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ABSTRACT

Sucrose transporter (SUTL) protein plays important roles in sucrose translocation from leaves to other organs in
plants, therefore it is interested to study the existence of SUT1 protein in plants. Detection of SUT1 proteinin
plants can be done by using specific antibodies for that protein. This research was done to prepare SUT1
polyclonal antibodies by using SUTL recombinant protein produced in Escherichia coli strain BL21. The
production of SUT1 recombinant protein was done using fragment cDNA-SoSUT1 of sugarcane plants inserted
inside plasmid pET28a, and expressed as a fusion protein containing N-terminal hexa-histidine tags. Expressed
SUT1 was purified under denaturing conditions by affinity chromatography. Recombinant protein was purely
used as antigen and was injected subcutanly in the back of female New Zealand White rabbits. Western Blot
analysis using SUT1 polyclonal antibodies could detect the existence of SUT1 recombinant protein until the
concentration 1.0 ng. Those antibodies could detect the existence of SUT1 protein at sugarcane plants.
KEYWORDS: polyclonal antibodies, SUT1 recombinant protein, cDNA — SoSUT1.

INTRODUCTION

Sucrose is one of the most common and abundant carbon forms in plants. Most plants synthesize sucrose
as a major photosynthetic product and use it for long distance carbon transport. Therefore sucrose transport in
plants probably is highly regulated and sucrose transporters have indispensable roles in the regulation.

The sucrose translocation process from photosynthesis tissue to storage tissue in the plants was done with
the help of sucrose transporter protein (SUT) as the intermediary. This protein was known as the indicator of the
amount of sucrose which could be accumulated in plants [1]. Considering the importance of protein role in
sucrose translocation, some researchers succesfully isolated cDNA-SUT from different kinds of plants, such as
potatoes and tomatoes [2], tobacco [1], Arabidopsis [3], rice [4] and sugarcane plants [5,6].

To study sucrose translocation process on plants, SUTL protein analysis needed to be done. Plants protein
detection could be done with sewveral methods, such as double diffusion [7], Western blot and
immunohistochemistry [8] using specific antibodies. Direct isolation and purification of SUT1 protein from
plants was difficult because the amount of SUTL1 protein in plants was very low and it was located in cell
membrane.

cDNA-SoSUT1 in sugarcane plants [6] could be used to produce SUT1 recombinant protein through
transformation and the expresion in E.coli. Moreover, SUT1 recombinant protein would be used to produce
SUTL polyclonal antibodies in rabbits.

Recently, pET28a vector could be used for protein expression in E.coli efficiently. In this plasmid, there
were hexa-histidine tags at the edge of N-terminal to make the protein purification easily. On the other hand,
this plasmid was occupied with efficient promoter, so DNA inserted can be transcripted and translated easily.
By inserting cDNA-SoSUTL in pET28a, SUT1 proteinwas expected to be expressed, so it could be isolated for
the purpose of antibodies production.

The availability of SUT1 antibodies would be used to determine the amount of SUTL protein using
Western blot method, so sucrose translocation process in plants could be studied. The knowledge of this sucrose
translocation process was the important discovery to increase the translocation and the amount of sucrose in
plants.

MATERIALS AND METHODS

Expression of recombinant protein

The construction of pET28a-SoSUT1 was transformed into E. coli BL21 and transformants were screened
by antibiotic medium, restriction enzyme analysis and PCR wusing SoSUT1 primers forward
5’CATATGGTACCATACAGAGGA’3 and reverse 5’GTAAGTTGCTTCCAGAGCTC3’ The PCR reaction

*Corresponding Author: Hardjo PH, University of Surabaya, Surabaya, Indonesia. Email: poppy_hardjo@staff.ubaya.ac.id

24



Hardjo et al., 2015

consisted of one cycle at 94 °C for 2 min, 30 cycles at 94 °C for 30 s, 55 °C for 60 s and 72 °C for 2 min, and a
final extension step at 72 °C for 7 min. The amplified product was analyzed by 1% agarose gel electrophoresis.
Recombinant plasmids were extracted from two clones using the Roche High Pure Plasmid Isolation kit and
sequenced using the same primers for colony screening in order to confirm the integrity of the ORF. A single
clone, containing pET28a-SoSUT1 was selected for expression studies. A single clone of E.coli BL21 contained
with the construction of pET28a-SoSUT1 plasmid [9] were grown in 4 mL of liquid LB medium contained with
35 mg/L chloramphericol and 50 mg/L kanamycin in shaker incubator (37°C 150 rpm) overnight and it was used
as starter. 4 mL starter culture was inoculated to 200 mL of liquid LB medium contained with 35 mg/L
chloramphenicol and 50 mg/L kanamycin; and it was incubated for 3 hours until it reached optical density
(ODgoonm) 0.7 , then 0.5 mM inducer isopropyl-p-D-thiogalactopyranoside (IPTG) was added and it was
incubated for 5 hours at 37 °C on shaker, 150 rpm.

