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Abstract: Protein purification is a complex and non-standardized process; the fact that proteins
have different structural types making it difficult to create a standard methodology to obtain them
in a pure, soluble, and homogeneous form. The present study shows the selective development
of a buffer suitable for proteins of interest that allows high concentrations of hGPN2 protein to be
obtained with low polydispersion and high homogeneity and purity. By taking the different reagents
used in the construction of different buffers as a basis and performing purifications using different
additives in different concentrations to determine the optimal amounts, the developed process helps
to minimize the bonds, maintain solubility, release the proteins present in inclusion bodies, and
provide an adequate environment for obtaining high concentrations of pure protein. GPN proteins
are of unknown function, have not been purified in high concentrations, and have been found as
part of the RNA polymerase assembly; if they are not expressed, the cell dies, and overexpression of
certain GPN proteins has been linked to decreased survival in patients with invasive ductal carcinoma
breast cancer types ER+ and HER2+. The results of the present study show that the use of the buffer
developed for recombinant hGPN2 protein expressed in Escherichia coli could be manipulated in
order to isolate the protein in a totally pure form and without the use of protease inhibitor tablets.
The resulting homogeneity and low polydispersion was corroborated by studies carried out using
dynamic dispersion analysis. Thanks to these properties, it can be used for crystallography or
structural genomics studies.

Keywords: protein purification; hGPN2 protein; IMAC chromatography

1. Introduction

The function of proteins is closely related to their structure [1,2]. Due to their many
diverse functions, the structure of proteins varies a great deal, and there is thus no standard
protein separation and purification method that can be applied to all protein variants.
Achieving a pure protein requires the use of different separation techniques, which can be
used sequentially to achieve the required purity [3].

Buffers are solutions that allow a protein’s conformation, solubility, and stability
to be maintained during the experiment [4]. An unsuitable buffer can precipitate the
protein, disable its function with poor homogenization, or provide incomplete extraction of
membrane proteins [5].

If it is desirable to maintain the protein’s activity, it is necessary to work in very cold
conditions in order to avoid the sample being degraded by proteases [5]. In addition, it
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is necessary to avoid heat-generating processes such as sonication [5,6]. The sonication
method allows the tissue sample to be released by homogenizing it; however, this has the
drawback of generating a large amount of heat, and it is thus necessary to use small pulses
followed by cooling intervals in order not to denature the sample or activate proteases that
can degrade it [5].

Once the sample is released, it is necessary to keep it inside the buffer, as this includes
detergents that prevent its precipitation [5,7,8]. To prevent protein aggregation and control
solubility, the use of salts, such as NaCl or KCI at concentrations of 100 mM to 150 mM,
is recommended, while the use of reducing agents such as DTT can help to maintain the
active state of the protein [5,7].

A list of the buffers most commonly employed during the protein purification process
is presented by [5]; these reagents and their uses include Tris-HCI to maintain pH, NaCl
to maintain solubility, NP40 or Triton X-100 to solubilize insoluble proteins, SDS [5,7,9] to
solubilize insoluble proteins, CHAPS [10] to break protein—protein interactions, urea [7] to
break non-covalent interactions and denature proteins, EDTA to reduce oxidative damage
and inhibit metalloproteases, glycerol [7,9] to stabilize the buffer, DTT [7,9] to remove
disulfide bonds and denature proteins, 2-Mercaptoethanol [7,9] to remove disulfide bonds
and denature proteins, and protease inhibitor tablets [7,11] to inhibit proteolysis of the
sample.

RIPA buffer is most commonly employed to increase concentration and preserve
protein conformation; it includes 150 mM NaCl, 0.1% SDS, 1% NP-40 or Triton X-100, 1 mM
EDTA, 50 mM Tris-HCI, and 1% sodium deoxycholate at pH 7.4 to 7.8, and includes a
protease inhibitor tablet [5,8].

However, the use of different buffers does not guarantee that the protein will be pure
and active. Different buffers have been searched for and suggested for obtaining higher
proteins purity; however, due to the many different possible structures there is no guarantee
that a sample will have the required purity for each desired experiment [12].

