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Abstract: Autophagy is a natural physiological process, and it induces the lysosomal degradation
of intracellular components in response to environmental stresses, including nutrient starvation.
Although an adequate autophagy level helps in cell survival, excessive autophagy triggered by
stress such as starvation leads to autophagy-mediated apoptosis. Chinese hamster ovary (CHO)
cells are widely used for producing biopharmaceuticals, including monoclonal antibodies. However,
apoptosis induced by high stress levels, including nutrient deficiency, is a major problem in cell
cultures grown in bioreactors, which should be overcome. Therefore, it is necessary to develop a
method for suppressing excessive autophagy and for maintaining an appropriate autophagy level
in cells. Therefore, we investigated the effect of silkworm storage protein 1 (SP1), an antiapoptotic
protein, on autophagy-mediated apoptosis. SP1-expressing CHO cells were generated to assess the
effect and molecular mechanism of SP1 in suppressing autophagy. These cells were cultured under
starvation conditions by treatment with Earle’s balanced salt solution (EBSS) to induce autophagy.
We observed that SP1 significantly inhibited autophagy-mediated apoptosis by suppressing caspase-3
activation and reactive oxygen species generation. In addition, SP1 suppressed EBSS-induced
conversion of LC3-I to LC3-1I and the expression of autophagy-related protein 7. Notably, basal
Beclin-1 level was significantly low in the SP1-expressing cells, indicating that SP1 regulated upstream
events in the autophagy pathway. Together, these findings suggest that SP1 offers a new strategy for
overcoming severe autophagy-mediated apoptosis in mammalian cells, and it can be used widely in
biopharmaceutical production.
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1. Introduction

Autophagy is the process of programmed cell death II that may occur as a part of bioenergetic
control that is initiated by environmental stresses such as nutrient starvation, and osmotic and oxidative
stresses [1-3]. It is a homeostatic self-cannibalization process that involves the degradation of cellular
components, and removal of damaged organelles. During autophagy, intracellular components are
enclosed within a double-membrane vesicle called autophagosome [4]. Unc-51-like kinase (ULK),
which forms a complex with FIP200/ATG13, acts on the multiple steps of the autophagy pathway
and phosphorylates autophagy-related proteins (ATGs), including Beclin-1 [5]. ULK kinase activity is
regulated by phosphorylation mediated by the mammalian target of rapamycin (mTOR), which senses
nutrients and stress [6,7]. Although mTOR suppresses the ULK complex under nutrient-rich
conditions, it activates this complex under starvation, which induces Beclin-1 to promote phagophore
formation [8-10]. The ATG system then promotes the conversion of microtubule-associated protein
light chain 3 (LC3), which is involved in the initiation of autophagosome formation. After autophagy
initiation, pro-LC3 is cleaved at its C-terminus to produce LC3-1. The soluble cytoplasmic LC3-I
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binds to phosphatidylethanolamine to produce LC3-1I, which then binds to both the inner and outer
autophagosome membranes to complete autophagosome formation. Autophagosomes then fuse with
lysosomes to form autolysosomes, which decompose the enclosed intracellular components [11].

Interestingly, although the basic autophagy level helps in cell survival, excessive autophagy
induced by stress, including starvation, induces apoptosis [12]. Thus, suppression of excessive
autophagy can reduce starvation-induced apoptosis [13-17]. Moreover, the maintenance of an
appropriate autophagy level is required in major human diseases such as neurological diseases,
cancers, cardiovascular diseases, diabetes, and infection-related diseases [18-20]. In addition, it is
necessary to inhibit severe autophagy-mediated apoptosis induced by starvation in a bioreactor during
the production of biopharmaceutical drugs. Chinese hamster ovary (CHO) cells are widely used for
producing biopharmaceutical drugs [21-24]. High cell density and prolonged cell culture duration
are the key factors required for achieving high productivity and product quality. During cell culture
in a bioreactor, cells are exposed to severe metabolic stress caused by nutrient depletion or oxidative
stress, especially in the late culture stage. This severe metabolic stress triggers autophagy followed
by apoptosis, thus decreasing cell concentration and cellular activities for drug production [25-27].
Therefore, it is important to develop a method for protecting CHO cells from autophagy-mediated
apoptosis during culture.

