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(CEDIE), Argentina
Liang Yu,

Eastern Virginia Medical School,
United States
So-Youn Kim,

University of Nebraska Medical Center,
United States

*Correspondence:
Guidong Yao

ygdzzu@163.com
Yingpu Sun

syp2008@vip.sina.com

†These authors have contributed
equally to this work

Specialty section:
This article was submitted to

Reproduction,
a section of the journal

Frontiers in Endocrinology

Received: 08 April 2021
Accepted: 28 June 2021
Published: 15 July 2021

Citation:
Xu Z, Yao G, Niu W, Fan H, Ma X,

Shi S, Jin H, Song W and Sun Y (2021)
Calcium Ionophore (A23187) Rescues
the Activation of Unfertilized Oocytes

After Intracytoplasmic Sperm Injection
and Chromosome Analysis of

Blastocyst After Activation.
Front. Endocrinol. 12:692082.

doi: 10.3389/fendo.2021.692082

ORIGINAL RESEARCH
published: 15 July 2021

doi: 10.3389/fendo.2021.692082
Calcium Ionophore (A23187) Rescues
the Activation of Unfertilized Oocytes
After Intracytoplasmic Sperm
Injection and Chromosome Analysis
of Blastocyst After Activation
Ziwen Xu1,2†, Guidong Yao1,2*†, Wenbin Niu1,2†, Huiying Fan1,2†, Xueshan Ma1,2,
Senlin Shi1,2, Haixia Jin1,2, Wenyan Song1,2 and Yingpu Sun1,2*

1 Center for Reproductive Medicine, The First Affiliated Hospital of Zhengzhou University, Zhengzhou, China, 2 Henan Key
Laboratory of Reproduction and Genetics, The First Affiliated Hospital of Zhengzhou University, Zhengzhou, China

Calcium is a crucial factor in regulating the biological behavior of cells. The imbalance of
calcium homeostasis in cytoplasm will cause abnormal behavior of cells and the
occurrence of diseases. In intracytoplasmic sperm injection (ICSI) cycle, the dysfunction
of oocyte activation caused by insufficient release of Ca2+ from endoplasmic reticulum is
one of the main reasons for repeated fertilization failure. Calcium ionophore (A23187) is a
highly selective calcium ionophore, which can form stable complex with Ca2+ and pass
through the cell membrane at will, effectively increasing intracellular Ca2+ levels. It has
been reported that calcium ionophore (A23187) can activate oocytes and obtain normal
embryos. However, there are few studies on unfertilized oocytes after calcium ionophore
(A23187) rescue activation in ICSI cycle. The purpose of this study was to analyze the
effects of calcium ionophore (A23187) rescue activation on the activation of unfertilized
oocytes, embryonic development potential, embryonic development timing and
chromosomal aneuploidy, and to compare and analyze the clinical data of patients with
calcium ionophore (A23187) activation in clinical application. The results showed that a
certain proportion of high-quality blastocysts with normal karyotype could be obtained
after calcium ionophore (A23187) rescue activation of unfertilized oocytes, and it did not
have a significant effect on the timing of embryo development. In clinical practice, direct
activation with calcium ionophore (A23187) after ICSI was better than rescue activation
the next day. In conclusions, the studies on the effectiveness and safety of calcium
ionophore (A23187) rescue activation for oocytes with ICSI fertilization failure can enable
some patients to obtain usable, high-quality embryos during the first ICSI cycle.

Keywords: calcium ionophore (A23187), assisted reproductive technology (ART), intracytoplasmic sperm injection
(ICSI), fertilization failure, artificial oocyte activation (AOA)
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INTRODUCTION

The emergence of assisted reproductive technology (ART) has
solved the problems of fertility and genetic diseases and
improved the success rate of treatment for infertile couples
worldwide. The application of intracytoplasmic sperm injection
(ICSI) enables more couples who are infertile due to male factors,
such as obstructive azoospermia and severe oligospermia or
fertilization failure of previous in vitro fertilization (IVF) cycle,
to achieve pregnancy (1). The ICSI technique, which uses a
micromanipulator to inject a single sperm directly into the
oocyte cytoplasm to fertilize oocytes, effectively improves the
fertilization rate of single sperm, and the normal fertilization rate
can reach more than 70%. Nevertheless, repeated fertilization
failure or low fertilization still occurs in about 1%−5% of ICSI
cycles clinically (2), which may be caused by the premature
condensation of sperm chromatin, oocyte activation failure,
failure to decondense sperm nuclei by oocytes, pronuclei
formation disorder, et al. (3). Among these, oocyte activation
failure is one of the main reasons for the failed fertilization after
ICSI. In general, the activation process of oocytes is actually the
transition process from the resumption of the second meiosis to
the beginning of mitosis (4). During the normal fertilization
process, the activation is triggered after the sperm head fuses
with the oocyte membrane, increasing the level of inositol 1,4,5-
trisphosphate (IP3) in the oocyte plasma. Then, IP3 binds to its
receptor on the endoplasmic reticulum (ER), leading to Ca2+