The most common technique used to purify recombinant proteins bound to molecules
with affinity to a chelating metal covalently linked to a matrix on a column, such as histidine-
enriched proteins, is nickel immobilized metal affinity chromatography, or IMAC [13,14].
Only a small amount of proteins can be purified by the IMAC system without having
to perform prior modifications [15]. When the expression system used is Escherichia coli
bacteria, then the recombinant proteins produced are expected to be stored inside exclusion
bodies [16]; several different techniques can be applied to release them in the purification
process [17-19]. For contaminant removal, the IMAC system requires the use of an imida-
zole gradient to ultimately elute the protein of interest [20] along with the use of various
buffers to search for pure protein, with no guarantee of success [21-23]. If impurities remain
present after this treatment, the use of other separation columns is necessary [3].

In order to minimize costs and avoid the use of other chromatographic columns
in the purification process, aggregates are used within the buffer. Sacket [24] used L-
glutamic acid monosodium salt monohydrate (GluNa) to replace KCl and increase the
ionic strength. At high concentrations, this can allow certain proteins to be stabilized [25],
and several authors have used it together with arginine to solubilize proteins and decrease
their production within inclusion bodies [26-28]. However, the use of arginine at high
concentrations prevents the protein from binding to nickel, and protein interaction in-
creases in the column when the concentration of arginine decreases [29]. GTPases are very
important proteins responsible for releasing energy from guanosine triphosphate; they
perform switch functions in cell signaling pathways and are employed for therapeutic use
in cancer diagnosis. Furthermore, their mutation causes pancreatic cancer and they have
been used with nanoparticles in breast cancer treatment [30-33]. GPN proteins are small
proteins of unknown function which are localized in the RNA polymerase assembly; if
they are not expressed, then the cell dies, while their overexpression has been linked to
decreased survival in patients with invasive ductal carcinoma breast cancer types ER+ and
HER2+ [22,32-39].
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The present study shows the development of a buffer capable of achieving high
concentrations of hGPN2 protein in a pure, homogeneous, and low-polydispersity form
through IMAC immobilized metal affinity chromatography. Contaminants arising from
expressing the recombinant protein in E. coli bacteria are removed using different additives
in the buffer to manipulate ionic strength, pH, disulfide bonds, and chelating agents.

2. Materials and Methods
2.1. Construction of the Expression Vector for hGPN2

Genes encoding the human GPN2 protein (hGPN2) were obtained from the human
c¢DNA library Open Biosystems, cloned together with a group of six histidines (hexahis-
tidines) into the vector pET28-DL3, and inserted into E. coli bacteria following the method-
ology proposed by Gonzalez [40].

2.2. Preparation of the His-Bind Column

A mixture of 100 pL of resin from a Novagen His-Bind kit, 25 pL of nickel sulfate, and
175 pL of 100 mM Tris-HCl buffer with 100 mM KCl maintaining a pH of 8.2 was prepared
and placed inside an Eppendorf tube that was kept in rotation for 15 min to equilibrate the
sample. After the established time, the Eppendorf tube was washed using 10 mL of the
same buffer and was used as a column to retain the recombinant protein.

2.3. Expression of hGPN2 Protein and Growth at Different Temperatures

The E. coli (DL3) bacterial strain transformed with the hGPN2 protein gene expression
vector was maintained at 37 °C for growth inside a 1-liter flask with 600 mL of LB culture
medium at 100 pM/mL Kanamycin. Growth was carried out in the exponential phase, as
this when the growth rate of the bacteria is at its maximum and can be used to obtain the
greatest possible amount of recombinant protein. Recombinant protein expression was
induced by adding Isopropyl £3-D-1-thiogalactopyranoside (IPTG) at a concentration of
200 uM. Two culture samples were taken and left to grow for 24 h. The first, coded as
MG16C, was kept at a temperature of 16 °C, and the second one, coded as MG10C, at 10 °C.
After 24 h, the MG16C and MG10C cell cultures were centrifuged in Eppendorf tubes at a
temperature of 4 °C at 13,000 rpm for 15 min and the pellets were resuspended in 1 mL of
their respective buffers at pH 8.2. The solutions were sonicated three times with 30-s pulses
followed by 30 s resting on ice with salt and acetone. They were then centrifuged at 4 °C at
13,000 rpm for 15 min.