Silkworm storage protein 1 (SP1) functions as hemoglobin in the silkworm Bombyx mori, and it
is a major component of its hemolymph. SP1 contains an o-helical domain, a copper-binding
domain, and an Ig-like domain. Previous studies have reported the inhibitory effects of SP1 on
apoptosis induced by staurosporine (STS) through an intrinsic mitochondria-mediated pathway and
on oxidative stress; however, the effects of SP1 on autophagy have not been reported to date [28-30].
Because autophagy-mediated apoptosis is a critical problem in the bioindustry, and in many diseases,
it is important to determine the effect of SP1 on starvation-induced autophagy and apoptosis.

In the present study, we investigated the effect and molecular mechanism of SP1 in inhibiting
starvation-induced apoptosis in CHO cells. Starvation-induced autophagy in CHO cells was
elicited using Earle’s balanced salt solution (EBSS). Stable SP1-expressing CHO and HeLa cells
(CHO/SP1 and HeLa/SP1 cells, respectively) were generated to evaluate the biological role of SP1
in autophagy. Intracellular levels of Beclin-1, autophagy-related protein 7 (ATG7), LC3-1, and LC3-II
were analyzed to assess the effect of SP1 on starvation-induced autophagy. Moreover, cell viability
and reactive oxygen species (ROS) generation were analyzed to assess the effects of SP1 on severe
autophagy-mediated apoptosis.

2. Results

2.1. SP1 Inhibits Cell Death Induced by EBSS Treatment

EBSS is widely used for inducing autophagy in mammalian cells, and prolonged exposure
of cells to EBSS induces apoptosis [31-35]. The effects of SP1 on EBSS-induced autophagy and
autophagy-mediated apoptosis were evaluated using the stable SP1-expressing CHO cells (CHO/SP1
cells). The CHO cells not expressing SP1 (CHO/CTRL cells) were used as the control cells.
SP1 expression was confirmed by reverse transcriptase polymer chain reaction (PCR), as shown
in Figure 1A. Cell viabilities were determined by performing the Trypan blue dye exclusion assay
before and after the EBSS treatment. EBSS treatment decreased the viability of the CHO/CTRL cells
in a time-dependent manner, with the percentage of viable CHO/CTRL cells decreasing to 54.8%
and 26.9% after EBSS treatment for 12 and 18 h, respectively (Figure 1B). In contrast, EBSS treatment
decreased the percentage of viable CHO/SP1 cells to 80.3% and 76.4% after 12 and 18 h, respectively,
indicating that SP1 inhibited autophagy-mediated apoptosis.

We further assessed cell viability by performing flow cytometry analysis to determine the effect
of SP1 on autophagy-mediated apoptosis (Figure 1C). The cells were treated with EBSS for 18 and
24 h and were stained with PI to assess their viability. EBSS treatment for 18 and 24 h decreased the
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viability of the CHO/CTRL cells by 14.0% and 36.5%, respectively, and that of the CHO/SP1 by only
9.54% and 18.1%, respectively, indicating that SP1 expression increased the resistance of CHO cells to
autophagy-mediated apoptosis.

To rule out the possibility that SP1-induced inhibition of EBSS-associated apoptosis was limited
to CHO cells, HeLa cells expressing and not expressing SP1 (HeLa/SP1 and HeLa/CTRL, respectively)
were treated with EBSS for 12 and 18 h, and the effect of SP1 expression on apoptosis inhibition was
determined. EBSS treatment for 18 h drastically decreased the percentage of viable HeLa/CTRL cells
to 28.5%, but decreased the percentage of viable HeLa/SP1 cells to 73.8% (Figure 1D). This result
indicates that SP1-induced inhibition of EBSS-induced apoptosis is not limited to CHO cells. Overall,
these results clearly suggest that SP1 inhibits autophagy-mediated apoptosis.
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Figure 1. SP1 inhibits autophagy-mediated cell death induced by Earle’s balanced salt solution (EBSS)
treatment. (A) The expression of SP1 messenger RNA (mRNA) in each cell line was confirmed by
reverse transcriptase polymerase chain reaction (PCR) analysis. (B) The effect of SP1 on cell death in the
Chinese hamster ovary (CHO) cells treated with EBSS for 0, 12, and 18 h. Cell viability was measured
by performing the Trypan blue dye exclusion assay. (C) Flow cytometry analysis of cell death before
and after the EBSS treatment in the CHO/CTRL and CHO/SP1 cells. The cells were treated with EBSS
for 0, 18, and 24 h, and were stained with PI before performing the flow cytometry analysis. (D) The
effect of SP1 on autophagy-mediated cell death in the HeLa cells treated with EBSS. All values are
represented as mean + SD (** p < 0.01 and *** p < 0.001; n = 3).

