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The results of screen and analysis of two OsTPKDb rice mutant lines were described. The phenotypes
and growth rate level of homozygous mutant plants of both rice lines were estimated. The electron micros-
copy of aleurone layer from forming seeds was performed. The OsTPKb mutant plants demonstrate lower
growth rate in comparison with wild type plants. The loss of function OsTPKb mutations invariably led
to (semi)sterile rice plants. The functional disruption of OsTPKb channel has negative impact on plant
growth and development and might completely change the cell morphology of aleurone layer.
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Potassium (K™) is one of the main elements
of plant mineral nutrition. This element has
primary importance for normal plant growth
and development. The main reservoir of
intracellular K* vacuole is a and tonoplast
K* channels of the TPK (Two Pore K) family
are main players in cellular K* homeostasis.
The functions and physiological role of TPK
channels are diverse. In addition to maintain
of K' homeostasis, the TPK channels are
involved in turgor regulation and responses to
various abiotic stresses[1, 2].

Most of the TPK channel members are
localized in the tonoplast of lytic vacuole [1,
3]. Besides central lytic vacuole plant cells
mighthaveanothertypeofvacuoles. Recently
it was shown that the two rice isoforms
of TPK channel TPK family (OsTPKa and
OsTPKb) havedifferent vacuolarlocalization
[4]. In contrast with OsTPKa localization in
tonoplast of central lytic vacuole, OsTPKD is
localized in small protein storage vacuoles.
Rice genome encodes at least three different
isoforms two-pore TPK channels, OsTPKa,
OsTPKb and OsTPKc. Interestingly, the
OsTPKa and OsTPKb sequences are very
similar to each other (63% identity) [1].
However biophysical characteristics and
membrane localization of these two proteins
are significantly different [4]. It worth to
note, that the protein storage vacuoles may
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comprise several internal compartments
which have no analogues in animals and
yeast [5, 6]. The protein storage vacuoles
have been found in all cell types of plant
tissues. But they are particularly numerous
in tissues of the reproductive organs and
seeds. Unlike lytic vacuoles responsible
for degradation and lysis, protein storage
vacuoles are involved in storage of important
minerals and other compounds in plant cell
[1, 5]. Protein storage vacuoles play an
important role in creating the reserves of
nutrients and minerals in plant seeds. The
cells aleurone layer of grains is extremely
rich by this type of vacuoles [5]. It should be
also noted, that consumption of plant grains
or seeds is basically protein storage vacuole
“diet” [6]. As was noted earlier, OsTPKb is
a specialized K* channel of protein storage
vacuole membrane. It is very likely, that this
protein is responsible for the accumulation
of K" in seeds. Thus it has big influence
on protein storage vacuole formation and
seed development. It is worth to mention,
that rice is one of the most important world
agricultural crop. Therefore, the study of
mechanisms of seeds formation, storage and
accumulation of pivotal mineral nutrients in
the seeds is extremely important.

The aim of our study was to estimate the
role of OsTPKb channel in the formation of
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seeds and the growth and development of
plants by screening and phenotypic analysis of
OsTPKb rice mutants.

Materials and Methods

The plant material and identification
of OsTPKb rice mutants. Rice mutant lines
were identified and obtained through the
RiceGE database (http://signal.salk.edu) [7].
By application online analysis of OsTPKb
gene patterns and appropriate databases for
selection of mutant lines the two OsTPKb
mutant lines were selected, retransposon
insertion line Tos 17 (NF6453) from the Rice
Genome Resource Center RGRC (Japan, https:
//tos.nias.affrc.go.jp) and T-DNA insertion
line of (PFG_2D-41178.R) from POSTECH
(Pohang University of Science and Technology,
South Korea, http://www.postech.ac.kr/life/
pfg) (Fig. 1) [8]. The Nipponbare variety of
rice plants was used as control wild type (WT)
plants.