The supernatants were placed in the 100 pL of resin of the previously prepared His-
Bind column and equilibrated with nickel. The samples were then mixed and allowed to
rotate for 20 min. At the end of the rotation period the columns were washed with 10 mL of
their respective buffers at pH 8.2 and finally eluted with the same buffer, adding 300 mM
imidazole to separate the recombinant protein from the columns. Finally, the samples were
passed through a 10 mL Thermo Scientific 6K MWCO desalting column to remove salts,
then separated, using 10% SDS-PAGE electrophoresis with the Coomasie blue staining
technique (see process in the diagram of Figure 1).
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Figure 1. Flow chart of the procedure used to obtain the final sample. Source: Authors’ elaboration.

2.4. Protein Expression with NaCl

Five buffers were prepared with 50, 100, 500, 1000, and 2000 mM NaCl added to
100 mM Tris-HCl at pH 8.2. These were used as buffers to perform hGPN2 protein expres-
sion with the MG10C sample, following the procedure described above and summarized

in Figure 1 to create protein expression with different NaCl concentrations.

Using Bradford’s analysis, the concentration obtained from the total extracted proteins

in each of the samples treated with the different prepared buffers was calculated.
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2.5. Protein Purification of Recombinant Protein with TRIS

Four buffers were prepared by modifying the Tris concentration to 50, 100, 150, and
200 mM with 100 mM NaCl maintaining a pH of 8.2; these were then used in the process of
hGPN2 protein purification with sample MG10C.

2.6. Protein Purification of Recombinant Protein with EDTA

Three different samples were prepared using the concentrations of 100, 200, and 400
pM EDTA and added to 100 mM Tris-HCI, 100 mM NaCl buffer at pH 8.2, then used for
the hGPN2 protein purification process using sample MG10C.

2.7. Protein Purification of Recombinant Protein with DTT

Six buffer solutions based on 100 mM Tris-HCl, 100 mM NaCl at pH 8.2 were prepared
with 10, 20, 40, 60, 80, and 100 pM DTT in each buffer and used for the process of hGPN2
protein purification using sample MG10C.

2.8. Protein Purification of Recombinant Protein with Amino Acids

The hGPN2 protein purification procedure was repeated using the MG10C sample
using ten solutions in ten buffers based on 100 mM Tris-HCl and 100 NaCl at pH 8.2,
with the following concentrations: (1) 25 mM Sodium Glutamate, (2) 50 mM Sodium
Glutamate, (3) 100 mM Sodium Glutamate, (4) 200 mM Sodium Glutamate, (5) 300 mM
Sodium Glutamate, (6) 50 mM Arginine, (7) 50 mM Lysine, (8) 100 mM Lysine, (9) 200 mM
Lysine, (10) 100 mM Lysine, 100 mM Sodium Glutamate.

2.9. Purification with Final Buffer

The hGPN2 protein purification process was performed with the MG10C sample using
a buffer developed with 100 mM Tris-HCI, 5% glycerol, 0.2% Triton X-100, 100 mM NacCl,
100 mM lysine, 100 mM Sodium Glutamate, 400 ptM EDTA, and 100 uM DTT using the
IMAC system described above.

2.10. Quantification of the hGPN2 Protein

Protein concentration was quantified using the Bio-Rad Bradford protein assay kit
(Bio-Rad Bradford protein assay) according to the supplier’s specifications. Measurements
were performed using an absorbance of 595 nm.

2.11. Dynamic light Scattering Analysis

Dynamic scattering experiments were performed on a Malvern Nano S instrument
(Malvern, Ltd.) equipped with NIBS (Non-Invasive Back Scattering) laser technology at
a wavelength of 663 nm with a Peltier temperature controller. The protein solution was
filtered through an Anotop® syringe filter with a pore size of 0.02 pm (Whatman, GE) prior
to measurements. The hydrodynamic radius (Rh) was calculated using the included Zeta
Sizer software.

3. Results
3.1. Construction of the Expression Vector for hGPN2 and Expression Assay

In order to verify that the vector construct was able to express the hGPN2 protein
within E. coli bacteria, 1 mL was sampled before induction with IPTG (Figure 2 lane 3) and
1 mL after induction (Figure 2 lane 2), then separated using 10% SDS-PAGE electrophoresis
and revealed using the Coomasie blue staining technique. The gel in Figure 2, lane 2
indicates that hGPN2 protein expression with a molecular weight of approximately 34
KDa between 25 and 37 KDa was obtained, which is the predicted value for its molecular
weight.
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Figure 2. SDS-PAGE analysis of the recombinant protein: Lane 1, protein molecular weight marker;
Lane 2, recombinant hGPN2 protein expressed in E. coli; Lane 3, total protein extract of E. coli without
expression of hGPN2 protein.

