight) of A. fistulosum inoculated with AM
fungus, Glomus R-10, and grown in soil containing four levels of soil
P, measured 167 days after sowing. Non-inoculated plants were used as
control. Means (+standard error, n=4) followed by different letters are
significantly (P<0.05) different by Tukey’s HSD test
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(Fig. 2). This indicates that the exposure to 300 mg P,0s
plus the inoculation of AM fungi at the nursery stage in-
creased shoot dry weight to a value that was similar to that
of the non-inoculated plant grown in soil containing
1,000 mg P,0Os. The inoculation of AM fungi reduced the
amount of superphosphate applied from 9,850 kg ha™' to
0 kg P,Os ha'. Shoot dry weight of inoculated Welsh
onions (>15 g plant ') was the same as that of convention-
ally grown non-inoculated Welsh onions in Japan. The
potential savings in P fertilizer application for soybean due
to inoculation with AM fungi were estimated under glass-
house condition (Kelly et al. 2001; Plenchette and Morel
1996). To our knowledge, this is the first report showing that
the inoculation of AM fungi reduced the amount of P
fertilizer to be applied and achieved economically valuable
yields under the field condition.

The costs of AM fungal inoculum and P fertilizer were
calculated. Price of superphosphate and AM fungal inocu-
lum in 2008 was 0.57 and 8.40 US$ kg ', respectively. Nine
thousand eight hundred fifty kilograms of superphosphate
per hectare was applied to non-inoculated plants, which was
equivalent to 1,000 mg P,Os. In contrast, no superphosphate
was applied to the inoculated plants exposed to 300 mg
P,0s, and only 272 kg of AM fungal inoculum per hectare
was applied. Total cost of P fertilizer was 5,629 US$ ha .
On the other hand, total cost of AM fungal inoculum was
2,285 US$ ha '. The cost difference was US$ 3,374. This
means that the use of AM fungal inoculum is valuable for
farmers. Heavy application of phosphate fertilizer has been
carried out on horticultural crops (Mishima et al. 2010;
Reijneveld et al. 2010). Rock phosphate has been used to
produce phosphate fertilizers, and availability of rock phos-
phate may peak in about 2030 (Cordell et al. 2009). It is
necessary for responses of this problem (1) to reduce appli-
cation of P fertilizer to agricultural crops, (2) to make crop
plants more efficient at acquiring soil P and using it, and (3)
finally, to recycle organic P for agriculture. Inoculation of
AM fungi is one of useful techniques to achieve the reduc-
tion of phosphate fertilizer application.

Colonization by indigenous AM fungi was noted in the
roots of non-inoculated plants grown in soil containing the
four P levels, 167 days after sowing. However, shoot growth
of non-inoculated plants was slower than that of inoculated
plants. This indicates that the introduced Glomus R-10 was
more efficient in growth improvement than the indigenous
fungi. AM fungus colonization of non-inoculated plants
tended to decrease with increasing soil P levels. On the
other hand, AM fungus colonization of inoculated plants
did not change significantly even with an increase of soil P
levels. It is well known that the heavy application of P
fertilizer to plant inhibits AM fungus colonization in roots
(Smith and Read 2008). The effect of P operates on spore
germination, growth of germ tube, initiation of entry points,
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development of intraradical mycelium, and formation of
arbuscules. Percentage AM fungus colonization of inoculat-
ed plants was 94% at transplant. Steps from the spore
germination to the initiation of entry points of inoculated
plants were not affected by the high soil P concentration.
Therefore, the inoculation of AM fungi at the nursery stage
avoids the decrease in colonization caused by the applica-
tion of P fertilizer.

The AM fungus Glomus R-10 was not indigenous to the
soil of this field experiment. Introduction of this fungus can
affect composition and activity of soil microbial community.
There has been little known about how long inoculated AM
fungi survive in the soil and how they affect a community of
indigenous soil microbes including AM fungi. Research on
impact of exotic AM fungi on local soil microbial species
and community is required to elucidate best management
practices for mycorrhizal treatment (Schwartz et al. 2006).

Conclusions

The inoculation of AM fungi at the nursery stage promoted
the growth of A. fistulosum under the non-sterile field con-
dition. The yield of A. fistulosum grown in soil containing
300 mg P,Os kg ' plus AM fungal inoculum was equal to
that of plants grown in soil containing 1,000 mg P,Os kg™
but no AM fungal inoculum. The inoculation of AM fungi
reduced the amount of P fertilizer to be applied and the
production cost of A. fistulosum under the field condition.

Acknowledgment Glomus R-10 inoculum was kindly provided by
Idemitsu Kosan, Co. Ltd. (Tokyo, Japan). This study was part of the
research project “Development of New Biorational Techniques for
Sustainable Agriculture” and “Development of mitigation and adapta-
tion techniques to global warming in the sectors of agriculture, forestry,
and fisheries” funded by the Ministry of Agriculture, Forestry, and
Fisheries, Japan. The authors are grateful to Mr. Shinichi Nishijima and
Mr. Seietsu Kimura for the cultivation of Welsh onion and to Prof.
Masanori Saito, Dr. Tomoko Kojima, Dr. Ryo Ohtomo, and Dr. Sho-
taro Ando for several helpful comments about this work.