Fig. 1. The scheme of insertional mutations
in two different rice mutant lines:
A — NF6453 (Tosl7) line;
B — PFG _2D-41178.R (T-OHK) line

Rice seeds were germinated under sterile
conditions at 28 °C, 100% relative humidity
in enclosed plastic containers that do not
reflect light. After 7 days of germination,
the young seedlings replaced into liquid
culture medium (1.25 mM KNOj;; 0.5 mM
Ca(NOy),y, 0.5 mM MgSO,; 42.5 uM Fe-EDTA;
0.625 mM KH,PO,; 0.16 uM CuSO,; 0.38 uM
ZnS0,; 1.8 uM MnSO,4; 45 uM H3BO3; 0.015 uM
(NH,);MO,;04,; 0.01 uM CoCl, (pH 5.5-6.0)).
Every 7 days the cultivation medium was
replaced by freshly made nutrient solution.

Isolation of plant genomic DNA. The total
DNA was extracted from rice plants using
CTABmethod with some modifications. 100 mg
of plant material was homogenize to fine
powder by porcelain mortar and pestle in liquid
nitrogen. To 100 mg of homogenized plant
tissue the 450 ml pre-warmed CTAB buffer
(2% CTAB, 1.4 M NaCl, 100 mM Tris-HCI

(pH 8) and 20 mM Na-EDTA) was added. The
plant tissue was incubated at 65 °C for 50 min.
After careful mixing by Vortex the 300 ml of
chloroform: isoamyl alcohol (24: 1) was added.
The solution was mixed and centrifuged for
5 min at 12 000g. The upper aqueous phase
were transferred into a new microcentrifuge
tube. The DNA fraction was precipitated
by addition of 96% ethanol and 4% of 3 M
NaAc (pH 5.2). The mixture was mixed by
Vortex and incubated for 30 min at room
temperature. The mixture was centrifuged for
10 min at 12 000g. The resulting precipitate
was washed in 70% ethanol and centrifuged
again for 20 min. Dried for 10 minutes pellet
was resuspended in 100 ul TE-buffer.

Genotypeidentification rice mutant lines by
PCR. The genotype type identification of rice
Tos17 insertion line NF6453 was conducted
by PCR using primers specific to the coding
sequence of the OsTPKb gene: OsTPK1b(c)
for ATGGCGGCCCTCGACCAACA and
OsTPKb(c) rev ACGCAGGGAAGGCGG-
CGGGT, and primer combination OsTPKDb(c)
rev with Tosl7-specific primer Tosl7-1 rev
ATTGTTAGGTTGCAAGTTAGTTAAGA.
Homozygous plants were selected for further
analysis. The PCR was performed in a 50
ml reaction mixture containing 1xTaq PCR
buffer, 200 mM dNTPs and Taqg-polymerase
0,5 ml (Promega, USA) with 50 ng of genomic
DNA. The amplification profile was: 95 °C
4 min; 40 cycles: 95 °C 30 s; 54 °C 30 s; 72 °C
60 s; 72 °C 10 min.

The analysis of insertional OsTPKb mutant
line PFG_2D-41178.R was conducted by PCR
as well. In order to identify the plant genotypes
(wild-type (Wt), homozygous by T-DNA
insert (Hm) and heterozygous (Hz)) the next
combinations of primers for PCR were applied:
PFG for AAACTTAAAGCGAGTACGGAGG
and PFG _rev CCCTCTACTTCTGCGTCGTC,
specific to flanked T-DNA regions (http://
signal.salk.edu), and the combination of
primers and PFG rev OsTPKb (s) _rev.
PCR was performed as follows: 50 ml of the
reaction mixture included 1xTaq PCR buffer,
200 mM dNTPs and Taq-polymerase 0,5 ml
(Promega, USA) with 50 ng of genomic DNA.
The amplification profile was: 95 °C 4 min;
40 cycles: 95 °C 30 s; 54 °C 30 s; 72 °C 60 s;
72 °C 10 min.