3.2. His-Bind Column Preparation

Twenty-eight tubes containing 100 pL of resin and 25 pL of nickel sulfate were stored
under refrigeration at 4 °C to be used as IMAC columns during the process of hGPN2 pro-
tein purification and growth at different temperatures with each of the buffers mentioned
in the methodology.

3.3. hGPN?2 Protein Expression and Growth at Different Temperatures

After induction with IPTG, two growth processes were carried out at different tem-
peratures (Figure 3): the sample with the bacteria was placed in an Eppendorf tube and
centrifuged for 15 min at 4 °C; the Eppendorf tube was inserted into a Branson Ultrason-
ics™ Sonifier™ SFX250/SEFX550 Cell Disruptor-type sonicator, where it was pulsed for 30
seconds; and the tube was removed from the sonicator and cooled for 30 s on ice with salt
and acetone in order to ensure that the temperature did not exceed 4 °C, preserving the
inactive proteases and proteins in their native state and preventing the degradation of the
latter by the activation of the former, thereby avoiding the use of protease inhibitor tablets.
This process was repeated twice in order to guarantee the rupture of the whole pellet and
the release of the recombinant protein from the bacteria together with the contaminating
proteins. The sample was centrifuged again for 15 min at 4 °C, the supernatant was sepa-
rated from the pellet, and separation was performed by 10% SDS-PAGE electrophoresis
and revealed by Coomasie staining. Figure 3A shows that in the growth process at 16 °C
(MG16C), the recombinant protein remained in the pellet, and was not found in the soluble
fraction. When growth was performed with the temperature decreased to 10 °C (MG10C),
the amount of hGPN2 protein in the pellet decreased, appearing instead in the soluble part
contained in the supernatant (see Figure 3B, lane 2). Thus, analysis of the cell lysate and
the culture medium showed the maximum expression of recombinant protein at 24 h of
growth after induction while maintaining a temperature of 10 °C, meaning that the MG10C
sample was able to obtain recombinant protein in a soluble form.
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hGPN2 s hGPN2 s s

Figure 3. hGPN2 protein expression assay. (A) Lane 1, pellet; lane 2, supernatant without hGPN2
expressed, growth at 16 degrees Celsius. (B) Lane 1, pellet; lane 2 supernatant with hGPN2 expressed
in the soluble fraction, growth at 10 degrees Celsius.

3.4. Protein Purification of Recombinant Protein with NaCl

In order to determine the salt concentration at which a higher concentration of the
total extract proteins including the recombinant hGPN2 protein (sample MG10C) appears,
protein purification of recombinant protein was performed with different concentrations of
NaCl (see Table 1) added to 100 mM Tris-HCl buffer at pH 8.2. Subsequently, Bradford’s
analysis was performed at each of the different concentrations, obtaining the solubility data
shown in Table 1.

Table 1. Different concentrations of salts added to five buffers and the solubility obtained in each of
the samples as measured by Bradford analysis.

Salt Concentration (Molar) Solubility ng/mL
0 0
50 447
100 464
500 358
1000 308
2000 18

The effect of protein purification of recombinant protein performed on the obtained
solubilities indicated that the maximum degree of solubility was obtained when using
the buffer with 100 mM Tris-HCl and 100 mM NaCl. When using higher concentrations,
the solubility decreased; at concentrations higher than 2000 mM NacCl, the content of the
recombinant protein and the total extract precipitates, and is no longer maintained in the
soluble fraction.

