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Comprehensive characterization
of glutamine synthetase-mediated
-selection for the establishment of
ey recombinant CHO cells producing
e monoclonal antibodies

Soo Min Noh?, Seunghyeon Shin! & Gyun Min Lee® 2

. To characterize a glutamine synthetase (GS)-based selection system, monoclonal antibody
(mAb) producing recombinant CHO cell clones were generated by a single round of selection at various
methionine sulfoximine (MSX) concentrations (0, 25, and 50 M) using two different host cell lines
(CHO-K1 and GS-knockout CHO). Regardless of the host cell lines used, the clones selected at 50 uM
MSX had the lowest average specific growth rate and the highest average specific production rates
of toxic metabolic wastes, lactate and ammonia. Unlike CHO-K1, high producing clones could be
generated in the absence of MSX using GS-knockout CHO with an improved selection stringency.
Regardless of the host cell lines used, the clones selected at various MSX concentrations showed no

. significant difference in the GS, heavy chain, and light chain gene copies (P > 0.05). Furthermore, there

© was no correlation between the specific mAb productivity and these three gene copies (R < 0.012).

. Taken together, GS-mediated gene amplification does not occur in a single round of selection at a MSX
concentration up to 50 uM. The use of the GS-knockout CHO host cell line facilitates the rapid generation
of high producing clones with reduced production of lactate and ammonia in the absence of MSX.

For large-scale production of therapeutic proteins including monoclonal antibodies (mAbs), recombinant
. Chinese hamster ovary (rCHO) cells are established using dihydrofolate reductase (DHFR)-based metho-
trexate (MTX) selection or glutamine synthetase (GS)-based methionine sulfoximine (MSX) selection'. The
: DHFR-based system, which has been extensively characterized with respect to gene amplification and produc-
. tion stability, has been the most widely used system because it results in high levels of gene amplification and
. expression’"*. However, it requires a multi-round of MTX selection for stepwise gene amplification, resulting in
. alonger timeline for cell line generation’. Thus, the use of the GS-based system, which requires a single round of
: MSX selection, is increasing due to a shorter timeline for cell line generation'®!’. With a GS-knockout CHO cell
. line'? and promoter engineering, the GS-based system can be effective in cell line generation even in the absence
. of MSX". Furthermore, the GS-based system mitigates ammonia accumulation in the culture medium because
© the overexpressed GS catalyzes the conversion of glutamate and ammonia into glutamine!*1>.
Initially, the GS-based system used two rounds of MSX selection (25-50 pM MSX in the first round and
: 100-1000 uM for the second round for further gene amplification)®!¢-18, Lately, a single round of MSX selection
: with a lower MSX concentration of 0-50 uM without further gene amplification is increasingly used because
. fewer copies of transgenes per cell are enough to achieve highly productive cell lines'*'. However, despite the
increasing use of the GS-based system, rCHO cell line generation using the GS-based system has not been fully
characterized with respect to gene amplification and production stability.
Unlike the DHFR-based system using a multi-round of selection with a stepwise increase of the MTX con-
centrations, it is questionable if a single round of selection at various MSX concentrations results in gene ampli-
fication. Furthermore, studies on the production stability of rCHO cell lines generated using GS-based MSX
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Figure 1. A schematic diagram of the process for mAb producing clone generation and long-term culture for
testing the production stability.

~

selection, which is one of the most important issues for the practical use of a cell line in industry, have not been
fully substantiated yet!7-2021,

In this study, we characterized the whole process of rCHO cell line generation using the GS-based MSX selec-
tion system. Using two different host cell lines (CHO-K1 and GS-knockout CHO (GS KO)), mAb producing
rCHO cell clones were generated by a single round of selection at various MSX concentrations. A schematic
diagram of the cell pool and clone generation process is shown in Fig. 1. Clones selected at each MSX concentra-
tion were analyzed with respect to the specific mAb productivity (¢,,p) relative gene copy number, mRNA level,
metabolites and amino acids utilization, and long-term production stability during 30 passages. Furthermore,
clones generated by a single round of selection were subjected to a higher MSX concentration to evaluate the
potential of GS-mediated gene amplification.

Results

Generation of mAb producing cell pools and clone. CHO-K1 and GS KO host cell lines were trans-
fected with a vector containing gs and mAb genes as described earlier. The transfection efficiency was similar for
both host cell lines (data not shown). After seeding the transfected cells at a concentration of 2000 cells/well into
96-well cell culture plates at various concentrations of MSX (0, 25, and 50 uM), the number of wells with one or
more colonies was counted. The term “cell pool” indicates the cells survived in these 96-wells after selection, and
“selection stringency” indicates the percentage of wells without a cell pool out of the total number of wells (600
wells) that were seeded with transfected cells.

Figure 2 shows the selection stringency and mAb concentration of the culture supernatant in the wells with
a cell pool at various MSX concentrations. For both the CHO-K1 and GS KO host cell lines, the number of wells
with a cell pool decreased significantly with increasing MSX concentration but to different extents (Fig. 2A). For
CHO-K1 cells, in the absence of MSX, all 600 wells contained a cell pool, whereas 177 wells contained a cell pool
at 25pM MSX. When the MSX concentration was further increased to 50 uM MSX, only 57 wells out of 600 wells
contained a cell pool. The selection stringency was higher for GS KO than for CHO-K1 (Fig. 2A). For GS KO,
only 410 wells out of 600 wells contained a cell pool in the absence of MSX. The number of wells with a cell pool
decreased to 133 at 25pM MSX and to 33 at 50 pM MSX. In addition, the GS KO-derived cell pools grew much
slower than CHO-K1-derived cell pools. For the CHO-K1-derived cell pools in the absence of MSX, all wells
showed cell pools within 20 days. In contrast, for the GS KO-derived cell pools in the absence of MSX, only 173
wells showed cell pools within 20 days.