Gene expression analysis in OsTPKb
mutant rice lines by RT-PCR. The total RNA
was isolated from rice green tissues by RNeasy
kit (Qiagen, Germany) according to the
manufacturer’s instructions. 1 microgram of
total RNA was used for ¢cDNA synthesis by
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SuperScript III First-Strand Synthesis System
for RT-PCR (Invitrogen, USA). PCR reaction
was performed using primers specific to
OsTPKb: OsTPKb _for GGTGCGCGCCAT-
GGAGATGA and OsTPKb rev GAGTGA-
TCGGCGTCGAGGTT. The another primer
pair was specific to rice actin 1 (OsActl):
OsActl_for CGCTTCCTCATGCTATCCTC
OsActl _for GCTAGGAGCAAGGGAAGTGA.
PCR amplification program had the following
parameters: 95 °C 4 min; 40 cycles: 95 °C
30 s; 54 °C 30 s; 72 °C 30 s; 72 °C 4 min. The
gene expression level of actin 1 was taken as
constitutive [9].

Aleurone layer electron  microscopy
of forming rice seeds. The morphology of
aleurone layer of forming seed tissue was
analyzed by electron microscopy. The 15
days old immature rice seeds were collected
from rice plants of wild type and OsTPKb
mutant rice lines. From collected immature
seeds the aleurone layers were isolated
and fixed in 4% paraformaldehyde, 0.2%
glutaraldehyde and 50 mM sodium phosphate
buffer (pH 7.2) at 4 °C. After washing
3 times with a solution of 50 mM sodium
phosphate buffer (pH 7.2), aleurone layer
tissues subsequently were fixed and stained
by osmium tetroxide (1% 0OsO,4, 50 mM sodium
phosphate buffer (pH 7.3)) for 1.5 hours at
40C. Subsequently the samples were subjected
to gradual series of dehydration by incubation
in ethanol with different concentrations,
70, 80, 90, 95 and 100% . After dehydration
sample were immersed into a special white
resin (LR white Resin (London Resin Co. UK)
for further section preparation (70 nm) using
ultramicrotome Leica UCT (Germany). The
resulted sections were applied on copper grid
for electron microscopy and stained for 10
minutes uranyl acetate solution of 4% and lead
citrate. Microscopic analysis was carried out
at 60-80 kV transmission electron microscope
TECNAI G2 12 (FEI, USA).

Results and Discussion

In order to determine the functional
role of OsTPKb two-pore channel in rice,
the search and identification of OsTPKb
mutant lines by application of several online
rice genome resources was conducted. The
two different mutant lines were selected.
These two selected mutant lines are based
on insertion of retransposon element Tos17
or T-DNA (Fig. 1). The seeds of these rice
mutant lines were ordered in two different
independent centers for rice genome
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research. Theobtained seeds were germinated
and DNA was isolated for identification of
homozygous lines and further application
in experiments. Three homozygous plants of
PFG_2D-41178.R (T-DNA insertion) lines
and 2 plants of NF6453 (Tos 17) line were
selected after PCR analysis (Fig. 2). After
confirmation of mutant homozygosity,
the analysis of OsTPKb gene expression
in homozygous mutant plants were tested
by RT-PCR. No OsTPKb transcripts were
detected in homozygous plants for both
mutant strains (Fig. 3). Selected by PCR and
RT-PCR analysis plants were transferred to
hydroponic medium for further cultivation.
It was observed during the -cultivation
period, that lack of OsTPKb gene products
in plants has significant negative impact
on their growth and development. Plants of
mutant lines had much lower growth rate in
comparison with heterozygous and wild-type
plants (Fig. 4). Moreover, according to our
observations, mutations in the OsTPKb gene
led to semisterility of adult plants.

A

M 12 34 5 6 78 9101112
1000b. p.
B

M1 2 34 5678 91011 1213
1000 b. p.

