OPEN ACCESS

A\ st Electronic Conference
on Molecular Science
Y 15-22 October 2015

Conference Proceedings Paper — Ist International Electronic Conference on Molecular Science:

Cell Signaling, Survival and Growth

Interferon Alpha Induces the Apoptosis of Cervical Cancer
HeLa Cells by Activating Both the Intrinsic Mitochondrial
Pathway and ER Stress-Induced Pathway

Wei-Ye Shi, Li Liu *

Department of Microbiology, Institute of Basic Medical Sciences,Chinese Academy of Medical
Sciences & Peking Union Medical College, Beijing 100005, China; E-Mails: feiwudeyezi@126.com
Author to whom correspondence should be addressed; E-Mail: lliu@pumc.edu.cn;
Tel.: +86-10-6915-6454; Fax: +86-10-6523-3768.

Received: 29 September 2015 / Published: 15 October 2015

Abstract: The interferon alpha (IFN-a) has been used for treatment of various malignancies
such as hepatocellular carcinoma (HCC), malignant melanoma and renal cell cancer (RCC),
and has been shown to promote the apoptosis and inhibit the growth of several tumor cell
types. However, the effect of [IFN-a on cervical cancer is completely unknown. In this study,
HeLa cells were used as a testing model for the treatment of IFN-a on cervical cancer. The
results indicate that IFN-o could markedly inhibit the proliferation and induce the apoptosis
of HeLa cells. The activation of caspase 3, the up-regulation of Bim and the cleaved PARP1,
the down-regulation of Bcl-xL as well as the release of cytochrome C from mitochondria to
cytosol were significantly induced upon IFN-a treatment. In addition, caspase 4 which is
implicated in ER stress-induced apoptosis was cleaved with IFN-a treatment. Knockdown
of caspase 4 by siRNA markedly reduced the cell apoptosis rate, but not affected the
mitochondrial apoptotic pathway. Moreover, no significant changes on the expression of
caspase 8, caspase 10, Fas/Fas-L were observed upon IFN-o treatments, indicating the
apoptosis caused by IFN-a may be independent of extrinsic apoptotic pathway. These
findings suggest that IFN-a may possesses the capacity of anti cervical cancer by mainly
activating both the intrinsic mitochondrial pathway and ER stress-induced pathway.
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1. Introduction

Human interferon alpha (IFN-a) is one kind of the type I interferons (IFNs) which are a large
subgroup of interferon cytokines that are widely known to regulate the immune system and induce potent
innate immune response against viral infection [1, 2]. Due to its immunotherapeutical effect on viral
infection, IFN-a has been made synthetically as medication drugs in different types such as the
recombinant interferon alpha-1, the pegylated interferon alpha-2a and pegylated interferon alpha-2b [3].

In recent years, IFN-a has been found to exert a variety of other biological effects includes the
inhibition of cell proliferation, the induction of cell apoptosis, and the suppression of oncogene
expression and so on [4-10]. Therefore, it has been increasingly used in clinical to treat a wide range of
malignancies, such as hepatocellular carcinoma (HCC), malignant melanoma and renal cell cancer
(RCC) [11-15]. However, IFN-a has been rarely used in the treatment of cervical cancer either alone or
in combination with other agents. Cervical cancer is a cancer arising from the cervix and is one of the
major threatens to women's health. There is no effective way to cure cervical cancer at present [16].
Therefore, finding a novel and effective treatment on this disease will be the direction of scientist make
efforts.

Apoptosis is a basic physiological response of the body to maintain homeostasis which involves many
gene products and cell cytokines. Through apoptosis, the body can eliminate damaged, aged and mutated
cells to maintain the normal function and homeostasis of various organs and systems [17-20]. The three
main apoptotic pathways include the mitochondria-induced intrinsic apoptotic pathway, ER stress-
induced apoptotic pathway and dead receptor-induced extrinsic apoptotic pathway. Apoptosis is
primarily executed by a family of proteases known as the caspases (cysteinyl, aspartate-specific
proteases), among them the activation of caspase-3 is the hallmark of apoptosis. The activation of other
type of caspases represents different apoptosis pathways [21-24]. For example, the proximity-induced
activations of caspases 8 and 10 occurs in the extrinsic apoptotic pathway release the respective activated
caspase molecules into the cytoplasm and then cleave and subsequently stimulate the effectors (caspases
3, 6, and 7) which ultimately execute apoptosis [25].