Verification and localization of expressed recombinant protein

Cells were harvested by using 5000 rpm microcentrifugation for 10 minutes at 4 °C. The pellets were
resuspended in NPI-10 buffer pH 8 (50mM NaH,PO,, 300 mM NaCl and 10 mM imidazole) and 100 pg/mL
lysozyme was added. The pellets was sonicated for 3 minutes and centrifuged (12000 rpm) at 4 °C for 20
minutes. Supernatant (soluble fraction) was taken to examine the existence of SUT1 recombinant protein. Pellet,
which contained cell debris (insoluble fraction), was resuspended with NP1 -10 buffer and centrifuged at 12000
rpm, at 4°C for 20 minutes. Supernatant was thrown away and pellet resuspended with DNPI-10 buffer pH 8.0
(50 mM NaH,PQO,4, 300 mM NaCl and 10 mM imidazole and 8 M urea) and sonicated for 3 minutes to diffuse
the membrane protein. Suspension was centrifuged at 12000 rpm, 20 °C for 20 minutes and supernatant obtained
(insoluble fraction) were analyzed. Soluble and insoluble fraction were analyzed for SDS-PAGE to find the
location of the expression of SUTL recombinant protein.

Purification of recombinant SUT1 protein

The SDS — PAGE analysis was done with the concentration of 15% akrilamid for separating gel which
contained 30% akrilamid, Tris — HCI pH 8.8, SDS 10%, 50 uLL ammonium persulfate (APS) and 5 uL N, N, N',
N'-tetramethylethylenediamine (TEMED) and the concentration of 4.5 % akrilamid for stacking gel 30%
akrilamid, Tris — HCL pH 6.8, SDS 10% and 4.5 uL. TEMED [10]. After the location of SUT1 recombinant
protein expression being discovered at insoluble fraction, supernatant purification (insoluble fraction) was done
with the column of Ni — NTA resin affinity chromatography. The resin which was ready to use was placed ina
chromatography column and equilibrated with DNPI — 10 buffer. Purification result of SUT1 recombinant
protein was analyzed by SDS — PAGE to check the protein purity, and if it was still found contaminant protein,
the cutting of the gel and the protein electroelussion would be done. Urea was removed by dialyzing buffer of
phosphate buffer saline (PBS) pH 7.4 contained with 8 g NaCl, 0.2 g KClI, 1.44 g Na,HPQO,, 0.24 g KH,PO, in 1
L buffer for 12 hours with constant stirring at 4 °C.. The following steps, after 12 hours, the buffer was replaced
with a new same buffer. The concentration of refolded protein was measured by the Lowry method [11] using
bO\{Jine serum albumin (BSA) as a standard. The protein was aliquoted before lyophilization [12]and stored at -
20°C.

Production and evaluation of polyclonal antibody raised against recombinant SUT1 protein

The productionof SUTL polyclonal antibodies was done by injecting SUTL recombinant protein (antigene)
in female New Zealand white rabbits. A week before injection, pre-immune blood serum was taken from veins
of the rabbits’ ears. Injection was done by mixing SUTI recombinant protein (0.5 mg) with Freund’s Complete
Adjuvant (FCA) (1 : 1) until it was homogeneous, and then it would injected subcutaneously at the rabbits’
back. After 2 weeks, booster injected was implemented by mixing the antigen of SUT1 recombinant protein (0.1
mg) with Freund’s Incomplete Adjuvant (FIA) (1 : 1) until it was homogeneous. It was done continuously once
a week until 9 weeks [13].

Ouchterlony analysis

Ouchterlony analysis was done by dissolving agarose 1 % with agarose solution buffer which contained
0.5 M Tris — HCI, 0.1 M EDTA, NaCl and 0.1 M NaNs;. The solution was heated in microwave oven until it was
homogeneous, then it was poured in glass plate evenly. The solution was left to be cold and frozen, then the
well was made with diameter of 2 — 3 mm and the distance between each well was 0.5 cm. Antigen and
antibodies solution were put inside well side by side and they were incubated for 2 days and were observed. The
precipitin line formed between well of antibodies and antigen were stained with Coomassie Briliant Blue (CBB)
0.1 %.

