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NITROGEN METABOLISM ENZYMES,
SOLUBLE PROTEIN AND FREE PROLINE CONTENT
IN SOYBEAN GENOTYPES AND THEIR FI HYBRIDS

ABSTRACT: Nitrate reductase and glutamine synthetase activity, as well as free pro-
line and soluble protein content were measured in eight soybean parent genotypes and six
F1 hybrids. The aim of this study was to determine variability and the mode of inheritance
for these parameters, and point out the genotypes of interest for future breeding programs.
Analysed genotypes and their F1 hybrids expressed significant differences in activities of
nitrate reductase and glutamine synthetase enzymes, as well as in soluble proteins and free
proline contents. Since mode of inheritance for all investigated traits was in most cases do-
minance or heterosis, it can be concluded that these parameters are under control of domi-
nant genes. The obtained results suggest that genotypes with favorable traits, such as variety
Linda, line 1511, and F1 hybrids (Linda x LN92-7369) and (Balkan x BL-8), could be of
interest as a good starting material for further breeding programs.
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INTRODUCTION

The assimilation and metabolism of inorganic nitrogen in plants is a
complex process involving a series of enzymes. Nitrate is reduced to NH,* by
the reaction of nitrate reductase (NR) and nitrite reductase (NiR). The conver-
sion of NH,* into glutamate proceeds via two pathways. In the GS/GOGAT
pathway, NH,* is incorporated into glutamine by glutamine synthetase (GS),
which is then converted with 2-oxoglutarate (2-OG) to glutamate by glutamate
synthase (GOGAT). Glutamate dehydrogenase (GDH) catalyzes the incorpora-
tion of NH,* into glutamate by reversible reductive amination of 2-OG (Ino -
kuchi and Okada, 2001; Cruz et al.,, 2004).
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The cytosolic NR is the first enzyme in the pathway of nitrate assimila-
tion, and its activity is highly regulated. Sufficient NR activity is a prerequisite
for optimal utilization of soil N. NR has a major role in incorporation of N for
plant yields under field conditions and it is widely known to be substrate indu-
cible (Bergareche and Simon, 1988).

GS is the key enzyme responsible for the assimilation and reassimilation
of ammonia. In higher plants GS is one of the major enzymes responsible for
the assimilation of ammonium absorbed from the growth medium, generated
by nitrate reduction or reassimilated after release of endogenous NH,* by am-
monium-evolving processes such as photorespiration (Lea and Miflin,
1974; Fentem et al.,, 1983; Claussen and Lenz, 1999).

Glutamine is preferred as an N source in various biosynthetic reactions,
to amino acids, purine and pyrimidine nucleotides, and other N-containing me-
tabolites (Rao and Venkateswerlu, 1986). Although NH,* is the im-
mediate substrate of GS its effect on GS is still a matter of debate. Genes of
cytosolic GS 1 were found to be NO,—, but not NH,*, inducible in some plant
species, while in some other the GS 1 promoter was NH,*inducible. Similar
discrepancies are reported for chloroplastic GS 2. Conflicting results are also
reported on the effect of NH,* on GS activity that has been found to be stimu-
latory or inhibitory. Accumulation of GS product glutamine acts as one of the
signals for NR inactivation.

Prolonged water shortages affect practically all metabolic processes and
often result in severe reductions in plant productivity. One of most common
responses in plants undergoing water deficit is production and accumulation of
amino acid proline in its free form. A strong correlation has been established
between increased cellular proline levels and the capacity to survive water and
high salinity stress as well, in barley (Singh and Paleg, 1972), maize
(Pinter et al, 1979) and sugar beet (Stajner et al., 1995).

In higher plants, proline can be synthesized by two possible pathways
using either glutamate or ornithine as precursor (Armengaud et al., 2004).
Regulation of the glutamate pathway is well documented and has been shown
to be the predominant pathway in response to osmotic stress.

The aim of this study was to determine the mode of inheritance for the
activity of nitrogen assimilating enzymes, NR and GS, and free proline and
soluble protein content in soybean parent genotypes and their F1 hybrids.

MATERIAL AND METHODS

Plot area utilized for this experiment was located on the experimental
fields at the Institute of Field and Vegetable Crops in Novi Sad. The experi-
mental design was a randomized, complete block with four replications.