In this study, HeLa cells were used as a testing model for the treatment of IFN-a on cervical cancer.
The influence of IFN-a on HeLa cells proliferation and apoptosis was evaluated by various standard
apoptotic analysis. We attempt to clarify the mechanisms and the definite apoptotic pathways induced
by IFN-q, and lay theoretical foundation for the subsequent animal experiments and clinical application.

2. Results and Discussion
2.1. IFN-a. Inhibits the Proliferation of HeLa Cells

Since IFN-a has been reported to inhibit cell proliferation and induce cell apoptosis in certain tumor
types, it might be true that IFN-a also possesses antiproliferative and proapoptosis effects on HeLa cells.
To test this assumption, glucose/lactate assay in cell culture medium and MTT assay were firstly
performed to detect the HeLa cell growth ability affected by IFN-a on different doses. The culture
medium and whole cell lysates were collected at different time points. Due to the growing number of
cells will lead to increasing glucose uptake and lactate production, the content of glucose in culture
medium will reduced while the content of lactate will upraise. Figure 1a clearly shows that the glucose
level increased and lactate level decreased along with the increasing doses of IFN-a, indicating that the



proliferation potentials of HeLa cells were markedly inhibited. Consistently, numbers of viable cells
were significantly reduced as the doses of IFN-a increased after 48 and 72h treatments as demonstrated
in MTT assay (Figure 1b).
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Figure 1. Treatment with IFN-a inhibits the proliferation of human cervical cancer cell line
HeLa cells. (a) Glucose and lactate levels in cell culture medium. HeLa cells were treated
with increased doses (0, 5 and 10ng/mL) of IFN-a for 12, 24 and 48h. The detection of
glucose and lactate levels in cell culture medium was performed with EKF Biosen C_line.
Each value represented as mean & SD from four independent treatments. Statistic analysis
was performed with student’s ¢ test. Statistical difference was considered to be significant if
p < 0.05; (b) Detection of cell proliferation. After treatment with increased doses (0, 5, 10
and 20ng/mL) of IFN-a for 48 and 72h, the treated HeLa cells were collected and assayed
by MTT. The reaction products were measured at 490 nm with a plate reader. Each value
represented as mean = SD from four independent treatments. Statistic analysis was
performed with student’s ¢ test. Statistical difference was considered to be significant if p <
0.05.



2.2. IFN-a Induces the Apoptosis of HeLa Cells

Inhibition of cell proliferation is often accompanied by the occurrence of cell apoptosis. To this end,
HeLa cells were treated with IFN-a. After 48h treatment, the cells were collected and subjected to
Annexin V and PI double staining. Subsequent flow cytometric analysis showed a marked increase in
the population of Annexin V+/PI- cells in responding to higher dose IFN-a delivery (Figure 2a).
Statistical analysis showed that higher dose delivery of IFN-a significantly increased the population of
early apoptotic cells (Figure 2b). To further define the optimal treatment dose of IFN-a, HeLa cells were
treated with seven increased doses of IFN-a for 48h, cell apoptosis was detected in the same way as
Figure 2a and 2b. Finally, the dose 0, 5, 10ng/mL were selected as the optimal treatment dose and used

for subsequent experiments (Figure 2c).
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Figure 2. Treatment with IFN-a accelerates the apoptosis of HeLa cells. (a) Determination
of validated dose of IFN-a for inducing HeLa cells apoptosis. HeLa cells were treated with
seven increased doses of IFN-a for 48h, cell apoptosis was detected in the same way as
described below. Each value represented as mean + SD from four independent treatments.
Statistic analysis was performed with student’s 7 test. Statistical difference was considered
significant if p < 0.05; (b) Detection of cell apoptosis in IFN-a treated HeLa cells seeded on
a 12 well culture plate was performed with Annexin V/Propidium iodide (PI) double staining
followed by flow cytometric analysis; (¢) Quantitation of early apoptotic cells treated by
IFN-a. The treated HeLa cells were stained and analyzed as described in (b). Annexin V+/PI-
cells were counted. Each value represented as mean + SD from three independent treatments.
Statistic analysis was performed with student’s 7 test. Statistical difference was considered
significant if p < 0.05.