release from ER. Finally, Ca2+ in the cytoplasm is reabsorbed into
the ER. The level of Ca2+ in the oocyte plasma increases
temporarily after this repeated process, which causes Ca2+

oscillations to reduce the activities of the metaphase promoting
factor (MPF) and cytostatic factor (CSF), and then the oocyte
restores meiotic ability. The continuous increase in Ca2+ level in
the oocyte plasma to the formation of pronuclei is an important
event for normal fertilization and embryonic development (5).

At present, several methods are available to activate the
mammalian oocytes through physical and chemical stimulation,
including electromechanical stimulation (6), calcium activation
[calcium ionophore (A23187) or ionomycin], strontium chloride
activation (7), phospholipase C zeta (PLCz) activation (8), et al. The
use of calcium ionophore (A23187) is one of the most
efficient oocyte activation methods widely used in clinical practice.
Calcium ionophore (A23187) has certain lipophilicity and can
neutralize the positive charge of Ca2+. It can pump extracellular
Ca2+ against the concentration gradient into the oocyte, increasing
the concentration of Ca2+ in the oocyte plasma and ultimately
activating the oocyte (9). For patients with repeated fertilization
failures, the application of calcium ionophore (A23187)
immediately after ICSI can significantly improve the fertilization
and cleavage rates of mature oocytes and deliver successfully after
embryo transfer (10–12).

It is difficult to diagnose and prevent fertilization failure in
advance after ICSI treatment. Therefore, it is important to find
ways to improve the fertilization rate and clinical outcome (13).
In general, when fertilization failure occurs in the first ICSI cycle,
artificial oocyte activation (AOA) is used in subsequent cycles to
prevent the reoccurrence of fertilization failure. However, if
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oocytes with fertilization failure are activated and continue to
develop with calcium ionophore (A23187) after 18-24 h in the
first ICSI cycle, the patient will obtain available embryos in
this cycle.

In this study, the embryonic development of patients with the
activation of calcium ionophore (A23187) immediately after the
ICSI due to fertilization failure in the last cycle was analyzed and
compared with the development in those with complete
fertilization failure after ICSI who received rescue activation of
calcium ionophore (A23187) on the following day. Moreover,
101 clinically discarded oocytes with fertilization failure 18–24 h
post-ICSI were collected, and AOA was performed with calcium
ionophore (A23187) to observe the fertilization rate, potential of
embryo development, assessment of dynamic embryo
development, and Single Nucleotide Polymorphism (SNP)
analysis of the obtained blastocysts.
MATERIALS AND METHODS

Sample Collection
In this study, the clinical data of 58 patients who underwent ICSI
fertilization and calcium ionophore (A23187) activation from
April 2018 to February 2020 in the Center for Reproductive
Medicine of the First Affiliated Hospital of Zhengzhou
University were retrospectively analyzed and divided into three
groups. In the RA group (calcium ionophore (A23187) rescue
activation group), 77 MII oocytes were activated with calcium
ionophore (A23187) in 7 patients who did not show pronuclei
18-24 h post-ICSI. In the DA group (calcium ionophore
(A23187) direct activation after ICSI), 525 MII oocytes were
collected in 43 patients who were activated by calcium ionophore
(A23187) immediately after ICSI in this cycle due to previous
fertilization failure or poor fertilization of ICSI. In the DA-PGT
group [calcium ionophore (A23187) direct activation after ICSI,
followed by preimplantation genetic testing (PGT)], 43 MII
oocytes were activated with calcium ionophore (A23187)
immediately after ICSI in 8 patients who had fertilization
failure or poor fertilization in the previous ICSI cycle, followed
by PGT on the trophoblast cells from the formed blastocysts.