3.5. Protein Purification of Recombinant Protein with TRIS

To measure the effect of TRIS, the concentration of 100 mM NaCl was fixed, as previous
studies have shown that the maximum solubility is achieved at this concentration. There-
fore, only TRIS concentrations were varied when searching for an effect on purification,
which was then verified using SDS-PAGE gels. In the process of protein purification of
recombinant protein with Tris, it was observed when purifying hGPN2 protein from the
MG10C sample that concentrations lower than 100 mM (Figure 4, lane 1) conserved high
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values of contaminants (represented by bands with greater thickness) compared to the
bands obtained in subsequent experiments. When using values higher than 100 mM (Fig-
ure 4, lanes 2—4), there was no variat in the amount of proteins maintaining the same values
in the cell extract analyzed. Our results indicate that Tris-HCI has no significant effect on
the elimination of impurities, and at a concentration of 100 mM NaCl the minimum amount
of Tris-HCl required to maintain the pH and slightly decrease the quantity of contaminants
without presenting a reduction in the size of the band corresponding to hGPN2 is 100 mM.

v -

hGPN2 S s s s

~—

Figure 4. Purification of recombinant hGPN2 protein in buffers: 50 mM Tris-HCl, 100 mM NaCl
(lane 1); 100 mM Tris-HCI, 100 mM NaCl (lane 2); 150 mM Tris-HCl, 100 mM NaCl (lane 3); 200 mM
Tris-HCI, 100 mM NaCl (lane 4).

3.6. Protein Purification of Recombinant Protein with EDTA

Three MG10C samples were prepared to purify the recombinant hGPN2 protein.
Figure 5 shows how the use of 400 ptM EDTA reduces the quantity of contaminants present
during purification (Figure 5, lane 3). Lower values (100 and 200 pM) do not reduce the
amount of contaminants, as the bands showing the amount of unwanted proteins are
thicker (Figure 5, lanes 1-2). These results suggest that the use of 400 uM EDTA favors the
removal of contaminants, although without completely eliminating them.

1 2 3

hGPN2Ew s s

Figure 5. hGPN2 protein expression using 100 mM Tris-HCI buffer, 100 mM NaCl, maintaining pH at
8.2, and EDTA concentrations of 100 uM (lane 1), 200 pM (lane 2), and 400 uM (lane 3).



Separations 2022, 9, 164

9o0f 16

3.7. Protein Purification of Recombinant Protein with DTT

When performing protein purification of recombinant protein with DTT using the
MG10C sample to purify the recombinant hGPN2 protein using 100 mM Tris-HCI and
100 mM NaCl bulffer, it was found that the contaminants decreased as the DTT concentration
increased (Figure 6A, lanes 1-4). When using values less than or equal to 60 utM (Figure 6
lane 4), unwanted proteins were noticed at the top and bottom of the band corresponding
to hGPN2, and these decreased in concentration as the amount of DTT used increased.
For values of 80 uM and 100 uM (Figure 6B, lanes 1 and 2, respectively) the contaminants
were significantly reduced. With 100 uM of DTT added to the buffer (Figure 6B, lane 2)
a concentration of 2 mg of hGPN2 protein was obtained in pure form as measured by
Bradford analysis.

Figure 6. hGPN2 recombinant protein expression: (A) 10 uM (lane 1), 20 utM (lane 2), 40 uM (lane 3),
60 uM (lane 4); (B) 80 uM (lane 1), 100 uM (lane 2).

3.8. Purification with Amino Acids

The study evaluating the ten proposed buffers was carried out with the MG10C
sample. The buffer containing 100 mM Tris-HCI and 100 mM NaCl at pH 8.2 with different
concentrations of sodium glutamate showed a decrease in impurities as the concentration
of sodium glutamate increased (Figure 7, lanes 1-5). However, the amount of recombinant
hGPN2 protein decreased as well, as can be seen by the reduction in the size of the
band corresponding to the protein. After reaching 100 mM sodium glutamate (Figure 7,
lane 3) and exceeding this concentration, a reduction in the band corresponding to the
protein of interest could be observed, while the impurities no longer showed any decrease,
maintaining the same contaminants at concentrations of 100, 200, and 300 mM of the salt
(Figure 7, lanes 3-5).

When sodium glutamate was replaced by the amino acid arginine at 50 mM (Figure 7,
lane 6), the same effect on the decrease in impurities was achieved as with glutamate at
100 mM. However, the hGPN2 protein again suffered a reduction in band size, implying a
decrease in the amount of protein within the sample analyzed with this buffer.