2.3. The Mitochondrial Apoptotic Pathway is Activated by IFN-a Treatment

First, we intend to detect whether or not IFN-a induced cell apoptosis is associated with the activation
of intrinsic mitochondria pathway. To this end, cell lysates prepared from IFN-a treated HeLa cells were
probed with anti-Bim, anti-Bcl-xL, anti-procaspase 3, anti-cytochrome C and anti-cleaved PARP-1
antibodies. Bcl-xL belongs to BCL2 family and exerts its anti-apoptotic function by preventing the
oligomerization of Bax/Bak proteins at the mitochondrial outer membrane, while Bim who also belongs
to BCL2 family has the opposite function to Bcl-xL. Oligomeric Bax/Bak proteins insert to the outer
mitochondrial membrane, causing the alterations of membrane permeability and release of cytochrome
C, eventually, caspase 3 is activated which leads to cell apoptosis. Indeed, treatment of IFN-a in HeLa
cells inhibited the expression levels of Bel-xL proteins while promoted the expression levels of Bim in
a dose-dependent manner (Figure 3a). It also markedly induced the release of cytochrome C and
activation of the executioner caspase 3. In addition, a marked increase in the production of the cleaved
PARP-1 was also detected as the doses of IFN-a increased (Figure 3a).

To further confirm that the release of cytochrome C is indeed from mitochondrial, mitochondrial and
cytoplasmic fractions were separated after 48h treatment using Mitochondria Isolation Kit. Then,
cytochrome C proteins in both of mitochondria and cytoplasm were detected by western blot analysis.
Figure 3b demonstrates that cytochrome C proteins in mitochondria decreased while proteins in
cytoplasm increased. Thus, the data strongly indicates that IFN-o mediated apoptosis is associated with
the activation of intrinsic mitochondrial pathway in HeLa cells.
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Figure 3. IFN-a mediated cell apoptosis in HeLa cells is associated with mitochrondria
mediated intrinsic pathway. (a) The whole cell lysates prepared from IFN-a treated HeLa
cells after 48h treatment were probed with anti-Bim, anti-Bcl-xL, anti-procaspase 3, anti-
cytochrome C and anti-cleaved PARP-1 antibodies and analyzed by Western blot. -actin
gene expression was served as internal control; (b) Mitochondrial and cytoplasmic proteins
were seperated after 48h treatment using Mitochondria Isolation Kit. The whole cell lysates
were probed with anti-cytochrome C and anti-procaspase 3 antibodies, the mitochondrial
and cytoplasmic protein lysates were probed with anti-cytochrome C antibody and analyzed
by Western blot. B-actin gene expression was served as internal control, VDAC1 was an
mitochondrial marker. In both (a) and (b), the relative density of individual band was
calculated based on the expression of B-actin by using the Image J program.

2.4. ER Stress-Induced Apoptotic Pathway but not Extrinsic Apoptotic Pathway Is Also Activated by
IFN-o. Treatment

In addition to the intrinsic apoptotic pathway, the extrinsic and ER stress-induced apoptotic pathways
may also be activated. As described above, the activation of caspases 8/10 occurs in the extrinsic
apoptotic pathway. Caspase 4 in human (caspase 12 in mouse) is specifically localized on the
cytoplasmic side (outer membrane) of the ER and is thought to play a role in ER stress-mediated cell
death [26,27]. Figure 4a demonstrated shows that no significant changes on the expression of caspases
8/10 proteins could been detected (Figure 4a). However, the activation of caspase 4 was induced as the
doses of IFN-a increased (Figure 4b), indicating that ER stress-induced apoptotic pathway may also
contribute to IFN-a mediated cell apoptosis in HeLa cells.

To further verify the result, caspase 4 siRNA was constructed to knowdown the expression of
endogenous caspase 4. Figure 5a and 5b shows notable interference effect on RNA level and protein
level respectively. Then, HeLa cells were treated with increased doses of IFN-a, and at the same time
transfected with control siRNA or caspase 4 siRNA for 48h. Cell apoptosis assay was performed as
described above. A marked increase in the population of apoptotic cells appeared in responding to higher
dose IFN-a treatment, whereas, it decreased significantly when treated both of IFN-a and caspase 4
siRNA (Figure 5c¢).