Open Access This article is distributed under the terms of the Crea-
tive Commons Attribution License which permits any use, distribution,
and reproduction in any medium, provided the original author(s) and
the source are credited.

References

Cordell D, Drangert JO, White S (2009) The story of phosphorus:
global food security and food for thought. Glob Environ Chang
Hum Policy Dimens 19:292-305

Giovannetti M, Mosse B (1980) An evaluation of techniques for
measuring vesicular-arbuscular mycorrhizal infection in roots.
New Phytol 84:489-500

Greenwood DJ, Gerwitz A, Stone DA, Barnes A (1982) Root devel-
opment of vegetable crops. Plant Soil 68:75-96



Biol Fertil Soils (2012) 48:839-843

843

Hepper CM, Azcon-Aguilar C, Rosendahl S, Sen R (1988) Competi-
tion between three species of Glomus used as spatially separated
introduced and indigenous mycorrhizal inocula for leek (4/lium
porrum L.). New Phytol 110:207-215

Kelly RM, Edwards DG, Thompson JP, Magarey RC (2001) Responses
of sugarcane, maize, and soybean to phosphorus and vesicular—
arbuscular mycorrhizal fungi. Aust J Agric Res 52:731-743

Mishima S, Endo A, Kohyama K (2010) Nitrogen and phosphate
balance on crop production in Japan on national and prefectural
scales. Nutr Cycl Agroecosyst 87:159—-173

Mosse B, Hayman DS (1971) Plant growth responses to vesicular-
arbuscular mycorrhiza II. In unsterilized field soils. New Phytol
70:29-34

Olsen SR, Sommers LE (1982) Phosphorus. In: Page AL (ed) Methods
of soil analysis part 2 chemical and microbiological properties.
Am Soc Agro, Madison, WI, pp 403—430

Plenchette C, Morel C (1996) External phosphorus requirement of
mycorrhizal and non-mycorrhizal barley and soybean plants. Biol
Fertil Soils 21:303-308

Reijneveld JA, Ehlert PAI, Termorshuizen AJ, Oenema O (2010)
Changes in the soil phosphorus status of agricultural land in
The Netherlands during the 20th century. Soil Use Manag
26:399-411

Sari N, Ortas I, Yetisir H (2002) Effect of mycorrhizae inoculation on
plant growth, yield, and phosphorus uptake in garlic under field
conditions. Commun Soil Sci Plant Anal 33:2189-2201

Schwartz MW, Hoeksema JD, Gehring CA, Johnson NC, Klironomos
IN, Abbott LK, Pringle A (2006) The promise and the potential

consequences of the global transport of mycorrhizal fungal inoc-
ulum. Ecol Lett 9:501-515

Smith SE, Read DJ (2008) Mycorrhizal symbiosis, 3rd edn. Academic,
London

Smith SE, St. John BJ, Smith FA, Bromley JL (1986) Effect of mycor-
rhizal infection on plant growth, nitrogen and phosphorus nutrition
in glasshouse-grown Allium cepa L. New Phytol 103:359-373

Sorensen JN, Larsen J, Jakobsen I (2008) Pre-inoculation with arbus-
cular mycorrhizal fungi increases early nutrient concentration and
growth of field-grown leeks under high productivity conditions.
Plant Soil 307:135-147

Stewart WM, Hammond LL, vanKauwenbergh SJ (2005) Phosphorus
as a natural resource. In: Sims JT, Sharpley AN (eds) Phosphorus:
agriculture and the environment. American Society of Agronomy,
Inc., Madison, WI, pp 3-22

Stribley DP, Tinker PB, Snellgrove RC (1980) Effect of vesicular-
arbuscular mycorrhizal fungi on the relations of plant growth,
internal phosphorus concentration and phosphate analysis. J Soil
Sci 31:655-672

Tawaraya K, Hashimoto K, Wagatsuma T (1998) Effect of root exudate
fractions from P-deficient and P-sufficient onion plants on root
colonisation by the arbuscular mycorrhizal fungus Gigaspora
margarita. Mycorrhiza 8:67-70

Tawaraya K, Imai T, Wagatsuma T (1999) Importance of root length in
mycorrhizal colonisation of Welsh onion. J Plant Nutr 22:589-596

Tawaraya K, Tokairin K, Wagatsuma T (2001) Dependence of Allium
fistulosum cultivars on the arbuscular mycorrhizal fungus, Glo-
mus fasciculatum. Appl Soil Ecol 17:119-124

@ Springer



	Inoculation...
	Abstract
	Introduction
	Materials and methods
	Inoculation
	Transplanting
	Harvest and sample analysis

	Results
	Arbuscular mycorrhizal colonization
	Shoot P uptake
	Shoot length and leaf sheath diameter
	Shoot dry weight

	Discussion
	Conclusions
	References