Biochemical analyses were performed at the Biochemical laboratory of
the Faculty of Agriculture in Novi Sad. Eight soybean genotypes and six of
their F1 hybrids were chosen, and plant leaves were used for the analysis. The
samples were taken in R1 period, at the beginning of plant flowering.
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The activity of NR and GS was determined according to Coombs and
Hall (1982). NR activity was expressed in uM NO,— g—! fresh matter h—',
and GS activity was calculated from the hydroxamate content produced and
expressed in uM y-GH g—! fresh matter h—!. The activity of the enzymes was
monitored spectrophotometrically at 540 nm.

Soluble proteins were extracted from soybean laves with 0.1 M phosphate
buffer, pH 7, and the protein content was determined according to Lowry et
al. (1951), using bovine serum albumin as standard, and expressed as mg pro-
teins g—! fresh matter.

Free proline content was determined according to Bates et al. (1973),
and expressed as ug proline g—! fresh matter.

Each measurement was performed in triplicate.

Statistical evaluation was performed using software Statistica, Version
7.0. The experiments were repeated three times, and differences between ge-
notypes were determined using LSD test for 0.05 significance level. The mode
of inheritance was determined compared to mean parents value, for 0.05 signi-
ficance level (Stajner et al.,, 1993, Kobiljski and Denci¢, 1999).

RESULTS AND DISCUSSION

The analysed genotypes and their F1 hybrids differed significantly in
enzyme activities, as well as in soluble proteins and free proline content (Tab. 1).

The highest activity of NR was recorded in line 1511, while the lowest
was in Lori. Mode of inheritance for this trait was dominance, either positive
or negative, in all analysed crosses (Tab. 1).

NR gene expression and activity can be influenced by many factors, such
as light and temperature Jiang and Hull, 1998). In this work, these envi-
ronmental factors should have no significant effects on comparison of NR acti-
vity because they were essentially the same for all experimental groups. The
level and the distribution of activity of NR between the different plant organs,
however, vary among species apparently due to their natural habitat and are al-
so dependent upon the development stage of the plant (Ghosh et al., 2004).

The highest NR activities were expressed in lines 1511 and 1581/99, both
grown in genotype collection for their high seed protein levels. Obtained re-
sults support the positive correlation previously established between NR acti-
vity and protein level in soybean seed (Miladinovi¢ et al., 1996). As the
values for the NR activity could serve as an indicator of the nitrogen state in
plants and a biochemical criterion in the selection of protein rich cultivars, we
can assume that F1 hybrid (1499/99 x 1511), with its high NR activity, will
also have high protein content, and recommend it for future studies.
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Tab. 1 — Average values and mode of inheritance for NR and GS activity and soluble protein
and free proline content in soybean parent genotypes and F1 hybrids

NITRATE GLUTHAMINE SOLUBLE PROLINE
PARENTS AND REDUCTASE  SYNTHETASE PROTEINS CONTENT
F1 HYBRIDS (umol NO,~ g1 (uM y-GH g!'  (mg protein g-!  (ug proline g-!

h-1) h-1) fresh matter) fresh matter)

LN92-7369 0.182 59.53 14.19 0.522
1581/99 0.939 62.51 15.92 0.286
1511 1.352 40.68 16.33 0.306
1499/99 0.491 49.61 15.92 0.375
Lori 0.074 58.05 16.66 0.468
Linda 0.159 90.05 18.21 0.442
Balkan 0.848 44.15 15.06 0.266
BL-8 0.753 59.04 16.12 0.404
LN92-7369x 1581/99 0.272d- 57.30d+ 16.064+ 0.313d-
1499/99 x 1581/99 0.6544- 70.450+ 17.160+ 0.322i
1499/99 x 1511 1.013d+ 49.61d+ 14.11h- 0.3164-
Lori x LN92-7369 0.184d+ 57.80 17.85h+ 0.276h-
Linda x LN92-7369 0.165d+ 154.73h+ 17.88d+ 0.531d+
Balkan x BL-8 0.8464+ 156.03h+ 18.84h+ 0.571h+

intermediate inheritance
dominant inheritance
heterosis occurred

i=
d=
h =

The variety Linda had the highest, and the line 1511 the lowest GS acti-
vity. In F1 hybrids, the cross (Linda x LN92-7369) had the highest, and
(1499/99 x 1511) the lowest GS activity. The mode of inheritance for this trait
was positive dominance or heterosis (Tab. 1).