Total of 374 metaphase II (MII) oocytes from 22 patients
undergoing ICSI treatment were collected from April 2018 to
April 2019. In RA-C group (calcium ionophore (A23187) rescue
activation treatment control group), 374MII oocyteswere collected
after routine ICSI from 22 patients; In RA-T group (calcium
ionophore (A23187) rescue activation treatment experimental
group), the 101 unfertilized MII oocytes from RA-C group
without pronuclei and no signs of fertilization 18-24 h post-ICSI
were collected for calcium ionophore (A23187) rescue activation.

This study was approved by the Ethics Committee of the First
Affiliated Hospital of Zhengzhou University, and all included
patients signed informed consent.

Materials and Methods
Intracytoplasmic Sperm Injection
The cumulus oocyte complexes (COCs) were retrieved after 36-h
hCG injection under the guidance of transvaginal B-ultrasound.
July 2021 | Volume 12 | Article 692082
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The retrieved COCs were immediately put into G-IVF Plus
(Vitrolife Sweden AB, Goteborg, Sweden) medium and
cultured for 1-2 h at 37°C and in the presence of 6% CO2.
Spermgrad (Vitrolife) at concentrations of 90% and 45% was
used for density gradient centrifugation and G-IVF Plus for
washing the ejaculated sperm. The testicular tissues from
patients undergoing testicular sperm aspiration were shredded
in G-IVF Plus solution with a 1-mL syringe needle, centrifuged,
and washed directly. The granulosa cells around COCs were
removed by repetitive aspiration with a 150-mm-diameter fine
needle (Sunlight, FL, USA) with hyaluronidase (Vitrolife)
digestion. Then, the oocytes removed from the granulosa cells
were cultured in G-IVF Plus for 1–2 h for ICSI. After injection,
the oocytes were cultured in a 50-mL G-1 Plus (Vitrolife) droplet
covered with paraffin oil (Vitrolife) and cultured at 37°C and in
the presence of 6% CO2.

Calcium Ionophore (A23187) Activation
The oocytes were activated with an incubator containing 10 mM
calcium ionophore (A23187) (Sigma, MO, USA) prepared using
G-1 Plus at 37°C and in the presence of 6% CO2 for 10 min after
ICSI. The oocytes after activation were washed three times with
G-1 Plus and then transferred to G-1 Plus droplets for
subsequent culture.

Pronuclear Observation and Embryo Culture
The fertilization of oocytes was observed under an inverted
microscope (TE2000-U, Nikon, Japan) at 16-18 h post-ICSI.
However, due to the difference in the developmental ability
of oocytes, we will observe again between 18-24 h to confirm
the fertilization status of the oocytes. By observing the
pronuclei formation and polar body extrusion, the
successful fertilization after the activation of calcium
ionophore (A23187) were determined: one pronuclei with
second polar body extrusion (1PN + 2PB), two pronuclei
with first polar body extrusion (2PN + 1PB), two pronuclei
with second polar body extrusion (2PN + 2PB), the presence
of three or more pronuclei (≥3PN), and direct cleavage (14).
The total fertilization rate = the number of oocytes with one
or more PN/the total number of MII oocytes activated ×
100%, the abnormal fertilization rate =the number of
abnormal fertilized oocytes/the total number of MII oocytes
activated ×100%, and the normal fertilization rate = the
number of normal fertilized oocytes/the total number of
MII oocytes activated × 100%

The oocytes were cultured in G-1 Plus droplets to observe
their developmental potential after calcium ionophore (A23187)
activation. The embryo grade was evaluated on the Day3 (D3) of
embryo development according to the Peter scoring system (15).
Embryos with more than six blastomeres and less than 10%
fragments were evaluated as high-quality embryos. Early
cleavage rate = the number of cleaved embryos derived from
normal fertilization 26-27 h after activation/the number of
normal fertilized oocytes × 100%, Day2 (D2) cleavage rate =
the number of cleaved embryos derived from normal
fertilization 44-46 h after activation/the number of normal
fertilized oocytes × 100%, D3 embryo formation rate = the
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total number of formed embryos/the number of total cleaved
embryos derived from normal fertilization× 100%, D3 high-
quality embryo rate = the number of D3 high-quality embryos/
the number of total cleaved embryos derived from normal
fertilization× 100%.

Blastocyst Culture and Biopsy
The embryos were transferred to a 50mL G-2 Plus (Vitrolife)
droplet covered with paraffin oil for further culture until Day5
(D5) or Day6 (D6). The blastocysts were observed under an
inverted microscope and scored according to the Gardner
blastocyst scoring system (16). The blastocysts with grades
equal to or higher than 3BB on D5 and those with grades
equal to or higher than 4BB on D6 were evaluated as high
quality. Blastocyst formation rate = the total number of formed
blastocysts/the number of embryos for blastocyst culture×100%,
high-quality blastocyst rate = the total number of high-quality
blastocysts/the number of embryos for blastocyst culture×100%.