As expected from the poor selection stringency of CHO-KI1 in the absence of MSX, CHO-K1-derived cell
pools showed little mAb production. The mAb concentrations in most wells in the absence of MSX were less
than one pg/mL (Fig. 2B). The mAb production was significantly increased in the presence of MSX. The average
mADb concentration was 7.8 pg/mL at 25 M MSX. In contrast, the GS KO-derived cell pools showed a significant
mAb production, more than 20 pg/mL in some wells, in the absence of MSX. The mAb production was further
increased at 25 .M MSX, to more than 50 ug/mL in some wells. However, the differences in the average mAb
concertation between CHO-K1 and GS KO at 25 pM MSX were not significantly different (P> 0.05). The average
mAb concentrations of the GS KO-derived cell pools at 25 M MSX were 9.8 pg/mL. Despite a more stringent
selection at 50 uM MSX, the mAb production of the CHO-K1-derived and GS KO-derived cell pools was not
increased further. The average mAb concentrations of the CHO-K1-derived and GS KO-derived cell pools at
50 pM MSX were 8.6 and 9.7 ug/mL, respectively.
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Figure 2. (A) Selection stringency and (B) mAb concentration of the culture supernatant in the wells with a cell
pool at various MSX concentrations. Cell pools were derived either from CHO-K1 (light gray) or from GS KO
(dark gray). The numbers in the parenthesis above the bar graphs indicate the number of wells with a cell pool.
The box plot shows the mAb concentration of the culture supernatant in the wells with a cell pool. The dotted
line in the box indicates the mean value, and the solid line in the box indicates the median value.

The top two high producing cell pools at each condition were subjected to limiting dilution to establish single
cell-derived clones. Because CHO cells are considered heterogeneous even after a very short period of cultiva-
tion*>?, the term “clone” would have been inappropriate. Nevertheless, throughout this article, the term “clone”
indicates a single-cell derived cell population, which was generated by limiting dilution of a cell pool. The top two
high producing clones from the top two high producing cell pools at various MSX concentrations, which were 24
clones in total, were selected for further analysis (Fig. 1).

Analysis of mAb producing clones.  As described earlier, a total of 24 clones were expanded for long-term
cultures with the corresponding concentration of MSX. The first three batches in the long-term cultures were
analyzed for their specific growth rate (p) and g, The relative gene copy numbers and relative mRNA lev-
els of GS, heavy chain (HC) and light chain (LC) were analyzed with the first batch in the long-term cultures
(Supplementary Table S1). The general trend of the analytical results was the same whether MSX was included in
the culture media or not.

Regardless of the host cell lines used, clones selected at 50 uM MSX showed the lowest 1. The average ps of
the CHO-K1-derived clones and GS KO-derived clones selected in the absence of MSX were 0.70 and 0.67/
day, respectively, whereas those selected at 50 LM MSX were 0.58 and 0.56/day, respectively. Unlike i, the
CHO-K1-derived clones showed the highest average q,,,, at 50 pM MSX (23.55 pg/cell/day), whereas the GS
KO-derived clones showed it at 25 M MSX (28.16 pg/cell/day). Among the 24 clones, the top two highest pro-
ducing clones were the GS KO-derived clones selected in the absence of MSX (KO-0 2-1 and KO-0 2-2), con-
firming that the use of GS KO as a host cell enables one to establish high producing cell lines in the absence of
MSX.

For the CHO-K1-derived clones, clones selected at a higher MSX concentration showed a higher average value
for the relative gene copy number for all three genes (GS, HC and LC), but the difference was not statistically
significant (P > 0.05). Likewise, the GS KO-derived clones showed no significant correlation between the relative
gene copy number and the MSX concentration used for selection (P >0.05). In contrast, the relative mRNA level
of all three genes in the CHO-K1-derived clones selected at 25 M or 50 uM MSX was higher than that selected
in the absence of MSX (P < 0.05). Unlike the CHO-K1-derived clones, the GS KO-derived clones showed no
significant correlation between the relative mRNA level of GS and the MSX concentration used for selection
(P>0.05). Furthermore, the relative mRNA levels of HC and LC were the lowest in the GS KO-derived clones
selected at 50 pM MSX.

Figure 3 shows the correlation between the relative mRNA level and gene copy number of GS, HC, and LC
and the g,,,, of all 24 clones selected at various MSX concentrations. While the relative mRNA level of GS was
not related to the gy, (R?=0.016), the relative mRNA levels of HC and LC were meaningfully related to the g4,
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Figure 3. Correlation between (A) the relative mRNA level of GS and ¢, 1, (B) relative mRNA level of HC and
Gmap> (C) relative mRNA level of LC and g, 53, (D) relative gene copy number of GS and g, (E) relative gene
copy number of HC and ¢4, and (F) relative gene copy number of LC and g,,5,- The closed circles indicate the
clones derived from CHO-K1, and the open circles indicate the clones derived from GS KO.
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Figure 4. Specific consumption or production rate of (A) glucose, (B) lactate, (C) ammonia, (D) arginine, (E)
glutamate, and (F) glycine. Clones from different selection conditions (0, 25 and 50 uM of MSX) are shown in
the box plots. The dotted line indicates the mean value, and the solid line indicates the median value.

(R*=0.510 and 0.599, respectively) (Fig. 3A-C). However, there was no correlation between the g, and the
relative gene copy numbers for all three genes including HC and LC (R? <0.012) (Fig. 3D-F). In fact, the top two
highest producing clones (KO-0 2-1 and KO-0 2-2) had relatively low gene copy numbers for HC and LC. Thus,
the clones with a high gene copy number for HC and LC did not necessarily show a high g, .