All these data preliminarily articulates that ER stress-induced apoptotic pathway but not extrinsic
apoptotic pathway is also activated by IFN-a treatment.
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Figure 4. IFN-o mediated cell apoptosis in HeLa cells also involves ER stress-induced
apoptotic pathway. (a) The whole cell lysates prepared from IFN-a treated HeLa cells after
48h treatment were probed with anti-caspase 8 and 10 antibodies and analyzed by Western
blot. GAPDH gene expression was served as internal control; (b) Whole cell lysates were
probed with anti-caspase 4 antibody and analyzed by Western blot. f-actin gene expression
was served as internal control, and the relative density of individual band was calculated
based on the expression of B-actin by using the Image J program.
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Figure 5. Knockdown of caspase 4 reduces HeLa cell apoptosis mediated by IFN-a
treatment. (a) and (b) The inhibitory effect of caspase 4 siRNA on endogenous caspase 4
expression. HeLa cells were transfected with increased doses (0, 2 and 4 pg) of caspase 4
siRNA for 48h. Real-time PCR (qPCR) analysis with whole HeLa cell RNAs in (a) and
Western Blot analysis with whole HeLa cell lysates in (b) were then performed. B-actin gene
expression was served as internal control. (¢) HeLa cells were treated with increased doses
of IFN-a and transfected with control siRNA or caspase 4 siRNA at the same time for 48h.
Cell apoptosis assay was performed with Annexin V/Propidium iodide (PI) double staining
followed by flow cytometric analysis. Annexin V+/PI- cells were counted. Each value
represented as mean + SD from three independent treatments. Statistic analysis was
performed with student’s ¢ test. Statistical difference was considered significant if p < 0.05.

2.5. The ER Stress-Induced Apoptotic Pathway and the Mitochondrial Apoptotic Pathway Are
Independently Induced by IFN-a

To investigate whether ER stress-induced apoptotic pathway has an effect on the mitochondrial
apoptotic pathway in the HeLa cell death mediated by IFN-a, HeLa cells were treated with or without
IFN-a, and at the same time transfected with control siRNA or caspase 4 siRNA for 48h. Part of the cells
were collected to carry out apoptosis assay with Annexin V/Propidium iodide (PI) double staining
followed by flow cytometric analysis. The remaining cells were used to detect key proteins in
mitochondrial apoptotic pathway by Western blotting. Figure 6a demonstrates the same conclusion as
to Figure 5c. Despite the fact that knockdown of caspase 4 markedly reduced cell apoptosis, it scarcely
affactted the inhibition on Bcl-xL, release of cytochrome C and activation of caspase 3 (Figure 6a).



Collectively, the data indicates that ER stress-induced apoptotic pathway and mitochondrial intrinsic
apoptotic pathway maybe independent in IFN-o mediated HeLa cell apoptosis model.
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Figure 6. Inhibiting caspase 4 expression does not affect the mitochondrial apoptotic
pathway. (a) Detection of cell apoptosis. HeLa cells were treated with or without IFN-a and
transfected with control or caspase 4 siRNA at the same time for 48h. Cell apoptosis was
performed as described above; (b) The whole cell lysates were probed with anti-procaspase
4, anti-Bcl-xL, anti-cytochrome C and anti-procaspase 3 antibodies and analyzed by Western
blot. B-actin gene expression was served as internal control, and the relative density of
individual band was calculated based on the expression of B-actin by using the Image J

program.
3. Experimental Section
3.1. Cell Lines, Chemicals and Reagents

Human cervical cancer cell line (HeLa) was derived from the Cell Culture Center of Institute of Basic
Medical Sciences, Chinese Academy of Medical Sciences (Beijing, China). Rabbit anti-caspase 3, rabbit
anti Bim, rabbit anti Bcl-xL, rabbit anti cytochrome C, rabbit anti -actin were purchased from Santa
Cruz Biotechnology (Santa Cruz, CA, USA). Rabbit anti-cleaved PARP1 was purchased from Epitomics
Inc. (Burlingame, CA, USA). Mouse anti-caspase 8, rabbit anti-caspase 10 and rabbit anti-caspase 4
were purchased from Bioworld Technology Inc. (Bioworld, CA, USA). The peroxidase-conjugated
secondary antibodies were from Zhongshan Biotechnology (Beijing, China). The Recombinant Human
Interferon-Alpha was purchased from ProSpec-Tany TechnoGene Ltd. Caspase-4 siRNA: 5-



agcttgcctcagtetgaaggacaactcgagttgtecttcagactgaggeg-3 (sense), 5-
gatccgectcagtetgaaggacaactegagttgtecttcagactgaggea-3 (antisense).