2.2. Effects of SP1 Expression on Caspase-3 Activation and ROS Generation

We further investigated the effect of SP1 expression on caspase-3 activation, a downstream event
in apoptosis after EBSS treatment. The cells were cultured and exposed to EBSS for 6 h, and caspase-3
activity was measured using cell lysates. Caspase-3 activity increased to 240% in the CHO/CTRL cells
but was significantly suppressed (only 115%) in the CHO/SP1 cells (Figure 2A). These results indicate
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that SP1 expression protects CHO cells from starvation-induced apoptosis associated with the EBSS
treatment by suppressing caspase-3 activation.

During apoptosis, ROS generation is the key event that occurs upstream of caspase-3
activation [3,36—40]. SP1 exerts strong antioxidant effects in cells exposed to oxidative stress. To explore
whether SP1 expression inhibited ROS generation in CHO cells, the CHO/CTRL and CHO/SP1 cells
were starved by treatment with EBSS for 4 h, and were stained with the H;DCFDA dye to measure
intracellular ROS levels. EBSS treatment drastically increased intracellular ROS levels in the CHO/CTRL
cells (indicated by strong fluorescence signals) but it negligibly increased intracellular ROS levels in the
CHO/SP1 cells (indicated by almost negligible fluorescence signals) (Figure 2B). These results indicate
that SP1 expression inhibits ROS generation during starvation-induced autophagy.
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Figure 2. Effects of SP1 on caspase-3 activation and reactive oxygen species (ROS) generation in the
EBSS-treated CHO cells. (A) The effect of SP1 on caspase-3 activity after autophagy induction. The cells
were treated with EBSS for 6 h, and caspase-3 activity was assessed using the caspase-3 substrate
N-Acetyl-Asp-Glu-Val-Asp-7-amido-4-Trifluoromethylcoumarin (Ac-DEVD-AFC). (B) The effect of SP1
on the ROS generation in cells under starvation. ROS levels were measured using the cell permeant
2/ 7'-dichlorodihydrofluorescein diacetate (H,DCFDA), and were analyzed by performing fluorescence
microscopy. The cells were treated with EBSS for 0 and 4 h, and were stained with HyDCFDA (green) for
measuring intracellular ROS levels and with Hoechst 33342 (blue) for staining the nucleus. All values
are represented as mean + SD (*** p < 0.001; n = 3).

2.3. SP1 Inhibits LC3 Conversion

Based on the above results, we hypothesized that EBSS-treated cells showed autophagy induction
in response to starvation. The accumulation of cellular stress triggers apoptotic signals. Because SP1
inhibited starvation-induced apoptosis, it is plausible that it inhibits the conversion of soluble LC3-I
to lipid-bound LC3-1I during autophagy [17,41-44]. Therefore, we determined cellular LC3-I and
LC3-II levels by performing Western blotting analysis before and after EBSS treatment in each cell
line (Figure 3). Treatment of the CHO/CTRL cells with EBSS decreased LC3-1 levels and drastically
increased LC3-II levels in a time-dependent manner (Figure 3A). This result indicates that starvation
induces an autophagy signaling cascade in cells, and it results in the conversion of a significant amount
of LC3-I to LC3-1II. In contrast, a limited increase in LC3-II level was observed in the EBSS-treated
CHO/SP1 cells. The results of Western blotting analysis for LC3-II were quantitatively analyzed,
using GAPDH as the normalizing protein (Figure 3B). These results are expressed as the means of
relationships between the densitometries of LC3-II and GAPDH. In the CHO/CTRL cells, LC3-II level
significantly increased to 194% and 438% after EBSS treatment for 4 and 10 h, respectively. In contrast,
in the CHO/SP1 cells, LC3-1I level increased by only 82% and 73% after EBSS treatment for 4 and 10 h,
respectively, indicating that SP1 inhibited the conversion of LC3-I to LC3-II in SP1-expressing CHO
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cells. Next, we assessed the ratio of LC3-II to LC3-1 by using the results of the Western blotting analysis.
We observed that this ratio significantly increased to 409% and 609% in the CHO/CTRL treated with
EBSS for 4 and 10 h, respectively (Figure 3C). In contrast, the fold-increase in the ratio of LC3-II to
LC3-I was clearly reduced in the CHO/SP1 cells (162% and 188% after EBSS treatment for 4 and 10 h,
respectively). Overall, these results strongly indicate that SP1 expression blocks autophagy-mediated