Figure 4 shows the consumption or production rates of metabolites and amino acids for all 24 clones selected
at various MSX concentrations. Regardless of the host cell lines used, clones selected at the same MSX concen-
tration showed no differences in the specific consumption or production rates except for the specific glycine
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Figure 5. Feasibility test of GS-mediated gene amplification by stepwise selection for resistance to increasing
concentrations of MSX. Viability change during the selection at (A) 25pM MSX and at (B) 50 .M MSX. K1-0
1-1 (closed circles), K1-0 1-2 (open circles), K1-0 2-1 (closed triangles), K1-0 2-3 (open triangles), KO-0 1-1
(closed squares), KO-0 1-3 (open squares), KO-0 2-1 (closed diamonds) and KO-0 2-2 (open diamonds).
Change in (C) ga (D) relative gene copy number of GS, (E) relative gene copy number of HC, and (F) relative
gene copy number of LC after further selection at 25 or 50 uM MSX. The gene copy number and mRNA level
are relative to the values of the clones before further MSX selection. (a) K1-0 1-1, (b) K1-0 1-2, (c) K1-0 2-1, (d)
K1-0 2-3, (e) KO-0 1-1, (f) KO-0 1-3, (g) KO-0 2-1 and (h) KO-0 2-2. Before selection (black), after selection
at 25pM MSX (gray) and after selection at 50 uM MSX (dark gray). Error bars represent the standard deviation
determined by duplicate experiments. Asterisks (*) indicate a significant difference at P < 0.05.

production rate (qy,). The average g, of the CHO-K1-derived clones (0.14 jumol/10°cells/day) was significantly
lower than that of the GS-KO-derived clones (0.27 pmol/10°cells/day) (P < 0.05). Clones selected at 50 uM MSX
showed higher specific consumption or production rates of glucose, lactate and ammonia (g1, Giac a0d Gyms
respectively) than those selected in the absence of MSX (Fig. 4A-C). In contrast, there was no significant differ-
ence in specific consumption rates of glutamine (ggn) at various MSX concentrations (0.02-0.14 umol/ 10°cells/
day). Out of the 15 amino acids including glutamine, arginine, glutamate and glycine showed significantly
increased specific consumption or production rates at 50 pM MSX compared with those in the absence of MSX
(P < 0.05; Fig. 4D-F). Other amino acids, of which the specific consumption or production rates did not change
at various MSX concentrations, are shown in Supplementary Fig. S1.

Feasibility of GS-mediated gene amplification by stepwise selection for resistance to increasing
concentrations of MSX. To determine whether a stepwise selection, not a single round selection, enables
the amplification of gene copies in cells, 8 clones selected in the absence of MSX (four CHO-K1-derived clones
(K1-01-1, K1-01-2, K1-02-1, and K1-02-3) and four GS KO-derived clones (KO-01-1, KO-01-3, KO-02-1, and
KO-02-2)) were subjected to a higher concentration of MSX by subculturing them in culture medium containing
25 or 50 pM MSX. Cells were inoculated at a concentration of 1 x 10° cells/mL into 125-mL Erlenmeyer flasks
containing 30 mL of the culture medium. Every three days, cells were centrifuged at 1200 rpm for 5min, and then,
the spent culture medium was exchanged for fresh medium.

Interestingly, 6 clones selected in the absence of MSX did not show any growth inhibition at a higher concen-
tration of MSX. Only two out of the 8 clones (K1-0 2-1 and of K1-0 2-3) went through further selection with a
higher level of MSX (Supplementary Fig. S2). A higher concentration of MSX imposed a stronger selection on
these two clones. The viability of K1-0 2-1 went down to 58% at 25 M MSX and to 11% at 50 uM MSX. Likewise,
the viability of K1-0 2-3 went down to 44% at 25 M MSX and to 8% at 50 pM MSX (Fig. 5A,B). However, the
qmab Of all 8 clones including K1-0 2-1 and of K1-0 2-3, regardless of their g4, values, did not change signifi-
cantly after selection at a higher concentration of MSX (Fig. 5C).

Six clones, which showed no growth inhibition at 25 or 50 uM MSX, did not show any significant increase
in gene copy numbers of GS, HC and LC (Fig. 5D-F). In contrast, the K1-0 2-1 and K1-0 2-3 clones, which
underwent further selection with a higher concentration of MSX, showed a significantly increased GS gene copy
number at 25 or 50 uM MSX. The extent of the increment in the relative GS gene copy number was positively
correlated to the concentration of MSX. However, unlike the GS gene, the relative gene copy number of HC
and LC in the K1-0 2-1 and K1-0 2-3 clones did not change at 25 or 50 pM MSX (P > 0.05). Thus, GS-mediated
co-amplification of the LC and HC genes did not occur in all 8 clones subjected to 25 or 50 pM MSX.
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Figure 6. The p of the mAb producing clones during long-term cultures with MSX (closed circle) or without
MSX (empty circle). (A) K1-0 1-1, (B) K1-0 1-2, (C) K1-0 2-1, (D) K1-0 2-3, (E) KO-0 1-1, (F) KO-0 1-3,
(G) KO-0 2-1, (H) KO-0 2-2, (I) K1-25 1-1, (J) K1-25 1-2, (K) K1-25 2-1, (L) K1-25 2-2, (M) KO-25 1-1, (N)
KO-25 1-3, (0) KO-25 2-1, (P) KO-25 2-2, (Q) K1-50 1-2, (R) K1-50 1-3, (S) K1-50 2—1, (T) K1-50 2-2, (U)
KO-50 1-1, (V) KO-50 1-3, (W) KO-50 2-1, and (X) KO-50 2-2.

Long-term cultures of mAb producing clones in the presence or absence of selective pres-
sure. To investigate the stability of the mAb producing clones during long-term cultures, a total of 24 clones
were sub-cultured for 30 passages in the absence or presence of the corresponding concentration of MSX.

Figure 6 shows the pu of the mAb producing clones during the long-term cultures. Regardless of the host cell
lines used, the presence of MSX did not affect the . significantly. Most clones showed an increase in p during the
long-term cultures but to different extents. Clones selected at a higher concentration of MSX showed a higher
increment in p during the long-term culture. When the first and last three passages were compared, the increase
inpat 0, 25, and 50 pM MSX were 8.6%, 15.2% and 22.0%, respectively (Supplementary Table S2).