The content of soluble proteins in leaves of soybean genotypes investi-
gated also varied significantly. Variety Linda had the highest, and the line
LNO2-7369 the lowest protein content among parents, while in F1 generation
the highest level of soluble proteins showed F1 hybrid (Balkan x BL-8), and
the lowest (1499/99 x 1511). The mode of inheritance was dominance, or, in
the most cases, heterosis (Tab.1).

The free proline content was the highest in parent genotypes LN92-7369,
Lori, and Linda, and the lowest was in Balkan and 1581/99 genotypes. In F1
generation, however, the highest proline content had (Linda x LN92-7369) and
(Balkan x BL-8) hybrids, which expressed dominant and heterotic mode of in-
heritance, potentially and could be used in further breeding programs as poten-
tialy drought resistant lines.

CONCLUSION

Our study showed that analysed genotypes and their F1 hybrids expressed
significant differences in NR and GS enzyme activities, as well as in soluble
proteins and free proline content. Since mode of inheritance for all investiga-
ted traits was in the most cases dominance or heterosis, it can be concluded
that these parameters are under control of dominant genes. The obtained re-
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sults suggest that genotypes with favorable traits, such as variety Linda, line
1511, and F1 hybrids (Linda x LN92-7369) and (Balkan x BL-8), could be
used in breeding drought more tolerant genotypes with higher nitrogen-fixing
capacity and high protein content.
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AKTUBHOCT EH3MMA METABOJIM3MA A30TA,
CAIPXKAJ PACTBOPJbUBUX TTPOTEMHA U ITPOJIMHA
Y TEHOTHUITIOBUMA COJE U lbUXOBUM F1 XUBPUAUMA

Cama T. Kepemn!: 2, Hophe P. Manenunh!, Munan T. ITonosuh!, Mapuja M.
Kpamepuh-bamanuh!, Jerop A. Munanunosuh!, Anekcanmap . Mnuh?

I TTosporipuBpenau dakyiret, YHuBep3uter y Hosom Cany,
Tpr . O6panosuha 8, 21000 HoBu Can, Cpbuja
2 UHCTUTYT 3a paTapcTBO M moBpTapctBo, M. Topkor 30,
21000 HoBu Can, Cpbuja

Pesume

V pany je onmpeheHa akTMBHOCT eH3MMa MeTa0oJM3Ma a30Ta HUTPAT peayKTa3e U
[JYTAMUH CUHTETa3e, Kao M CajJpiKaj pacTBOPJbMBUX MPOTEMHA U CIOOOJHOT MPOJMHA
y ocaM poauTe/bCcKux reHotunoBa u mecT F1 xubpunma. Lup uctpaxuBama je 0mo ga
ce yTBplle BapujaOMJIHOCT HaBeJeHMX TeHOTUIOBA 3a ofabpaHe MapameTpe U HauuH
UXOBOT HacjehuBama. YCTaHOB/BEHO jé MOCTOjarhe CTATUCTUYKU 3HA4YajHUX pas3yIMKa
nu3Mel)y reHOTUIOBa, KaKo Yy TMOIIeAy eH3UMCKe aKTMBHOCTH, TaKO U Yy KOJUUYMHU pac-
TBOPJBMBMX IIPOTEMHA M CI000AHOT ITpojnHa. bynyhu ga cy ce oBa cBojcTBa Haciehu-
Bajia MPETeKHO TOMUHAHTHO, y3 T0jaBy XETepo3uca, MOXeE Ce€ MPETIOCTaBUTH Ja CY
IO/l KOHTPOJIOM TeHa ca JTOMWHAHTHUM AejcTBOM. Kao TEeHOTMIOBU ca ITOBOJBHUM
ocoOMHaMa M3IBOjUIM Cy ce pomauTe/bcka copra Linda m nunuja 1511, u xubpuau
(Linda x LN7369) u (Balkan x BL-8), Koju 01 MOTJIM TOCTYKUTU y Y3r0jy TEHOTHUIIO-
Ba coje moBehaHe TOJIEPAaHTHOCTM Ha Cylly ca MoBehaHWM KaraluTeTOM 3a yCBajarbe
a3oTa U caapikaj MpoTenHa.
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