In the afternoon of the fourth day of embryonic development,
a laser-assisted hatching system (ZILOS-tk, Hamilton Thorne
Biosciences, Beverly, MA, USA) was used to make a small hole in
the zona pellucida of the embryo away from inner cell mass
(ICM) to facilitate the hatching of trophoblast cells (TE). For
blastocysts with prominent blastocyst cavity on D5/6, three to
five TE cells were taken out with a biopsy needle (Origio, VA,
USA) with an inner diameter of 25mm for chromosome
aneuploidy analysis under an inverted microscope (Nikon)
using a micro-operation system (Narashige, Japan).

Chromosome Aneuploidy Analysis
The TE cells in blastocysts from the RA-T group were analyzed
for chromosome aneuploidy using SNP microarray analysis, as
described previously (17). The next-generation sequencing was
used for analyzing clinical PGT chromosome aneuploidy, which
was described in a previous study (17).

Statistical Analysis
The activation rate, cleavage rate, and other data in the two
groups were compared using SPSS (version 23, IBM corp.,
Armonk, NY, USA) and GraphPad Prism 7.0 (GraphPad
Software Inc., San Diego, CA, USA) software. The quantitative
data were expressed as mean ± standard deviation (c2 ± SD), and
the differences were compared using the t-test and F-test. The
qualitative data were expressed as n (%). The binary variables in
the two groups were compared using the chi-square test, and the
rank variables were compared using the rank-sum test. P < 0.05
indicates a significant difference.
RESULTS

Comparison of General Characteristics of
Patients in Different Groups
A total of 80 patients were selected in this study, including 22
patients in the RA-T and RA-C groups, 7 patients in the RA
group of rescue clinical activation, 43 patients in the DA group of
direct activation after ICSI, and 8 patients in the DA-PGT group
July 2021 | Volume 12 | Article 692082
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of direct activation after ICSI and PGT treatment. The results
showed no significant differences in age, body mass index (BMI),
basal follicle stimulating hormone (FSH) levels, and estradiol
(E2) levels among the groups (P > 0.05), but significant
differences were observed in basal luteinizing hormone (LH)
and anti-mullerian hormone (AMH) levels between the RA
group and other groups (P < 0.05) (Table 1).

Effects of Calcium Ionophore (A23187)
Rescue Activation and Direct Activation
After ICSI on Embryo Development
Oocytes cultured in vitro for a long time led to oocyte aging,
affecting oocyte fertilization and embryonic development.
Therefore, whether the rescue activation of calcium ionophore
(A23187) affects the fertilization and embryonic development of
oocytes without pronuclei and no signs of fertilization 18-24 h
post-ICSI needed exploration. This study retrospectively
analyzed patients who underwent calcium ionophore (A23187)
rescue activation due to complete fertilization failure after ICSI
(RA group) and patients who underwent calcium ionophore
(A23187) activation directly after this cycle of ICSI (DA group)
due to poor fertilization or complete fertilization failure in the
last cycle. A total of 77 MII oocytes from 7 patients in the RA
group and 525 MII oocytes from 43 patients in the DA group
were included. The fertilization, cleavage, and embryo
development were analyzed and compared between the two
Frontiers in Endocrinology | www.frontiersin.org 4
groups (Table 2). The results showed that the total fertilization
rate, abnormal fertilization rate, normal fertilization rate and D3
embryo formation rate in the RA group were not significantly
different from those in the DA group (P > 0.05). But the early
cleavage rate, D2 cleavage rate, D3 high-quality embryo rate,
blastocyst formation rate, and high-quality blastocyst rate in the
DA group were significantly higher than those in the RA group
(P < 0.05). These results indicated that the developmental
potential of embryos directly activated using calcium
ionophore (A23187) after ICSI was superior to rescue activated
embryos with no pronuclei or signs of fertilization on the next
day after ICSI.