Figure 7 shows the g, , of the mAb producing clones during the long-term cultures. Regardless of the host
cell lines and the MSX concentration used for selection, most clones showed a decreased g5, in a similar manner
during the long-term cultures. In most clones, g,,,5, decreased more significantly in the absence of MSX than in
the presence of MSX (Supplementary Table S2). However, clones such as KO-0 1-3 and KO-50 2-1 showed a
relatively stable g, , during the long-term cultures even in the absence of MSX.

To assess the degree of population heterogeneity during the long-term culture, the changes in the intracellular
mADb content of the clones were measured by flow cytometry. CHO-K1 or GS KO was used as a negative control
(Supplementary Fig. $3). In most clones, the changes in intracellular mAb contents, regardless of the presence of
MSX, were not significant during long-term culture, suggesting that the decreased g, ,, was not mainly due to the
occurrence of non-producers. Some clones such as K1-0 1-1, K1-50 1-3, and KO-50 1-3 showed a subpopulation
with a lower intracellular mAb content during the long-term cultures.
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Figure 7. The g, of the mAb producing clones during long-term cultures with MSX (closed circle) or without
MSX (empty circle). (A) K1-0 1-1, (B) K1-0 1-2, (C) K1-0 2-1, (D) K1-0 2-3, (E) KO-0 1-1, (F) KO-0 1-3,

(G) KO-0 2-1, (H) KO-0 2-2, (I) K1-25 1-1, (J) K1-25 1-2, (K) K1-25 2-1, (L) K1-25 2-2, (M) KO-25 1-1, (N)
KO-25 1-3, (0) KO-25 2-1, (P) KO-25 2-2, (Q) K1-50 1-2, (R) K1-50 1-3, (S) K1-50 2-1, (T) K1-50 2-2, (U)
KO-50 1-1, (V) KO-50 1-3, (W) KO-50 2—1, and (X) KO-50 2-2.

To investigate whether the changes in the g,,,, of the clones were related to changes in their gene copy num-
bers of GS, HC and LG, the relative gene copy numbers were measured from gDNA samples prepared at passage
0, 10, 20, and 30 during the long-term cultures. Some clones showed a negligible change in the relative gene copy
number while other clones showed a gradual decrease in the relative gene copy numbers during the long-term
cultures (Supplementary Fig. S4).

Figure 8 shows the correlation between the % change in the gene copy number of GS, HC, and LC and the %
change in the g, , during the long-term cultures. When all 24 clones were used for the correlation analysis, there
was no correlation between them (Fig. 8A-C). Among the 24 clones, 11 clones, which are denoted by the asterisk
in Supplementary Figure S4, showed more than a 10% change in at least two genes among GS, HC, and LC. When
these 11 clones were used for the correlation analysis, there was a meaningful correlation only between the %
change in the LC gene copy number and the % change in g5, (Fig. 8D-F).

Discussion

Due to the short timeline of the cell line generation, a GS-based MSX-selection system has been increasingly
used for the establishment of rCHO cell lines. The MSX concentrations used for a single round of selection are
usually 10-50 uM MSX for wild type CHO cell lines such as CHO-K1 and CHOK1SV?®!11%2425 and 0-25 uM
for GS-knockout CHO cell lines with an improved selection stringency'>!>. However, despite its popularity, the
characterization of the GS-based selection system has not been fully substantiated yet. In particular, although
GS-mediated gene amplification in rCHO cells was mentioned in numerous reports'»'®', it is not clear that
GS-mediated gene amplification really occurs in a single round of MSX selection. Furthermore, there have been

SCIENTIFICREPORTS | (2018) 8:5361 | DOI:10.1038/s41598-018-23720-9



www.nature.com/scientificreports/

[92]
(U]
Y
o
o
Q
o
£
]
c
>
a
o
o]
Q
c
(]
[S)
[]
>
3
K]
[
et

% Change in

% Change in
relative gene copy number of GS

20 4

40 4

60

-80

-20 4

-40

60

-80

80

60 4

40

20 4

80

80 4

40

20 4

% 80 Y w0
Y O L3
I =) 5 &) C
— -
(] - [
Q 404 9 40 o
.0 _Eg :g b A
© o 201 o€ 201 .« ® P
d o LR . @
ol R 22 o Sedd 22 By Lo 0"
****** o *0 e * | 28 0. O g B8 P
o0 o o) Og 2077777y 52 ® (Og 204 - T 0fe O @
. £5 Feo ©* 88 0] o JS°
R2 = 0.013 o o R? = 0.008 > o %o R? = 0.162
2 0 o . > 60
All clones (N=24) b= All clones (N=24) P All clones (N=24)
‘ = 80 o %0 . . . . . .
100 80 60 40 20 0 20 40 80 & 100 -80 80 -40 20 0 20 40 80 = 100 80 60 40 20 0 20 40 &0
g 0 9 =
5wl E S w0 F
— —
& 2 0
£ £
£5 5 £5 2/ _®
[ o< T
e 0O 22 o ox -
o . —~T#7 Bo ° o e - ®Q . o -
S X o Gg 1 e ©°F° S - Gg 2 0le-0e
hd XE o Y oc %08
S Q40 S0 40 L7 e
R? = 0.072 o ° Rz = 0.149 =) |~ o R? = 0.626
2 60 o . 9 60 1
Selected clones (N=11) =] Selected clones (N=11) =] Selected clones (N=11)
£ 80 - - - - . T . [ 80 - - - - . T +
100 -80 80 -40 20 0 20 40 e Q@ 00 80 60 40 20 o0 20 40 e @ 00 80 60 40 20 0 20 40 60

% Change in gq,,, % Change in gq,,, % Change in g,

Figure 8. Correlation between (A) % change in the GS gene copies and % change in the g}, (all clones), (B) %
change in the HC gene copies and % change in the g, 5, (all clones), (C) % change in the LC gene copies and %
change in the g, (all clones), (D) % change in the GS gene copies and % change in the g5, (selected clones),
(E) % change in the HC gene copies and % change in the g, , (selected clones) and (F) % change in the LC gene
copies and % change in the g, , (selected clones) during long-term cultures with MSX (closed circle) or without
MSX (empty circle).

conflicting reports on the production stability'"!72*2!. Therefore, we extensively characterized cell pools and
clones generated using two different host cell lines, CHO-K1 and GS KO, according to the conventional proce-
dure of cell line generation based on the GS-based selection system!>1.