apoptosis by inhibiting the conversion of LC3-I to LC3-1II, and thus, by delaying the autophagosome
formation in starving cells.
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Figure 3. Western blotting analysis of LC3-I and LC3-II levels in the CHO cells before and after the EBSS
treatment. (A) LC3-I and LC3-II protein levels were analyzed by performing Western blotting analysis.
The cells were treated with EBSS for 0, 4, and 10 h. Glyceraldehyde 3-phosphate dehydrogenase
(GAPDH) was used as an internal control. (B) Quantitative analysis of the results of Western blotting
analysis are shown in (A) for LC3-II levels normalized using the GAPDH levels. Statistical analysis of
data obtained from three independent experiments was performed using GraphPad Prism 7.0 software
and Image] 1.43. (C) Quantitative analysis of the results of Western blot analysis shown in (A) for
LC3-1II levels normalized using LC3-I levels. All values are represented as mean + SD (* p < 0.05,
**p <0.01, and *** p < 0.001; n = 3).

2.4. SP1 Regulates ATG7 Expression Level

To explore the molecular mechanism underlying SP1-induced inhibition of autophagy-mediated
apoptosis, we assessed the effect of SP1 on ATG7 expression after EBSS treatment. Moreover,
we investigated whether ATG7 mediated the inhibitory effect of SP1 on autophagy-mediated apoptosis
(Figure 4). Mammalian ATG?7 is essential for the ATG conjugation system and for autophagosome
formation. ATG? regulates the conversion of LC3-1 to LC3-1I [45—48]. Because SP1 suppressed the
conversion of LC3-I to LC3-II (Figure 3A), we hypothesized that SP1 also suppressed EBSS-induced
increase in ATG7 expression level. To assess this, both the CHO/SP1 and CHO/CTRL cells were
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treated with EBSS for 12 and 18 h. In the CHO/CTRL cells, EBSS treatment drastically increased ATG7
messenger RNA (mRNA) expression at 12 hr; moreover, this increase in the ATG7 mRNA expression
level was maintained at 18 h after the EBSS treatment (Figure 4A). Furthermore, the fold-increase in
the ATG7 mRNA expression was 246% and 249% after EBSS treatment for 12 and 18 h, respectively, in
the CHO/CTRL cells. In contrast, no significant increase in the ATG7 mRNA expression was observed
in the EBSS-treated CHO/SP1 cells. The relative ATG7 mRNA expression levels were 117% and 135%
after EBSS treatment for 12 and 18 h, respectively, in the CHO/SP1 cells. Western blotting analysis was
performed to verify whether SP1 suppressed ATG7 protein expression under starvation. No significant
difference in the basal ATG7 expression level was observed between the CHO/CTRL and CHO/SP1
cells before the EBSS treatment (Figure 4B,C). However, ATG7 expression level increased to 357%
and 280% at 4 and 10 h, respectively, in the EBSS-treated CHO/CTRL cells, whereas no recognizable
change in the ATG7 expression level was observed in the EBSS-treated CHO/SP1 cells. These results
indicate that SP1 inhibits the increase in LC3-1I formation by suppressing ATG7 expression level during
starvation-induced autophagy, thus subsequently inhibiting apoptosis.
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Figure 4. The mRNA and protein levels of the key regulator ATG7 during EBSS-induced autophagy.
(A) Quantitative PCR analysis of ATG7 mRNA levels in the CHO/CTRL and CHO/SP1 cells treated
with EBSS for 0, 12, and 18 h. (B) Western blotting analysis of ATG?7 protein levels in the CHO cells
treated with EBSS for 0, 4, and 10 h. GAPDH was used as an internal control (C) Quantitative analysis
of the results of Western blot analysis shown in (B) for ATG?7 levels normalized using the GAPDH
levels. Statistical analysis of data obtained from three independent experiments was performed using
GraphPad Prism 7.0 software and Image] 1.43. All values are represented as mean + SD (* p < 0.05,
** p <0.01, and *** p < 0.001; n = 3).