3.2. Glucose/Lactate Level Assay

Glucose / Lactate level in cell culture medium was detected by EKF Biosen C line (Beijing Neckar
Healthcare Co. Ltd.). Equal amounts of cells were cultured to 80% confluency in 12 well plate. After
48h treatment with IFN-a, 10 uL culture medium from each well was added into the corresponding test
solution. Detection was performed using EKF Biosen C_line instrument.

3.3. Cell Proliferation Assay by MTT

Cell proliferation potential was evaluated by MTT assay. Briefly, equal amount of cells were cultured
in a 96-well plate and treated with IFNa for 48 or 72 hours before testing. MTT solution was added into
each well. After 3h incubation, the absorbance at 490 nm was measured using a microplate reader.

3.4. Flow Cytometric Analysis

Cell apoptosis was detected by Annexin V-FITC apoptosis detection kit ( Biotool, Beijing, China).
After 48h treatment, cells were released and washed with pre-cooled 1% PBS. Then the cell pellet was
resuspended into 50 pl binding buffer followed by adding 5 pl Annexin V-FITC and 5 pl Propidium
Iodide (PI). Then the cell suspension was incubated away from light for 15 min at room temperature.
Another 150 pl binding buffer was added into the mixture before flow cytometric analysis by Accuri C6
(BD Biosciences, San Jose, CA, USA).

3.5. Real time PCR (qRT-PCR)

Total RNAs were extracted from the cultured cells with TRIzol (Invitrogen, Carlsbad, CA, USA).
The primers used in the qRT-PCR reactions were listed in Table 1. 100 ng of total RNAs was subjected
to qRT-PCR analysis using One Step SYBR PrimeScript RT-PCR  Kit II (Perfect Real Time, Takara
Biotechnology, Dalian, China). The realtime qRT-PCR was carried out with iQ7 real time PCR detection
system (Bio-Rad Laboratories, Hercules, CA, USA) at the following conditions: 42 °C for 5 min and 95
°C for 10s; 95 °C for 5s and 60 °C for 30s and repeated for 40 cycles. The dissociation of the reaction
products was from 55°C to 95 °C as the temperature rose at 0.2°C per 10s. The level of B-actin gene
expression was served as internal control.

Table 1. Primers used in qRT-PCR analysis.

Forward Primer

Gene Name  Genbank ID 53 Reverse Primer (5°—3’)  Size of Product(bp)
—
B-actin BC009275 tccatcatgaagtgtgacgt ctcaggaggagcaatgatct 161
Caspase 4 EF636667 ttgetttetgetettcaacg gtgtgatgaagatagagcccatt 72

3.6. Western Blot Analysis

The treated cells were lysed with gentle rotation in a lysis buffer (1% NP-40, 50 mM Tris-HCI (pH
7.5), 120 mM NacCl, 200 uM NaVO4, 1 ug/ml leupeptin, 1 pg/ml aprotinin, and 1 uM PMSF). Cell



lysate for each sample was resolved on 12% SDS-PAGE followed by blotting onto Hybond nitrocelluar
membrane (Amersham Biosciences, Freiburg, Germany). The transferred membrane was then probed
with primary antibodies followed by relevant secondary antibodies conjugated to horseradish

peroxidase. Detection was enhanced by chemiluminescence (Santa Cruz Biotechnology, Santa Cruz,
CA, USA).

3.7. Statistical Analysis

All values were calculated as mean I standard deviation (SD) from four independent experiments.
The statistical difference between the assayed group and the standard group was subject to student’ s t
test (two-tailed, unpaired). The calculated difference was considered significant as the p value < 0.05 or
<0.01.

4. Conclusions

In the current study, HeLa cells were used as a testing model for the treatment of IFN-a on cervical
cancer. We found that IFN-a could markedly inhibit the proliferation and induce cell apoptosis in HeLa
cells. IFN-a activates both the intrinsic mitochondrial pathway and ER stress-induced pathway
independently in HeLa cells. Our results highlight a previously unrecognized role of IFN-a on HeLa
cells and may provide a new train of thought for future cervical cancer therapy.
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