As reported previously'?, GS KO showed a higher selection stringency than that of CHO-K1. High producing
cell pools and clones could be generated in the absence of MSX using GS KO. However, although the selec-
tion stringency increased further at 25 or 50 pM MSX, no dramatic increase in mAb production was achieved.
In fact, the top two highest producing clones were the GS KO-derived clones selected in the absence of MSX.
Furthermore, cell pools and clones were generated more rapidly in the absence of MSX compared with those in
the presence of MSX. When compared with the CHO-K1-derived cell pools at 25 uM MSX, the GS KO-derived
cell pools in the absence of MSX did not show an increased mAb production. Thus, the advantages of GS KO
over CHO-K1 are a shorter timeline for cell line generation and no need of MSX for cell line generation and cell
cultures.

When a total of 24 high producing clones generated at various MSX concentrations using the two different
host cell lines were analyzed, there was no correlation between the g, , and the gene copy numbers of GS, HC
and LC. These clones showed no significant correlation between the relative gene copy number and the MSX
concentration used for selection, either (P> 0.05). Thus, regardless of the host cell lines used, selected clones did
not undergo GS-mediated gene amplification in a single round of selection in the presence of MSX up to 50 pM.
These results are consistent with previous reports>?!. The g, 5, was correlated meaningfully only with the mRNA
levels of HC and LC. Thus, the transcriptional activity of the transgenes, which are subjected to rearrangement
and are randomly integrated into host chromosomes, seems to be more important for the high level expression of
both GS and target proteins rather than the number of integrated gene copies.

Unlike the GS-based system, the DHFR-based system, which typically has much higher gene copies up to
500, uses multiple rounds of MTX selection for a stepwise-increased gene amplification®”?%%. Thus, to see any
potential of gene amplification through a stepwise increment of the MSX concentration, 8 high producing clones
selected in the absence of MSX were exposed to 25 or 50 uM MSX. However, most clones did not undergo growth
inhibition and gene amplification probably because their expression level of GS protein was high enough to over-
come the inhibitory effect of MSX up to 50 uM. Only two clones underwent a further selection process at 25 or
50 uM MSX, and the relative gene copy number and mRNA level of GS increased proportionally with the increase
of MSX concentration. However, the HC and LC genes were not co-amplified with the GS gene. The relative gene
copy number of HC and LC as well as the g5, did not change even with the amplification of the GS gene. The
genes of selection marker and gene(s) of a target protein were reported to be separated or partially deleted at high
frequency in NSO cells and CHO cells?®*. Co-amplification of genes may be achieved at a much higher level of
MSX, but it is not worthwhile to pursue because of the severely depressed cell growth. Nevertheless, despite the
stepwise increment of MSX, the gene amplification of HC and LC was not achieved at a MSX concentration up
to 50 pM.
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Cells that survived the GS-based selection adjusted their metabolism to survive with a balance between the
amount of MSX in the media and the amount of overexpressed GS protein. Clones selected at 50 uM MSX showed
different consumption or production rates for some metabolites and amino acids from those selected at 0 or
25uM MSX. Such differences in their metabolism were the same regardless of the presence of MSX in the media.
Thus, the metabolic changes in the clones selected at 50 pM MSX were not the temporary effect of MSX itself
but were tuned during the selection process. Due to an increased gy, and ¢, clones selected at 50 pM MSX
produced increased levels of ammonia and lactate, which can have a negative effect on cell growth and product
quality®*-*. Therefore, the use of 50 M MSX is again not recommended for the GS-based selection process.

Production stability is one of the most important criteria for the selection of rCHO cell lines in industry due
to the inherent instability of CHO cells?>*. For the DHFR-based system, causes for the production instabil-
ity during long-term cultures have been extensively studied, and the two major mechanisms are a loss of gene
copy number>® and epigenetic gene silencing such as methylation*. For the GS-based system, information on
production instability is somewhat limited. Possible causes for production instability in the GS-based system
have been attributed to gene copy number and methylation?', lower cumulative cell time values and increased
sensitivity to cellular stress”’, and a gradual appearance of a secondary less producing population®. In this study,
to examine the production stability of the 24 high producing clones selected at various MSX concentrations,
cells were continuously sub-cultured for 30 passages, which was determined by considering the manufacturing
processes of scale up from a frozen vial to a production-scale manufacturing process®®. Regardless of the host
celllines and the MSX concentration up to 50 uM used for selection, the g,,, of most clones decreased during 30
passages. Despite the decreased g, 13 clones showed no change in the relative gene copy number, indicating a
mechanism other than loss of gene copy number is responsible for the production instability in those clones. Such
a weak correlation between the changes of the relative gene copy numbers and g,,,, also suggest that these high
producing clones did not undergo GS/MSX-mediated gene amplification in a single round of selection.

In conclusion, GS-mediated gene amplification did not occur in high producing clones, which were generated
in a single round of MSX selection up to 50 uM using CHO-K1 and GS KO host cell lines. In these clones, there
was no correlation between the HC and LC gene copy numbers and the g,,,, or production stability during the
long-term culture. Due to the improved selection stringency, high producing clones could be generated in the
absence of MSX using the GS KO host cell line, which was accompanied with a rapid cell line generation and
reduced production of toxic metabolites such as ammonia and lactate.