Western blot analysis
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The samples of SUT1 recombinant protein with the concentration of 1 ng, 10 ng, 100 ng and 1000 ng were
analyzed using SDS — PAGE. The separated proteins were electroblotted onto nitrocellulose membrane using
Semi-dry Trans-Blot at 180 mA for 2.5 hours. The membrane was washed 3 times using Tris Buffer Saline
(TBS, 25 mM Tris-Cl pH 7.5, 150 mM NaCl, 3 mM KCI) for 5 minutes each. After being washed, protein in the
membrane was blocked by submerging it in 2 % non-fat powdered milk in TBS for 30 minutes. Then,
membrane was submerged in TBS contained with 2 % non-fat powdered milk and primary antibodies was given
(SUTL polyclonal antibodies) with the dilution of 2000x, incubated overnight with the gentle shaking.
Membrane was rewashed 3 times with TBS for 5 minutes each, then it was given secondary antibodies, goat
anti-rabbit 1gG alkaline phosphatase (AP)-conjugate in TBS non-fat powdered milk 2 % and incubated for an
hour at room temperature. The bands of interest were visualized by reaction with freshly prepared substrate: 5-
bromo-4-chloro 3-indolyl-phosphate (BCIP, 168_g/mL) and nitroblue tetrazolium (NBT, 332_g/mL), in
developing buffer (0.1M Tris buffer, pH 9.5, containing 0.1M NaCl and 5 mM MgCl,). The protein which could
be detected in certain concentration showed the sensitivity of antibodies titer.

The detection of SUT1 proteinin plants

Crude leaf extracts were prepared by grinding the leaf tissue in 3 mL extraction buffer (50 mM MOPS -
NaOH pH 7.5, 10 mM MgCl,.6H,0,1 mM EDTA, 2.5 mM dithiothreitol (DTT), 10 uM phenyl methyl sulfonyl
fluoride (PMSF)), and 10% polyvinylpyrrolidone (PVP). Crude leaf extracts was centrifugated 12000 rpm at 4°C
for 10 minutes. The pellet was resuspended with the same buffer for 3 times, then the pellets were resuspended
with 150 pL extraction buffer (50 mM Tris-base pH 8.5, 1 mM EDTA, 2% SDS, 30% sucrose, 5 mM DTT), and
was centrifugated 12000 rpm for 10 minutes at 4°C. Supernatant was stored in -80 °C to be analyzed with SDS-
PAGE and Western blot.

RESULTS AND DISCUSSION

The existence of pE28a-SoSUTL1 in E.coli BL21was confirmed by restriction enzyme analysis and PCR.
E.coli grown in solid LB medium and contained 35 mg/L chloramphenicol antibiotic and 50 mg/L kanamisin
proved that those E.coli contained pET28a-SoSUT1 plasmid. Restriction enzyme analysis which used Xbal and
Xhol was intentionally used to prove that pET28a-SoSUT1 had contained cDNA-SoSUT1 fragment (Fig.1) that 2
DNA band in the size of 5017 bp and 352 bp were obtained. PCR analysis used a couple of F/R SUTL primer to
prove that cDNA-SoSUT1 fragment was inserted at pET28a-SoSUT1 as shown in Fig. 2. It was obtained DNA
band with the size of 255 bp which was cDNA-SoSUT1 fragment. One of E.coli clones which contained
pPET28a-SoSUT1 construction, was then used for the production SUTL recombinant protein. In Fig. 3, new
protein with the size of 15 kDa was emerged at E.Coli insoluble fraction and it contained pET281-SoSUT1,
howewer, that protein was not found in soluble fraction of pET28a and pET28a-SoSUT1, and also control
insoluble fraction of pET28a.

S017 bp 2 5000 bp
3000 bp
1000 bp
500 bp
352 bp -
250

Fig. 1. Nucleotide fragment as the result of pET28a-SoSUT1 restriction plasmid. pET28a-SoSUT1 which had
been cut using Xhol and Xbal produce 2 nucleotide fragments with the size of 5017 bp and 352 bp.
P: pET28a-SoSUT1, M: protein marker
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1000 bp

500 bp

255 bp 250 bp

Fig. 2. Product of PCR E.coli which contained pET28a-SoSUT1 construction used a couple of SUTL primer.
Lane 1, 2, 3, 4: E.coli clones which contained pET28a-SoSUT1 construction. Lane 5: E.coli negative
control contained pET28a. M: DNA marker.

12 3 4 56 7

50kDa

20kDa
15kDa

Fig. 3. SDS-PAGE analysis expressed fraction protein of soluble and insoluble at E.coli. Lane 1: protein
marker, lane 2: protein of insoluble fraction pET28a E.coli, lane 3: protein of soluble fraction pET28a
E.coli, lane 4 and 6: protein of insoluble fraction pET28a-SoSUT1 E.coli, lane 5 and 7: protein of
soluble fraction pET28a-SoSUT1 E.coli.