Subsequently, the same buffer was used and sodium glutamate was replaced by the
amino acid lysine at concentrations of 50, 100, and 200 mM (Figure 8, lanes 1-3). By in-
creasing the concentration of the amino acid, a reduction in the contaminants located in the
lower part of the hGPN2 protein was observed, i.e., the impurities with a molecular weight
lower than that of the protein of interest were reduced. However, the expressed recombi-
nant protein suffered a reduction in the size of its band as well. When the concentration
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used was higher than 100 mM lysine (Figure 8, lane 2), the results obtained in terms if the
elimination of impurities were not improved, as the same concentrations were maintained
with both 200 mM and 100 mM of the amino acid (Figure 8, lanes 2-3).

1 2 3 4 5 6

hGPN2

Figure 7. hGPN2 recombinant protein purification using 100 mM Tris-HCI and 100 mM NaCl buffer
maintained at pH 8.2 with Sodium Glutamate at the following concentrations: 25 mM (lane 1), 50 mM
(lane 2), 100 mM (lane 3), 200 mM (lane 4), and 300 mM (lane 5). For lane 6, sodium glutamate was
replaced by 50 mM arginine.

i 2 3

hGPN2 % .

Figure 8. hGPN2 protein purification using 100 mM Tris-HCl and 100 mM NaCl buffer with the
addition of the amino acid lysine at the following concentrations: 50 mM (lane 1), 100 mM (lane 2),
200 mM (lane 3).

Based on the previous results, a new buffer was prepared with 100 mM Tris-HCl,
100 mM NaCl, 100 mM Sodium Glutamate, and 100 mM Lysine and maintained at a pH
of 8.2, achieving a significant reduction in the contaminants present at the time of protein
purification using the MG10C sample (Figure 9, lane 1). The lower molecular weight
proteins present were almost completely eliminated. The proteins with higher molecular
weight, although reduced, presented two bands that could not be reduced completely
(Figure 9).
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hGPN2 -

Figure 9. hGPN2 protein purification using 100 mM Tris-HCl, 100 mM NaCl, 100 mM Lysine, and
100 mM Sodium Glutamate buffer at pH 8.2.

3.9. Purification with Final Buffer

Purification of hGPN2 protein was performed using the MG10C sample with the final
buffer consisting of 100 mM Tris-HCl, 5% glycerol, 0.2% Triton X-100, 100 mM NaCl, 400
M EDTA, and 100 uM DTT at pH 8.2. The obtained results are shown in Figure 10. This set
of additives completely eliminated the contaminants; the eliminated impurities are shown
in Figure 10, lane 1. As there were no more bands in the lower or upper part of the hGPN2
protein, it was ultrafiltrated using a 0.5 mL Amicon® Ultra following the manufacturer’s
instructions. As trace amounts of contaminants were remained (Figure 10, lane 2), the
sample was returned to the IMAC column to be rotated for 20 min, the column was washed,
and the protein was recovered after passing it through the desalting column, obtaining
a concentration of 30 mg of completely pure hGPN2 protein as measured by Bradford
analysis (Figure 10, lane 3).

1 2 3

hGPN2

Figure 10. Purification of recombinant hGPN2 protein: contaminating proteins (lane 1); pure protein
concentrated to 500 pl (lane 2); pure protein at a concentration of 30 mg of protein (lane 3).
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3.10. Quantification of the hGPN2 Protein

Quantifications to determine protein concentrations were performed using a Bradford
Protein Assay kit from Bio-Rad according to the manufacturer’s specifications. This method-
ology reported that the maximum concentration of purified hGPN2 protein obtained using
the final buffer was 30 mg of protein (Figure 10, lane 3).

3.11. Dynamic Light Scattering Analysis

The completely pure hGPN2 protein at a concentration of 30 mg was analyzed with
Malvern Nano S Dynamic Light Scattering equipment in order to determine the hydrody-
namic size of the protein and polydispersity of the protein population as well as to monitor
the aggregation phenomenon of the hGPN2 protein. The dynamic scattering study showed
that the protein of interest has a diameter of 9.366 nm and a hydrodynamic radius of 4.683
nm, indicating that the protein is not completely globular and that certain regions are
outside the hydrodynamic radius. The polydispersion achieved following the methodology
proposed in this article provided a value of 0.124, indicating that the hGPN2 protein is
monodisperse, homogeneous, and can be used for crystallography or structural genomics
studies (see Figure 11).