In RA group, 4 high-quality embryos were frozen, and the
remaining 6 high-quality embryos and 32 non-high-quality
embryos continued to be cultured. Four non-high-quality
blastocysts were obtained. Because the development of embryo
derived from calcium ionophore (A23187) rescue activation is
not synchronized with the development of endometrial, the
embryos derived from the rescue activation are not freshly
transferred in this cycle, and the formed blastocysts are frozen.
Through further analysis of the results of freeze-thawing transfer
in the RA group, it was found that 4 non-high-quality blastocysts
were thawed and transferred without pregnancy. However, one
patient who underwent embryo freeze-thaw transfer received a
live birth last year and is currently in normal health and
intelligence. In the DA group, 37 high-quality embryos and 2
TABLE 1 | Comparisons of general characteristics of patients in each group.

RA Group DA Group DA-PGT Group RA-T/C Group

No. of cases 7 43 8 22
Age (year) 31.4 ± 5.2 29.4 ± 4.6 29.8 ± 1.8 28.6 ± 4.0
BMI (kg/m2) 22.0 ± 2.1 23.5 ± 3.3 21.9 ± 4.0 24.1 ± 2.9
FSH (mIU/ml) 5.8 ± 1.3 7.2 ± 2.7 6.9 ± 1.3 6.2 ± 1.4
LH (mIU/ml) 2.2 ± 1.2* 5.4 ± 3.3 5.6 ± 1.3 5.5 ± 3.0
E2 (pg/ml) 32.5 ± 17.0 35.1 ± 18.3 40.9 ± 13.2 40.4 ± 19.8
AMH (ng/ml) 2.4 ± 1.3* 3.6 ± 2.8 3.4 ± 1.3 4.8 ± 2.9
July 2021 | Volume 12
The data were expressed as mean ± SD. RA indicates that the oocytes were activated with calcium ionophore (A23187) in 7 patients who did not show pronuclei 18-24 h after ICSI in the
first cycle. DA represents that the MII oocytes were collected in 43 patients who were activated by calcium ionophore (A23187) immediately after ICSI in this cycle due to previous
fertilization failure or poor fertilization of ICSI. DA-PGT refers to patients who were activated by calcium ionophore (A23187) immediately after ICSI due to fertilization failure or poor
fertilization in the previous ICSI cycle, followed by PGT on the trophoblast cells from the formed blastocysts. RA-C indicates that the MII oocytes were collected after routine ICSI from 22
patients; RA-T represents that the unfertilized MII oocytes from RA-C group without pronuclei and no signs of fertilization 18-24 h post-ICSI were collected for calcium ionophore (A23187)
rescue activation. BMI, body mass index; FSH, follicle stimulating hormone; LH, luteinizing hormone; E2, estradiol; AMH, anti-mullerian hormone. *P < 0.05.
TABLE 2 | Comparison of the effects of calcium ionophore (A23187) rescue activation and direct activation on embryonic developmental potential after ICSI.

RA Group DA Group P-value

No. MII oocytes 77 525 –

Total fertilization rate (%) 67.5 (52/77) 58.3 (306/525) 0.123
Abnormal fertilization rate (%) 5.2 (4/77) 3.1 (16/525) 0.326
Normal fertilization rate (%) 62.3 (48/77) 55.2 (290/525) 0.241
Early cleavage rate (%) 4.2 (2/48) 37.9 (110/290) 0.000
D2 cleavage rate (%) 89.6 (43/48) 96.9 (281/290) 0.019
D3 embryo formation rate (%) 97.7 (42/43) 91.5 (257/281) 0.155
D3 high-quality embryo rate (%) 23.3 (10/43) 56.9 (160/281) 0.000
Blastocyst formation rate (%) 10.5 (4/38) 44.0 (74/168) 0.000
High-quality blastocyst rate (%) 0.00 (0/38) 14.3 (24/168) 0.000
| Article
The values in the table are expressed as percentages. D2, day2. D3, day3. P<0.05 indicates a significant difference.
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high-quality blastocyst were freshly transferred in this cycle,
resulting in 18 live births. Nevertheless, the embryonic
development quality of the rescue activation group is not as
good as that of the direct activation group, which may be related
to some problems in these embryos.