The purification result showed that SUTL recombinant protein, which had been fused with hexa-histidine
tag had been successfully purified by using Ni-NTA resin. Basically, Ni-NTA resin which contained Nickel ion
(Ni2+) would be connected to protein which had fussion protein hexa-histidine tag. That bond could be eluted
by imidazole with the high concentration of 100 — 250 mM. This was intended to release protein which
contained hexa-histidine tag which was attached to Ni?* ion. The contamination of other protein (Fig. 4A) was
probably caused by washing before elution, which was not done maximum enough, therefore there was still non
target proteinengaged in elution. Furthermore, protein electroelutionwas done towards the contaminated one in
order to obtain the pure protein (Fig. 4B). Protein electroelution was an easy method to isolate protein from
polyacrylamide gel using electricity [14]. The purification result using this method was specific in which there
was only one protein band of SUTL target with the size of 15 kDa. The purification result was specific in
electroelution because only target protein band was cut and removed using electricity.

M SUT1

40kDa
31kDa

21,5 kDa
144 kDa

@) ®)

Fig. 4. SDS PAGE analysis of SUT1 recombinant protein which was washed (A) and SUT1 recombinant
protein after electroelution (B). A(lane1-2) SUT1 protein which was still mixed with other protein at
the beginning of the washing. A (lane 3-6) SUT1 protein washed in resin and separated from
other protein. B SUTI: SUTL recombinant protein after electroelution. M: protein marker.
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Based on ouchterlony test (Fig. 5), serum taken for the first time (Abl) at the 4™ week after the first
injection or the 1% week after booster, SUT1 antibodies was still not detected, it could be seen because there
was not precipitin line. SUT1 antibodies inside rabbit had actually been formed because the first injection of
antigen would stimulate B cells and formed antibodies and memory cells called primary response. Antibodies
formed in primary response was still little and would increase in the next antigen injection, called secondary
response [15]. SUT1 antibodies were detected in serum secondly taken at the 5™ week after the first injection
and at the 2"“week after booster. However, serum formed still had low titer, it could be seen from the thin line
of precipitin. On the 6™ week until the 7" week, antibodies titer increased, while on the 8" week until the 9™
week, it was most likely to decrease. Precipitin line formed in Ouchterlony analysis showed there was match in
the bond of antigen and antibodies and it was migrated one another inside gel. This precipitin reaction was
specific because only the match antibodies and antigen which could be bond. This method was often used to
check the specificity of polyclonal antibodies [16].

4[“ 5[I'1 6[n 7tn 8[" g[n WEEk

precipitin line

Fig. 5. Ouchterlony analysis of SUTL polyclonal antibodies and SUT1 recombinant protein antigen. Pre : pre-
immunization serum; Abl — Ab 6 : weekly serum (the 4" week until the 9'" week after the first
injection). Ab: antibody, Ag: antigen (SUT1 recombinant protein)

Based on Western blot analysis (Fig. 6), SUTL polyclonal antibodies of Ab4 serum could detect the
existence of SUTL antigen until the concentration 1 ng with antibodies dilution 1 : 2000. As seen in the result, it
could be concluded that SUTL polyclonal antibodies had high titer because it could detect the existence of
antigen with the very low concentration, such as 1 ng.

A B C D

Fig. 6. Sensitivity test of the capability of SUT1 polyclonal antibodies using Western blot analysis with
sewveral concentrations of SUT1 recombinant protein antigen. A: 1000 ng, B: 100 ng, C: 10 ng, D:1 ng

SUT 1 protein detection on plants was done with Ouchterlony and Western blot analysis using sugar- cane
protein as antigen. The result of Ouchterlony analysis showed the precipitine line formed between antibodies
and insoluble fraction. SUTL polyclonal antibodies could bind SUT1 protein at insoluble fraction (Fig.7) and it
indicated that the protein existed on cell membrane . In soluble fraction, antibodies — antigen bond reaction was
not happened, so precipitin line was not formed. This was suitable with the report of [17] that sucrose
transporter which was isolated from sugar beet leaves existed on cell membrane.

A
Precipitin line

Fig. 7. Ouchterlony analysis of SUT1 proteinonsugarcane plants using serum of the 4™ SUT1
polyclonal antibodies. A: insoluble fraction. B: soluble fraction ; precipitin line formed at insoluble
fraction. Ab: antibody
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The SUTL polyclonal antibodies has been used succesfully for the detection of SUTL proteinon

sugarcane leaves by Westernblot analysis (Fig. 8), and specific SUT1 proteinband is detected with the size of
65 kDa.

65 kEDa -— — — 70 EDa

N . 62 kDa
—— 5 31 kDa

Fig. 8. Western blot analysis of SUTL protein onsugarcane leaves with SUT1 polyclonal antibodies. Lane 1

and 2: SUTL protein, lane 3: protein marker.
CONCLUSION

SUT1 recombinant protein, which was the result of cDNA-SoSUT1 fragment overexpression on E.coli

BL 21cells, could be used to produce SUTL polyclonal antibodies in rabbits. The result of polyclonal antibodies
against SUT1 recombinant protein can be applied successfully for SUTL efficient detection in plants.
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