Results
Size (r.nm): % Intensity  Width (r.nm):
Z-Average (r.nm): 4.683 Peak 1: 4.832 95.3 1.330
Pdl: 0.124 Peak 2: 49,38 47 14.47
Intercept: 0.957 Peak 3: 0.000 0.0 0.000

Result quality : Good

Size Distribution by Intensity

200 e

Intensity {94)

100 1000 10000
Size (r.nm)

I Record 10: GPNZ 1 Record 11: GPN2 2 Record 12: GPN2 3]

Figure 11. Dynamic light scattering analysis of hGPN2 protein in pure and soluble form at a
concentration of 30 mg.

4. Discussion

A methodology was developed to adapt the buffer to achieve the purification of the
recombinant protein hGPN2 expressed in E. coli bacteria. The method used here is based
on the effect of the different additives used to influence the bonds and solubility of both
the contaminants and the protein itself.

The first factor we analyzed was the growth temperature required to obtain the protein
of interest in a soluble form. Our results indicate that in order to obtain hGPN2 in the
soluble fraction, it is necessary to grow it at 10 °C after induction with IPTG.

The second point we considered was the solubility of the protein of interest in the
initial buffer, which was based on Tris-HCl at a concentration of 100 mM maintained at a pH
of 8.2. Protein purification of recombinant protein was performed using NaCl to increase
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the solubility of the whole cell extract, indicating that the highest amount of protein in its
soluble form was obtained at a concentration of 100 mM NaCl.

Having determined the value of the salt concentration that provides the highest
soluble fraction, variations were made in the same Tris-HCl buffer in order to identify its
effect on the elimination of contaminants. We determined that no decrease of impurities
was achieved with 100 mM Tris-HCI, and in consequence the buffer for the subsequent
experiments used 100 mM Tris-HCI and 100 mM NacCl, as this was the concentration that
resulted in the lowest amount of contaminants and the highest amount of hGPN2.

Subsequently, protein purification was performed with EDTA to reduce oxidative
damage and inhibit metalloproteases in order to prevent them from denaturing the protein.
Its effect on the elimination of impurities was observed and the results showed that using
400 pM EDTA reduced the thickness certain protein bands that were considered contami-
nants while maintaining the same concentration of hGPN2. The concentrations used were
reduced, as in large quantities it releases nickel from the column, preventing the realization
of IMAC chromatography.

Protein purification using DTT was performed in order to maintain the active state of
the protein and eliminate disulfide bonds corresponding to contaminant proteins bound
on the protein of interest. We measured its effect on the elimination of contaminants; the
values used were small in order to avoid denaturation of the hGPN2. Our results indicate
that the use of 100 uM favored the elimination of contaminants, and that the hGPN2 protein
could be obtained in a pure form at a concentration of 2 mg of protein.

We sought to determine the effect that different amino acids have on the purification
process of the recombinant protein. The use of sodium glutamate had the effect of increasing
the ionic strength of the sample, stabilizing the recombinant protein, and decreasing its
production within inclusion bodies. Arginine was used because of its similar properties
to glutamate. However, the study performed with arginine indicated that it does not
significantly reduce contaminants, instead decreasing the amount of hGPN2 within the
sample and removing it. A similar effect on contaminant removal was achieved using
100 mM sodium glutamate. In order to find a replacement for arginine, the amino acid
lysine was used, as it has the same charge and is less polar than arginine. By using this
amino acid at a concentration of 100 mM, the amount of impurities was reduced and
a greater amount of the recombinant protein was conserved compared to when using
arginine.

When purification was performed using only 100 mM Tris-HCl, 100 mM NacCl, 100 mM
Lysine, and 100 mM Sodium Glutamate at pH 8.2, a considerable amount of contaminants
were eliminated while maintaining two protein bands that were preserved, and the protein
purification step using DTT could be eliminated. This suggests that these proteins are
bound by disulfide bonds on the hGPN2 protein, and can therefore be eliminated using DTT
or 2-Mercaptoethanol, depending on the resin used to perform affinity chromatography
with immobilized metals.