Methods

Host cell lines and culture maintenance. CHO-K1 (ATCC, Manassas, VA) and GS KO cell lines were
used as host cell lines for mAb expression. The GS KO cell line was established in our laboratory by knocking out
the GS gene (gs) in CHO-K1 using the transcription activator-like effect nuclease technology. Host cell lines were
cultured in PowerCHO-2CD medium (Lonza, Basel, Switzerland) supplemented with 4 mM glutamine.

Cell line development and culture maintenance. CHO-K1 and GS KO were transfected with a vector
containing gs and mAb genes using FreeStyle™ MAX (Thermo Fisher Scientific, Waltham, MA) according to
the manufacturer’s protocol. After transfection, selection was carried out by seeding 2000 cells/well in 96-well
cell culture plates containing selection media (a mixture of 20% PowerCHO-2CD and 80% ExCell CHO clon-
ing medium (Sigma-Aldrich, St. Louis, MO) with GS expression medium supplement (GSEM, Sigma-Aldrich),
300 pg/mL zeocin, and various concentrations of MSX (0, 25, and 50 1M, Sigma-Aldrich)). mAb concentrations
of the culture supernatants in the wells with one or more colonies, defined as a cell pool, were measured when
the cell colonies covered more than 25% of the confluency. High producing cell pools were gradually expanded
to grow in 125-mL Erlenmeyer flasks (Corning, Corning, NY). To construct single cell-derived clones, the top
two high producing cell pools were subjected to limiting dilution using selection media supplemented with 5%
dialyzed fetal bovine serum (Thermo Fisher Scientific). The top two high producing clones derived from each cell
pool were used for long-term cultures.

Cell culture. mAb producing cell pools and clones were cultured in PowerCHO-2CD medium supplemented
with GSEM and various concentrations of MSX (0, 25 and 50 uM). Exponentially growing cells were inoculated
at a concentration of 3 x 10° cells/mL into 125-mL Erlenmeyer flask containing 50 mL of culture medium. The
flasks were incubated in a Climo-shaking incubator (Kuhner Ag, Basel, Switzerland) at 110 rpm in a humidified
5% CO,/air mixture at 37 °C. Viable cells were distinguished from dead cells using the trypan blue dye exclusion
method, and the viable cell concentration (VCC) was estimated using a Countess II® FL automated cell counter
(Thermo Fisher Scientific).

The long-term culture was done by continuous sub-culturing of the mAb producing clones for 30 passages (a
period of approximately three months). Exponentially growing cells were inoculated at a concentration of 3 x 10°
cells/mL into 125-mL Erlenmeyer flask containing 30 mL culture medium and were sub-cultured every three
days. At every passage, the VCC was evaluated, and culture supernatants were collected and kept frozen at —70°C
for further analyses. At passage 0, 10, 20 and 30, genomic DNA and total RNA were prepared for the analysis of
the relative gene copy number and mRNA level.

Measurement of mAb, metabolites, and amino acids. The secreted mAbD in the culture superna-
tant was quantified using an enzyme linked immunosorbent assay as described previously’. The glucose, lactate,
glutamine and ammonia concentrations were measured using a metabolite analyzer (Cedex Bio, Roche, Basel,
Switzerland). Amino acids were analyzed by high-performance liquid chromatography using the Agilent 1200
series system equipped with the ACCQ-TAG 3.9 x 150 mm (Waters, Milford, MA) as described previously*.
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The g,,4, and specific consumption or production rates of glucose, lactate, ammonia and each amino acid were
evaluated on a plot of the substrate and product concentrations against the time integral values of the VCC*.

Preparation of genomic DNA, total RNA, and cDNA. DNA was extracted from 5 x 10° viable cells
using Exgene™ (GeneAll, Seoul, Korea) according to the manufacturer’s protocol. Total RNA was extracted
from 5 x 10° viable cells using Hybrid-R™ (GeneAll) according to the manufacturer’s protocol. DNA and RNA
concentrations were quantified using the NanoDrop™ 2000 Spectrophotometer (Thermo Fisher Scientific). The
extracted RNA was subsequently used as a template for cDNA using High Capacity cDNA Reverse Transcription
Kits (Applied Biosystems, Foster City, CA) according to the manufacturer’s protocol.

Analysis of relative gene copy numbers and mRNA levels. The genomic DNA samples and cDNA
samples were prepared by diluting in distilled water, and qRT-PCR was performed on the CFX96 Real-Time
System (Bio-Rad, Hercules, CA) using iQ™ SYBR® Green Supermix (Bio-Rad) according to the manufacturer’s
protocol. Relative gene copy number and mRNA level of the GS, HC and LC were measured. PCR protocols and
primers appropriate for each gene are shown in Supplementary Table S3. The data collected were analyzed using
the 2722 method*!. The quantity of a target gene was calculated by normalization to GAPDH.

Statistical analysis. The results are expressed as the mean =+ standard deviation (SD) unless specified. When
necessary, data were analyzed by Students t-test or one-way ANOVA test. The difference between the means was
considered statistically significant at P < 0.05.

Data availability. All data generated or analyzed during this study are included in this published article (and
its Supplementary Information files). The datasets generated during and/or analyzed during the current study are
available from the corresponding author on reasonable request.

References

1. Matasci, M., Hacker, D. L., Baldi, L. & Wurm, F. M. Recombinant therapeutic protein production in cultivated mammalian cells:
current status and future prospects. Drug Discovery Today Technol. 5, €37-42 (2008).

2. Baik, J. Y. & Lee, K. H. A framework to quantify karyotype variation associated with CHO cell line instability at a single-cell level.
Biotechnol. Bioeng. 114, 1045-1053 (2017).

3. Beckmann, T. F. et al. Effects of high passage cultivation on CHO cells: a global analysis. Appl. Microbiol. Biotechnol. 94, 659-671
(2012).