Fig. 2. The plant genotype detemination of two
insertional rice mutant lines:

Hm — homozygous; Hz — heterozygous; Wt —
wild type;

A — NF6453 (Tos17) line: 1, 3,5, 7,9, 11 —
PCR with primers OsTPKb(c) for and OsTPKb(c)
rev. 2, 4, 6, 8, 10, 12 — PCR with primers
OsTPKb(c) _rev and Tosl17-1_rev. Groups I and 2;
3and 4; 5and 6; 7and 8; 9 and 10; 11 and 12 —
DNA samples from single plants;

B — PFG_2D-41178.R (T-DNA) line: 1, 3, 5, 8,
10, 12 — PCR with primers PFG_for and PFG_rev.
2,4,6,9,11, 13 — PCR with primers PFG_rev and
OsTPKb(c) rev. Groups I and 2; 3 and 4; 5 and 6;
8and 9; 10 and 11; 12 and 13 — DNA samples from
single plants
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1000 b. p.

1000D. p.

Fig. 3. RT-PCR analysis of OsTPKb transcript
level in wild type plants (Wt), heterozygous (Hz)
and homozygous plants (Hm) of NF6453 (Tos17)

and PFG_2D-41178.R (T-IJHK) mutant lines:

OsTPKb — PCR products of OsTPKb transcripts;
OsAct1- PCR products of OsActin 1 transcripts.

1 — Wt; 2 — Hm (PFG_2D-41178.R);
3 —Hz 2D-41178.R); 4 — Hm (PFG_2D-41178.R);
5 — Hm (NF6453)

mut Wt
NF6453 (Tos17)

Wt mut
PFG _2D-41178.R (T-DNA)

Fig. 4. The phenotypes of wild type plants (Wt)
and OsTPKb rice mutant lines (mut)

One of the main problem we have faced
during study the OsTPKb channel functional
role was obtaining viable seeds. The seeds
that were formed in the homozygous mutant
plants had weak ability to germinate, were
mostly “empty” or with other morphological
disorders.

It is known, that the OsTPKDb is maine
K* channel of protein storage vacuoles [1,
5, 6]. The cells of seed tissue, in particular
aleurone layer, are exceptionally enriched in
protein vacuoles. Protein storage vacuoles
have an important function of storing
nutrients and pivotal mineral elements in the
seeds [2, 5]. Perhaps this unique function of
these plant cell organelles is crucial for the
successful formation of plant seed. Therefore
it was decided to check the aleurone layer
morphology of forming rice seeds in OsTPKb
mutant plants. According to results of electron
microscopy observation the significant
disorders of aleurone layer and adjacent tissues
cell morphology were detected in rice seeds of
mutant rice lines (Fig. 5). The cells of aleurone
layer of mutant plants did not have the protein
storage vacuoles and other cellular structures
involved in storage of mineral elements and
nutrients (Fig. 5). Additionally, as result
of theses abnormalities, the rice seeds were
unable to form a complete cell set of aleurone
layer and possibly had negative impact on
neighboring embryonic cells.

Thus, the function of OsTPKb K* channel
is very important and necessary for the full
development and reproduction of plants.
According to our observations (unpublished
data), the overexpression of OsTPKb gene
leads to increased plant resistance to certain
types of abiotic stresses such as salinity
and osmotic shock. Our data prove the big
importance of protein storage vacuoles for
cell osmoregulation. The OsTPKb could
be a key player to maintain this function.
The data analysis from the Genevestigator
(https://genevestigator.com/gv/) indicates
that the level of gene transcripts are rised
under condition of salt and osmotic stress
[1]. Moreover, according to data from
Genevestigator, the OsTPKb highest gene
expression level is observed in the early stages
of germination, where the role of protein
storage vacuole is extremely important. It
worth to mention that enrichment by K* the
cytoplasm of embryonic cells triggers the
activation of various metabolic processes
during germination. The role of OsTPKb is
extremely important for development and
conduction of these processes. It is well known,
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Fig. 5. The aleurone layer electron microscopy
of immature seeds from wild type plants (Wt)
and OsTPKb mutant line (mut):
al — aleurone layer cells; v — vacuoles;