After carrying out all of the proposed protein purification methods, it was concluded
that the ideal buffer to obtain hGPN2 protein in pure form and at high concentrations was
composed of 100 mM Tris-HCl, 5% glycerol, Triton X-100 at 0.2%, 100 mM NaCl, 400 uM
EDTA, and 100 uM DTT at pH 8.2.

Glycerol was added to promote the stability of the buffer and Triton X-100 to prevent
precipitation, solubilize insoluble proteins, and release proteins present within inclusion
bodies.

Native proteases are responsible for degrading any non-native proteins or proteins
that are considered foreign to the bacteria, and are activated in any purification process
that increases the temperature. The cell lysis method used here increases the temperature
to the point of activating the proteases, degrading the recombinant protein being purified.
In order to avoid this, a protease inhibitor tablet was used during each purification, and
it was necessary to work in cold conditions for as short a time as possible to avoid both
protease activation and denaturation of the protein. In the performed experiments, the
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yield was 2 mg of the purified recombinant protein when using protease inhibitor tablets;
this was improved with the proposed methodology, which does not require the use of the
tablets, reaching a higher protein concentration of 30 mg.

Protein purification was previously performed with a simple buffer based on 100 mM
Tris-HCI and 100 mM NaCl and the results obtained by this process indicated a sample with
contaminants, as verified by SDS-PAGE gel. Subsequently, study was carried out with DLS
by passing the sample through the filter with a pore size of 0.02 yum; these results showed a
non-pure sample with high polydispersion and with different aggregates that could not be
removed with the use of the filter. On the other hand, when the proposed methodology
was applied, most of the aggregates were removed and the sample was found to be pure,
homogeneous, and with low polydispersion.

The DLS studies showed a second peak, which is an aggregate in minor amounts that
could not be removed during the purification process; however, this does not affect the
amount of final concentration obtained from the pure protein. If the protein is concentrated,
the small amounts of this aggregate can be visualized by means of SDS-PAGE gel verifica-
tion. We do not know whether this aggregation is reversible; however, when the protein
was refrigerated at 4 °C for storage and DLS measurements were repeated three months
later, the samples retained the same concentration and remained stable as a function of
time.

Finally, in a previous study of structural genomics, the protein was purified in order
to carry out X-ray crystallography studies and to obtain its three-dimensional structure,
revealing its structure and folding. The sequence of the protein is as follows:

MAGAAPTTAFGQAVTGPPGSGKTTYCLGMSEFLRALGRRV
AVVNLDPANEGLPYECAVDVGELVGLGDVMDALRLGPNGG
LLYCMEYLEANLDWLRAKLDPLRGHYFLFDCPGQVELCTH
HGALRSIFSQMAQWDLRLTAVHLVDSHYCTDPAKFISVLC
TSLATMLHVELPHINLLSKMDLIEHYGKLAFNLDYYTEVL
DLSYLLDHLASDPFFRHYRQLNEKLVQLIEDYSLVSFIPL
NIQDKESIQRVLQAVDKANGYCFRAQEQRSLEAMMSAAMG
ADFHFSSTLGIQEKYLAPSNQSVEQEAMQL

The isoelectric point of the protein is at 4.8960, thus, we used a pH of 8.2 to ensure that
it remained active, following the protocol explained in [40]. The molecular weight of the
protein is 34,560.65 g/mol, or 34 KD, and it contains 310 amino acids.

The maximum amount of pure protein obtained was 30 mg, with no precipitation
observed, indicating that there is a possibility of achieving even higher concentrations.

The yield is closely linked to the proposed method. Experiments were performed with
different buffers where a maximum concentration of only 2 mg of pure protein was reached,
and DLS analysis indicated that this pure sample was not homogeneous and maintained
high polydispersity. When employing the proposed methodology, on the other hand, a
high yield was achieved with high concentrations of protein in a pure and homogeneous
form with little polydispersion.

5. Conclusions

Our results show that the use of the proposed buffer created for recombinant hGPN2
protein expressed in E. coli obtained the protein of interest in an entirely pure form and
without the need for protease inhibitor tablets. The resulting protein was homogeneous and
had low polydispersity at a concentration of 30 mg, as corroborated by dynamic dispersion
analysis, and can therefore be used for crystallography or structural genomics studies.

6. Patents

A patent application has been submitted for approval with the Mexican patent of-
fice (IMPI).
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