2.5. Effect of SP1 on Beclin-1 Expression

Beclin-1, which is core component of a type Il phosphatidylinositol 3-kinase complex is a part
of a protein complex confined to the autophagosome membrane [49]. Beclin-1 is the key regulator of
autophagy and contributes to autophagosome formation; moreover, low Beclin-1 expression in cells
inhibits autophagy [50]. Thus, Beclin-1 is an upstream marker for autophagy induction in mammalian
cells. In the present study, Beclin-1 mRNA and protein levels before and after the EBSS treatment
were measured by performing real-time PCR and Western blotting analysis, respectively (Figure 5).
Although Beclin-1 level increases after EBSS treatment, Beclin-1 mRNA level did not increase in both
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the CHO/CTRL and CHO/SP1 cells after EBSS treatment in the present study (Figure 5A). In the
CHO/CTRL cells, the fold increase in Beclin-1 mRNA level was 81% and 104% after EBSS treatment
for 12 and 18 h, respectively, indicating that the EBSS treatment did not affect Beclin-1 mRNA level.
Similar results were obtained for the CHO/SP1 cells, with the Beclin-1 mRNA level being increased
by 55% and 57% after EBSS treatment for 12 and 18 h, respectively. Results of the Western blotting
analysis of Beclin-1 protein levels in both the CHO/CTRL and CHO/SP1 cells confirmed the results of
the real-time PCR analysis that the EBSS treatment did not increase Beclin-1 levels in our experimental
setting (Figure 5B). Surprisingly, basal Beclin-1 levels was significantly lower in the CHO/SP1 cells than
in the CHO/CTRL cells (Figure 5B). Quantitative analysis of the results of the Western blotting analysis
showed that the Beclin-1 level before the EBSS treatment was 80% in the CHO/SP1 cells, which was
20% lower than that in the CHO/CTRL cells (Figure 5C). In addition, the Beclin-1 level gradually
decreased after the EBSS treatment only in the CHO/SP1 cells. Beclin-1 level in the CHO/SP1 cell
was 51% while CHO/CTRL cell was 90%, respectively, at 6 h after the EBSS treatment. These results
suggest that SP1 expression significantly affected Beclin-1 level before and after the EBSS treatment,
and that this contributes to the inhibition of autophagy progression in CHO cells under starvation.
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Figure 5. The mRNA and protein levels of Beclin-1 after the EBSS treatment. (A) Quantitative PCR
analysis of Beclin-1 mRNA levels in the CHO/CTRL and CHO/SP1 cells treated with EBSS for 0,
12, and 18 h. (B) Western blotting analysis of Beclin-1 protein levels in the CHO cells treated with
EBSS for 0, 4, and 10 h. GAPDH was used as an internal control. (C) Quantitative analysis of the
results of Western blotting analysis shown in (B) for Beclin-1 levels normalized using the GAPDH
levels. Statistical analysis of data obtained from three independent experiments was performed using
GraphPad Prism 7.0 software and Image] 1.43. All values are represented as mean + SD (* p < 0.05,
**p <0.01, and *** p < 0.001; n = 3).

2.6. Effect of SP1 on Autophagy Blockade-Induced Cell Death

To investigate SP1 effect on apoptosis in the presence of autophagy inhibitor, cells were treated
with 3-,ethyladenine (3-MA) under starvation or non- starvation conditions. First, cells started to
die after 3-MA treatment regardless of SP1 expression, even in the absence of EBSS (Figure 6A).
Cell viabilities dropped to 42.1% and 49.1% at 12 h after 3-MA treatment in CHO/CTRL and CHO/SP1,
respectively. EBSS and 3-MA co-treatment further decreased cell viabilities in both cell lines, and there
was no significant difference between CHO/CTRL and CHO/SP1 (Figure 6B). Although 3-MA inhibits
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autophagy process in cells, it was previously reported that 3-MA treatment itself induced apoptosis
without autophagy [51,52]. The entire blockade of autophagy in cells rather caused apoptosis, even
in the absence of starvation. As SP1 did not inhibit apoptosis caused by autophagy blockade, it
is obvious that SP1 specifically suppresses starvation-induced autophagy-mediated apoptosis and
cannot suppress starvation-induced apoptosis in the absence of autophagy. In addition, cells were
also treated with chloroquine (CQ), the downstream autophagy inhibitor that causes autophagosome
accumulations, under starvation or non- starvation conditions, to see the SP1 effect on cell viability.
As shown in Figure 6C, CQ treatment itself did not cause apoptosis and no significant decrease in cell
viabilities was observed in both cell lines. In addition, EBSS and CQ co-treatment drastically decreased
the cell viabilities regardless of SP1 expression (Figure 6D). These phenomena were previously reported
by other groups that CQ treatment under starvation condition induced cell death, although CQ itself
did not induce cell death, including both apoptosis and necrosis [40]. As there was no significant
difference in cell viabilities between CHO/CTRL and CHO/SP1 after CQ treatment under starvation
condition, it is speculated that CQ and EBSS co-treatment may induce cell death that has a different
molecular mechanism as compared to autophagy-mediated apoptosis induced by EBSS treatment.
In addition, it is also plausible that SP1 can specifically inhibit apoptosis when the normal autophagic
flux is present.
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Figure 6. The effect of SP1 on cell viabilities in autophagy blockade. (A,B) The effect of SP1 on cell
death in the CHO cells treated with 3-MA for 0, 6, and 12 h in the (A) absence or (B) presence of
EBSS. (C,D) The effect of SP1 on cell death in the CHO cells treated with CQ for 0, 12, and 18 h in the
(C) absence or (D) presence of EBSS. Cell viability was measured by performing the Trypan blue dye
exclusion assay. All values are represented as mean £ SD (*** p < 0.001; n = 3).