n — nuclei
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HaBemeHo pesyabTaTu TOIIYKY Ta aHAaJisy
IBOX MYTAHTHUX JIiHIN pucy 3a reHOM, II[0 KOIYE
kasiesuit monoposuii kanas OsTPKb. ByJio o1ri-
HEHO BiZHOCHUII piBeHb NIPUPOCTY Ta (HEeHOTUIL
TOMO3UTOTHUX POCIUH 000X MYTAaHTHUX JIiHiH.
IIpoBemeno awnamis wmopdgosorii axeAPoOHOBOTO
mIapy He3pijioro HaciHHSA puCcy 3a JOIIOMOTOIO
eJeKTpPOoHHOI Mikpockomii. MyranTHi 3a reHom
OsTPKDb pocauHu PpucCy XapaKTepu3yThCSI
HabaraTo MEHIIIMMHU TeMIIaMU IPUPOCTy Giomacu
MOPiBHAHO 3 POCAMHAMH JAWKOTO THUOY. LluMm
MyTaHTaM [IpPHUTAaMaHHI YacTKOBa CTEPUJbHICTH
Ta IMOPYIIEeHHA IporeciB (GopMyBaHHS HACIiHHSI.
Brpara QyHKIiI 1nporo KaHaJy B POCJHH Hera-
TUBHO BIIIMBae Ha (OpPMyBaHHSA HACiHHA Ta
3MiHIO€ MOP(OJIOTiI0 KJIITUH aJeiPOHOBOTO IIIapy
3epHiBOK.

Knwwuosi cnosa: OsTPKDb, kaunanu poguuu TPK,
dopmyBaHHs HaciHHS, roMeocras Kalilo, puc,
Oryza sativa, aHayisa MyTaHTiB.

GEHOTUIIHYECKU AHAJIN3
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YTPAYEHHOM ®YHKIIUEN K+ KAHAJIA

OsTPKb
C. B. HUcaenkos
A. Muan?
®. U. M. Maamxayc®

lI/IHCTI/ITYT TIUIIEeBOM OMOTEXHOJOTUN
u reaomuky HAH Vkpaunsl, Kues
Ylopkekuit Yausepcurer, VIOpK,
Benukobpuranus

E-mail: stan.isayenkov@gmail.com

IIpencraBieHbI pe3yabTaTu MOUCKOB U aHAJIU-
3a IBYX MYTaHTHBIX JINHUH purca 0 reHy, KOOUpPY-
oIemMy KaJjueBblii aBynopossiii Kanaa OsTPKDb.
Brla mpoBeeHa orieHKa OTHOCUTEIHLHOTO YPOBHSA
mpupocTa 1 (eHOTUIIa TOMO3SUTOTHBIX PACTeHUI
00enx MyTaHTHUX JuHUHK. OCyIIecTBIeH aHaIu3
MOP(OJIOTUY aJIEHPOHOBOTO CJOS HE3PeJbIX ce-
MSH pHcCa C IIOMOIIBIO 3JIEKTPOHHOU MUKPOCKO-
muu. Myrautusle o reay OsTPKb pacrenus puca
XapaxKTepU3yITCSI HAMHOT'O MEHBIITIMU TeMIIaMU
mpupocTa 6MOMAaCCHI 10 CPABHEHUIO C PACTEHUAMU
IWKOTO TUIIa. OTUM MYTaHTaM CBOMCTBEHHBI Ua-
CTUYHAS CTePUJHLHOCTD M HAPYIIEHUS IPOIECCOB
dopmupoBanus ceMaH. [lorepda GYHKIIUU 5TOTO
KaHaJia HeraTUBHO BJIUsSET Ha (QOPMUPOBAHUE Ce-
MsAH 1 U3MeHsIeT MOP(OJIOTHIO KJIETOK aJefipoOHO-
BOTO CJIOS 36 PHOBOK.

Kanarueevie cnosa: OsTPKb, xamaanl ceMmiicTBa

TPK, dopMmupoBanue cemsaH, roMeocTas KaJusd,
puc, Oryza sativa, aHaJIu3 MyTaHTOB.
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