4. Chusainow, J. et al. A study of monoclonal antibody-producing CHO cell lines: what makes a stable high producer? Biotechnol.
Bioeng. 102, 1182-1196 (2009).

5. Fann, C. H., Guirgis, F, Chen, G., Lao, M. S. & Piret, J. M. Limitations to the amplification and stability of human tissue-type
plasminogen activator expression by Chinese hamster ovary cells. Biotechnol. Bioeng. 69, 204-212 (2000).

6. Kim, N. S., Kim, S.]. & Lee, G. M. Clonal variability within dihydrofolate reductase-mediated gene amplified Chinese hamster ovary
cells: Stability in the absence of selective pressure. Biotechnol. Bioeng. 60, 679-688 (1998).

7. Kim, S. ., Kim, N. S., Ryu, C. J., Hong, H. ]. & Lee, G. M. Characterization of chimeric antibody producing CHO cells in the course
of dihydrofolate reductase-mediated gene amplification and their stability in the absence of selective pressure. Biotechnol. Bioeng. 58,
73-84 (1998).

8. Li, H. W. et al. Genetic analysis of the clonal stability of Chinese hamster ovary cells for recombinant protein production. Mol.
Biosyst. 12, 102-109 (2016).

9. Kingston, R. E., Kaufman, R.J., Bebbington, C. R. & Rolfe, M. R. Amplification using CHO cell expression vectors. Curr. Protoc. Mol.
Biol. 16, 16.23.1-16.23.13 (2002).

10. Bebbington, C. R. et al. High-level expression of a recombinant antibody from myeloma cells using a glutamine synthetase gene as
an amplifiable selectable Marker. Nat. Biotechnol. 10, 169-175 (1992).

11. Brown, M. E., Renner, G, Field, R. P. & Hassell, T. Process development for the production of recombinant antibodies using the
glutamine synthetase (GS) system. Cytotechnol. 9, 231-236 (1992).

12. Fan, L. C. et al. Improving the efficiency of CHO cell line generation using glutamine synthetase gene knockout cells. Biotechnol.
Bioeng. 109, 1007-1015 (2012).

13. Fan, L. C. et al. Development of a highly-efficient CHO cell line generation system with engineered SV40E promoter. J. Biotechnol.
168, 652-658 (2013).

14. Costa, A. R., Rodrigues, M. E., Henriques, M., Azeredo, J. & Oliveira, R. Guidelines to cell engineering for monoclonal antibody
production. Eur. J. Pharm. Biopharm. 74, 127-138 (2010).

15. Wurm, E M. Production of recombinant protein therapeutics in cultivated mammalian cells. Nat. biotechnol. 22, 1393-1398 (2004).

16. Cockett, M. I., Bebbington, C. R. & Yarranton, G. T. High-level expression of tissue inhibitor of metalloproteinases in Chinese
hamster ovary cells using glutamine-synthetase gene amplification. Nat. biotechnol. 8, 662-667 (1990).

17. Jun, S. C,, Kim, M. S., Hong, H. J. & Lee, G. M. Limitations to the development of humanized antibody producing Chinese hamster
ovary cells using glutamine synthetase-mediated gene amplification. Biotechnol. Prog. 22, 770-780 (2006).

18. Liu, W. T. et al. A balanced expression of two chains of heterodimer protein, the human interleukin-12, improves high-level
expression of the protein in CHOcells. Biochem. Bioph. Res. Co. 313, 287-293 (2004).

19. Porter, A. ], Racher, A. ], Preziosi, R. & Dickson, A. ]. Strategies for selecting recombinant CHO cell lines for cGMP manufacturing:
improving the efficiency of cell line generation. Biotechnol. Prog. 26, 1455-1464 (2010).

20. Dorai, H. et al. Early prediction of instability of chinese hamster ovary cell lines expressing recombinant antibodies and antibody-
fusion proteins. Biotechnol. Bioeng. 109, 1016-1030 (2012).

21. Kim, M., O'Callaghan, P. M., Droms, K. A. & James, D. C. A Mechanistic understanding of production instability in CHO cell lines
expressing recombinant monoclonal antibodies. Biotechnol. Bioeng. 108, 2434-2446 (2011).

22. Frye, C. et al. Industry view on the relative importance of “clonality” of biopharmaceutical-producing cell lines. Biologicals 44,
117-122 (2016).

23. Pilbrough, W,, Munro, T. P. & Gray, P. Intraclonal protein expression heterogeneity in recombinant CHO cells. Plos One 4 (2009).

24. Birch, J. R., Mainwaring, D. O. & Racher, A. J. Modern Biopharmaceuticals 809-832 (Wiley-VCH Verlag GmbH, 2008).

25. Edmonds, M. C. D. L. C. et al. Development of transfection and high-producer screening protocols for the CHOK1SV cell system.
Mol. Biotechnol. 34, 179-190 (2006).

26. Jiang, Z., Huang, Y. & Sharfstein, S. T. Regulation of recombinant monoclonal antibody production in Chinese hamster ovary cells:
A comparative study of gene copy number, mRNA level, and protein expression. Biotechnol. Prog. 22, 313-318 (2006).

SCIENTIFICREPORTS| (2018) 8:5361 | DOI:10.1038/s41598-018-23720-9 10



www.nature.com/scientificreports/

27. Reisinger, H., Steinfellner, W, Stern, B., Katinger, H. & Kunert, R. The absence of effect of gene copy number and mRNA level on the
amount of mADb secretion from mammalian cells. Appl. Microbiol. Biotechnol. 81, 701-710 (2008).

28. Barnes, L. M., Bentley, C. M., Moy, N. & Dickson, A. J. Molecular analysis of successful cell line selection in transfected GS-NS0
myeloma cells. Biotechnol. Bioeng. 96, 337-348 (2007).