3. Discussion

SP1 suppresses apoptosis induced by a broad range of apoptotic inducers, including STS
(a mitochondria-mediated apoptosis inducer), hydrogen peroxide (an oxidative stress-mediated
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apoptosis inducer), and thapsigargin (an endoplasmic reticulum (ER)-mediated apoptosis
inducer) [28-30,53]. Interestingly, SP1 does not directly inhibit caspases, including caspase-3, which are
the downstream mediators of apoptosis. Instead, SP1 functions as the upstream inhibitor of apoptosis
by protecting the mitochondria or by suppressing calcium release from the ER into the cytosol.
Therefore, SP1 may be a multi-functional protein acting on different sites in molecular pathways
controlling apoptosis. In the present study, SP1 suppressed EBSS-induced conversion of LC3-I to
LC3-1I (Figure 3). The LC3-1I formation blockage under starvation condition may subsequently inhibit
the autophagosome formation in the cells. As there will be a lesser amount of autolysosome formed,
this will finally end up with reduce apoptosis level. The LC3-I conversion to LC3-Il is regulated by the
ATG system, including the ATG?7 level during starvation. As ATG?7 expression level was significantly
suppressed by SP1 expression in cells (Figure 4), this explains how the LC3-II formation followed by
apoptosis induction was suppressed by SP1 (Figure 7). Moreover, the basal Beclin-1 level was low in the
SP1-expressing cells and reduced further after the EBSS treatment. This finding suggests that decreased
Beclin-1 level in the SP1-expressing cells reduces mitochondrial damage, and in turn, ROS generation.
Because increased ROS levels trigger apoptosis cascades, reduction of ROS production by SP1 under
starvation may suppress cell death (Figure 7). Thus, these dual effects of SP1 (ATG7 suppression, low
Beclin-1 basal level) on autophagy synergistically alleviate intracellular stress, increase the resistance
of cells to starvation, and suppress autophagy-mediated apoptosis. It will be very interesting to figure
out how SP1 exerts its effect on ATG7 and Beclin-1. As their expression levels in the cells were affected
by SP1, it is speculated that SP1 regulates upstream events in autophagy progression, rather than
directly interacting with those proteins. Although the molecular mechanism of the connection between
Beclin-1 and mitochondrial damage is not fully demonstrated, it seems that Beclin-1 itself does not
directly regulate mitochondria when cells are exposed to starvation. Rather, it was reported that
Bcl-2, an anti-apoptotic protein that protects mitochondria, negatively regulates the Beclin complex by
binding directly to Beclin-1 on the endoplasmic reticulum to inhibit autophagy-mediated cell death,
under starvation conditions [54]. Less autophagy and autophagy-mediated apoptosis occurs when
Beclin-1 binds to Bcl-2. Unlike Bcl-2, SP1 down-regulated Beclin-1 expression level such that there
were fewer starvation-induced autophagy signals in the cells, and this subsequently contributed to
apoptosis inhibition. Further studies are required to investigate the exact molecular mechanism of this
interesting and multi-functional silkworm protein in cells undergoing autophagy-mediated apoptosis.

In mammalian cells, excessive stress, including starvation, can induce severe autophagy and
eventually apoptosis. Suppression of severe autophagy-mediated apoptosis is required in CHO cells
used for producing biopharmaceuticals, because these cells are exposed to stressful conditions, including
starvation, in a bioreactor. In addition, several human diseases, including cancer and cardiovascular
diseases, are closely associated with severe autophagy; therefore, alleviation and maintenance of
an appropriate autophagy level is important for preventing cell death. Different strategies can be
adopted for the SP1 applications. For the SP1 application on biopharmaceutical production in the
bioreactor, the SP1 coding gene can be cloned into the production cell line to endow it with the
resistance to autophagy-mediated apoptosis. On the contrary, to investigate the in vivo effect of
SP1 on autophagy-associated diseases, SP1 is required to be produced as a recombinant protein for
in vivo administration. In our previous study, recombinant SP1 also showed the anti-apoptosis effect
when supplemented to cells. As SP1 is a cell-penetrating protein, recombinant SP1 can be effectively
delivered into cells, and it exerts its resistance to autophagy-mediated apoptosis. Based on this,
further studies are required to explore the in vivo effects of SP1 on diseases that are closely associated
autophagy-mediated apoptosis.

The present study is the first to show that SP1 functions as an inhibitor of autophagy-mediated
apoptosis and an upstream regulator of autophagy by suppressing Beclin-1 and ATG7 expression.
Thus, the results of the present study suggest that SP1 offers a new strategy to overcome severe
autophagy-mediated apoptosis in mammalian cells, and it can be widely used in the medicine and
biopharmaceutical industries.
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Figure 7. The predicted molecular pathway of SP1 involved in the inhibition of autophagy-mediated
apoptosis induced by starvation. SP1 suppresses the EBSS-induced increase in ATG?7 level, and regulates
the basal Beclin-1 level.

4. Materials and Methods

4.1. Cell Culture and Autophagy Induction

This study used two stable CHO-K1 cell lines, CHO/CTRL and CHO/SP1 (generated by
transfecting the CHO-K1 cells with pcDNA3.1-CTRL and pcDNA3.1-SP1, respectively) and two
stable HeLa cell lines HeLa/CTRL and HelLa/SP1 (generated by transfecting the HeLa cells with
pcDNA3.1-CTRL and pcDNAB3.1-S5P1, respectively). The cells were grown in Iscove’s modified
Dulbecco’s medium (IMDM; Thermo Scientific, Waltham, MA, USA) supplemented with 10% fetal
bovine serum (Young In Frontier, Seoul, Korea) and 1% penicillin and streptomycin (Life Technologies,
Carlsbad, CA, USA). G418 (Geneticin; Duchefa Biochemie, Haarlem, Netherlands) was added to the
IMDM to achieve a final concentration to 500 pg/mL. The cells were maintained in 25-cm? T-flasks and
were incubated at 37°C in an atmosphere of 5% CO, to produce monolayer cultures. Starvation was
induced by incubating the cells with EBSS (Life Technologies). For autophagy inhibition, 5 mM of
3-Methyladenine (3-MA; Sigma, St. Louis, MO, USA) or 20 uM of chloroquine diphosphate (CQ;
Sigma) were treated in the absence or presence of EBSS.

4.2. Cell Viability Assay

The cells were seeded (density, 5 x 10 cells/cm?) into a 24-well plate for cell counting.
The autophagy inducer EBSS was added to the culture medium on day 2 of the culture, and the
cells were incubated for 12 and 18 h. The number of viable cells was determined by performing a
Trypan blue dye exclusion assay with a hemocytometer.

For performing flow cytometry analysis, the cells were collected through centrifugation at
1500 rpm for 5 min, washed twice with phosphate-buffered saline (PBS), stained with 10 ug/mL
propidium iodide (PI; Thermo Scientific) dissolved in 100 puL PBS, and incubated for 30 min. Next,
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the cells were transferred to round-bottom tubes, followed by the addition of 400 puL PBS. The cells
were analyzed using a flow cytometer (Beckman Coulter, Miami, FL, USA), which counted at least
10,000 cells per sample. The fraction of cells in each quadrant was calculated using Kaluza software
(Beckman Coulter).

4.3. Relative Caspase-3 Activity Measurement

Caspase-3 activity was measured by using EBSS-treated stable CHO/CTRL and CHO/SP1
cells. The cells were harvested, washed twice with cold PBS, and lysed with 200 uL lysis buffer
(prepared by adding 10 pL protease inhibitors (Thermo Scientific) to 990 uL radioimmunoprecipitation
assay (RIPA) buffer (ELPIS-Biotech, Daejeon, Korea)). Protein quantification was performed using
bicinchoninic acid (BCA) assay. For this, the cell lysates were diluted and transferred to black 384-well
plates (Sigma, St. Louis, MO, USA), followed by the addition of an equal volume of 1x reaction
buffer (Ac-DEVD-AFC substrate (Enzo, USA) dissolved in dimethyl sulfoxide (DMSO) and added to
1x 4-(2-hydroxyethly)-1-piperazineethanesulfonic acid (HEPES) buffer) to the wells. After incubation
for 1 h at 37°C, fluorescence intensity was measured using a Varioskan™ Flash Multimode Reader
(Thermo Scientific) at emission and excitation wavelengths of 400 and 505 nm, respectively.