29. Ng, S. K., Lin, W,, Sachdeva, R., Wang, D. I. & Yap, M. G. Vector fragmentation: characterizing vector integrity in transfected clones
by Southern blotting. Biotechnol. Prog. 26, 11-20 (2010).

30. Cruz, H. J,, Freitas, C. M., Alves, P. M., Moreira, J. L. & Carrondo, M. J. T. Effects of ammonia and lactate on growth, metabolism,
and productivity of BHK cells. Enzyme Microb. Tech. 27, 43-52 (2000).

31. Ha, T. K, Kim, Y. G. & Lee, G. M. Understanding of altered N-glycosylation-related gene expression in recombinant Chinese
hamster ovary cells subjected to elevated ammonium concentration by digital mRNA counting. Biotechnol. Bioeng. 112, 1583-1593
(2015).

32. Lao, M. S. & Toth, D. Effects of ammonium and lactate on growth and metabolism of a recombinant Chinese hamster ovary cell
culture. Biotechnol. Prog. 13, 688-691 (1997).

33. Yang, M. & Butler, M. Effects of ammonia on CHO cell growth, erythropoietin production, and glycosylation. Biotechnol. Bioeng. 68,
370-380 (2000).

34. Yang, M. & Butler, M. Effects of ammonia and glucosamine on the heterogeneity of erythropoietin glycoforms. Biotechnol. Prog. 18,
129-138 (2002).

35. Xu, X. et al. The genomic sequence of the Chinese hamster ovary (CHO)-K1 cell line. Nat. Biotechnol. 29, 735-741 (2011).

36. Yang, Y. S., Mariati, Chusainow, J. & Yap, M. G. S. DNA methylation contributes to loss in productivity of monoclonal antibody-
producing CHO cell lines. J. Biotechnol. 147, 180-185 (2010).

37. Bailey, L. A., Hatton, D., Field, R. & Dickson, A. J. Determination of Chinese hamster ovary cell line stability and recombinant
antibody expression during long-term culture. Biotechnol. Bioeng. 109, 2093-2103 (2012).

38. Wurm, E CHO Quasispecies—Implications for manufacturing processes. Processes 1,296 (2013).

39. Noh, S. M., Park, J. H., Lim, M. S,, Kim, J. W. & Lee, G. M. Reduction of ammonia and lactate through the coupling of glutamine
synthetase selection and downregulation of lactate dehydrogenase-A in CHO cells. Appl. Microbiol. Biotechnol. 101, 1035-1045
(2017).

40. Renard, J. M., Spagnoli, R., Mazier, C., Salles, M. F. & Mandine, E. Evidence that monoclonal-antibody production kinetics is related
to the integral of the viable cells curve in batch systems. Biotechnol. Lett. 10, 91-96 (1988).

41. Livak, K. J. & Schmittgen, T. D. Analysis of relative gene expression data using real-time quantitative PCR and the 2-2AT method.
Methods 25, 402-408 (2001).

Acknowledgements

This research was supported in part by a grant from the Fundamental R&D Program for Technology of World
Premier Materials funded by the MKE and a grant from the Ministry of Science, ICT and Future Planning
for Basic Core Technology Development Program for the Oceans and the Polar Regions of the NRF (NRE-
2016M1A5A1901813). G.M.L. was supported by the Novo Nordisk Foundation.

Author Contributions
S.M.N,, §.S. and G.M.L. conceived the experiment(s), S.M.N. and S.S. conducted the experiment(s), S.M.N.
analyzed the results, S.M.N. and G.M.L. wrote the manuscript. All authors read and approved the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-23720-9.

Competing Interests: The authors declare no competing interests.

Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2018

SCIENTIFICREPORTS | (2018) 8:5361 | DOI:10.1038/s41598-018-23720-9 11


http://dx.doi.org/10.1038/s41598-018-23720-9
http://creativecommons.org/licenses/by/4.0/

	Comprehensive characterization of glutamine synthetase-mediated selection for the establishment of recombinant CHO cells pr ...
	Results

	Generation of mAb producing cell pools and clone. 
	Analysis of mAb producing clones. 
	Feasibility of GS-mediated gene amplification by stepwise selection for resistance to increasing concentrations of MSX. 
	Long-term cultures of mAb producing clones in the presence or absence of selective pressure. 

	Discussion

	Methods

	Host cell lines and culture maintenance. 
	Cell line development and culture maintenance. 
	Cell culture. 
	Measurement of mAb, metabolites, and amino acids. 
	Preparation of genomic DNA, total RNA, and cDNA. 
	Analysis of relative gene copy numbers and mRNA levels. 
	Statistical analysis. 
	Data availability. 

	Acknowledgements

	Figure 1 A schematic diagram of the process for mAb producing clone generation and long-term culture for testing the production stability.
	Figure 2 (A) Selection stringency and (B) mAb concentration of the culture supernatant in the wells with a cell pool at various MSX concentrations.
	Figure 3 Correlation between (A) the relative mRNA level of GS and qmAb, (B) relative mRNA level of HC and qmAb, (C) relative mRNA level of LC and qmAb, (D) relative gene copy number of GS and qmAb, (E) relative gene copy number of HC and qmAb, and (F) re
	Figure 4 Specific consumption or production rate of (A) glucose, (B) lactate, (C) ammonia, (D) arginine, (E) glutamate, and (F) glycine.
	Figure 5 Feasibility test of GS-mediated gene amplification by stepwise selection for resistance to increasing concentrations of MSX.
	Figure 6 The μ of the mAb producing clones during long-term cultures with MSX (closed circle) or without MSX (empty circle).
	Figure 7 The qmAb of the mAb producing clones during long-term cultures with MSX (closed circle) or without MSX (empty circle).
	Figure 8 Correlation between (A) % change in the GS gene copies and % change in the qmAb (all clones), (B) % change in the HC gene copies and % change in the qmAb (all clones), (C) % change in the LC gene copies and % change in the qmAb (all clones), (D) 