4.4. Intracellular ROS Level Measurement

Intracellular ROS levels were measured by incubating the EBSS-treated stable CHO/CTRL and
CHO/SP1 cells with 10 uM of the cell permeant 2’,7'-dichlorodihydrofluorescein diacetate (H,DCFDA;
Thermo Scientific) for 1 h at 37°C. After incubation, the cells were treated with a fluorescent dye
Hoechst 33342 (Cell Signaling Technology, Danvers, MA, USA) for nuclear staining. Next, the cells were
washed twice with PBS, and positively stained cells were determined using a fluorescent microscope
(Nikon Corp., Minato, Japan).

4.5. Real-Time PCR

Relative abundances of SP1, Beclin-1, and ATG7 mRNA levels was assessed using SYBR Green
(Qiagen, Venlo, Netherlands) and the StepOnePlus Real-Time PCR System (Applied Biosystems, ,
Forster City, CA, USA). The sequences of the primers used for performing the real-time PCR are listed
in Table 1. Total RNA was extracted from the two stable CHO-K1 cell lines by using Tris-RNA reagent
(Favorgen, Taiwan), according to the manufacturer’s instructions. Next, complementary DNA (cDNA)
was synthesized using 100 ng total RNA and ReverTra Ace qPCR RT Master Mix (Toyobo, Osaka,
Japan). PCR was performed using the following cycling conditions: initial denaturation at 95 °C for
5 min, followed by 40 cycles of denaturation at 95 °C for 30 s, annealing at 60 °C for 30 s, and extension
at 72 °C for 1 min. Relative mRNA expression of the target genes was calculated using the comparative
ACt method. All data were controlled for the quantity of RNA input by using the endogenous 3-actin
gene as the reference.

Table 1. Primer sequences.

CHO gene Quantitative real-time polymerase chain reaction (QRT-PCR) primers (5'-3)
Forward: ACA TGA AGA TGA AGG AGC TTT GC

SP1 Reverse: TAG AGA CCC TTG CAG TCG GTT
. Forward: CGA ATG TCA GAA CTA CAA ACG
Beclin-1 Reverse: CAG CCT CTC CTC CTC TAA G
A7 Forward: GGG AGA AGA ACC AGA AAG G
Reverse: GAC CAA TCG CCA ACA CAT
actin Forward: AGC TGA GAG GGA AAT TGT GCG

Reverse: GCA ACG GAA CCG CTC ATT
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4.6. Western Blotting Analysis

The CHO cells were washed with ice-cold PBS and lysed by using a lysis buffer (ELPIS-Biotech)
with a scraper. Total proteins present in the cell lysates were quantified using the BCA assay, according
to the manufacturer’s instructions. Next, the cell lysates were added to 5x sodium dodecyl sulfate
(SDS) sample buffer and were boiled at 95 °C for 5 min. Proteins present in the cell lysates were
resolved by performing SDS-polyacrylamide gel electrophoresis on a 12% gel by loading 20 ug cell
lysates. The resolved proteins were transferred onto a nitrocellulose membrane (Bio-Rad, Hercules,
CA, USA). Non-specific binding was blocked by incubating the membrane with 5% skimmed milk (BD
Biosciences, San Jose, CA, USA) in TBS containing 0.1% Tween 20 (TBS-T) for 1 h. Next, the membrane
was incubated overnight at 4°C with the following primary antibodies: anti-LC3 antibody (Sigma),
anti-Beclin-1 antibody (Cell Signaling Technology), anti-ATG7 antibody (Cell Signaling Technology),
and anti-GAPDH antibody (Sigma). Next, the membrane was washed with TBS-T, followed by
incubation with horseradish peroxidase (HRP)-conjugated anti-rabbit IgG secondary antibodies (Cell
Signaling Technology) for 1 h at room temperature. The membrane was washed again with TBS-T,
and the secondary antibodies were detected using ECL (GE Healthcare, Chicago, IL, USA, UK).
Protein bands were visualized using ChemiDoc™ XRS+ System (Bio-Rad) and Image Lab software.

4.7. Statistical Analysis

Results are expressed as the mean + standard deviation (SD), n > 3. Data were analyzed
using one-way and two-way ANOVA, and p < 0.05 was considered to be statistically significant.
Statistical analysis of Western blotting analysis data obtained from three independent experiments
was performed using GraphPad Prism 7.0 software (GraphPad, San Diego, CA, USA) and Image] 1.43.
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