Effect of Calcium Ionophore (A23187)
Rescue Activation Treatment on
Oocyte Activation and Subsequent
Embryo Development
According to the previously published reports and our pre-
experimental research, a certain proportion of well-developed
embryos and blastocysts were obtained by rescue activation with
calcium ionophore (A23187) for oocytes without pronuclei and no
signs of fertilization 18–24 h post-ICSI. Hence, the discarded
oocytes with no pronuclei or signs of fertilization 18–24 h post-
ICSI were collected and treated with calcium ionophore (A23187)
for rescue activation (RA-T) and compared with the oocytes from
patients with normal oocytes after ICSI (RA-C). The total
fertilization rate, normal fertilization rate, early cleavage rate, D2
cleavage rate, D3 high-quality embryo rate, blastocyst formation
rate, and high-quality blastocyst formation rate were compared
between the two groups (Table 3). Comparedwith theRA-Cgroup,
no significant difference was found in early cleavage rate, blastocyst
formation rate, and high-quality blastocyst formation rate between
the RA-T and RA-C groups (P < 0.05). However, the rates of D2
cleavage rate, D3 embryo formation rate and D3 high-quality
embryo rate in the RA-C group were significantly higher than
those in the RA-T group (P = 0.000).

Effect of Calcium Ionophore (A23187)
Rescue Activation on Embryonic
Development Timing After
Oocyte Activation
The time-lapse monitoring (TLM) system was used to observe
and record the timing of the main events of embryonic
development after activation to further explore the timing of
embryonic development after calcium ionophore (A23187)
rescue activation. The embryos treated with calcium ionophore
(A23187) rescue activation had the same developmental pattern
as the normal embryos after ICSI (Figure 1).
Frontiers in Endocrinology | www.frontiersin.org 5
The study further explored the relationship between embryo
development and the timing of 2PB extrusion and pronuclei
formation after calcium ionophore (A23187) rescue activation.
The embryos in the RA-T group were divided into six groups:
developmental arrest/non-developmental arrest, D3 high
quality/non-high quality, and blastocyst formation/non-
blastocyst. Then, the difference between the 2PB extrusion time
and the pronuclei formation time of each group was analyzed
(Figures 2A, B).

From the perspective of embryo development arrest, the 2PB
extrusion and pronuclei formation of embryos in the non-
developmental arrest group after oocyte activation were
significantly earlier than those in the developmental arrest group
(2.38 ± 0.21 vs 10.62 ± 0.92, P < 0.0001; 6.53 ± 1.53 vs 12.06 ± 1.04,
P < 0.01). No significant difference was observed in the 2PB
extrusion time and pronuclei formation time between the high-
quality and poor-quality embryo groups on the D3 of embryo
development (6.72 ± 1.68 vs 10.04 ± 0.95, P > 0.05; 7.34 ± 1.46 vs
11.26 ± 0.87, P > 0.05). The extrusion time of the 2PB and the
pronuclei formation time in the blastocyst group were also not
statistically different from those in the non-blastocyst group (4.36 ±
1.93 vs. 7.86 ± 1.26, P > 0.05; 5.41 ± 1.25 vs. 9.77 ± 1.19, P > 0.05).

Analysis of Chromosomal Aneuploidy
of Blastocysts Derived From Calcium
Ionophore (A23187) Rescue Activation
and Direct Activation
Biopsies were performed on seven blastocysts formed in the RA-
T group, and their chromosome aneuploidy was analyzed to
further clarify the chromosomal euploidy of embryos with
calcium ionophore (A23187) rescue activation. Besides, the
chromosomal status of the blastocysts in the RA-T group was
compared with the status of 43 blastocysts in patients treated
with PGT (Table 4). Such patients were directly activated with
calcium ionophore (A23187) after ICSI because of previous ICSI
fertilization failure or poor fertilization (DA-PGT group). The
results showed no significant difference in the percentage of
normal chromosomes between the RA-T and DA-PGT groups
(42.9% vs 44.2%, P > 0.05). The four cases of chromosomal
abnormalities in the RA-T group mainly manifested as
segmental chromosome duplication, lack of an entire
TABLE 3 | Comparison of the effects of calcium ionophore (A23187) rescue activation and normal ICSI treatment on oocyte fertilization and subsequent embryonic
development potential.

RA-C Group RA-T Group P value

No. oocytes 374 101 –

Total fertilization rate (%) 68.7 (257/374) 76.2 (77/101) –

Abnormal fertilization rate (%) 1.1 (4/374) 35.6 (36/101) –

Normal fertilization rate (%) 67.6 (253/374) 40.6 (41/101) –

Early cleavage rate (%) 39.5 (100/253) 26.8 (11/41) 0.813
D2 cleavage rate (%) 98.0 (248/253) 58.5 (24/41) 0.000
D3 embryo formation rate (%) 89.1 (221/248) 50.0 (12/24) 0.000
D3 high-quality embryo rate (%) 60.1 (149/248) 33.3 (8/24) 0.000
Blastocyst formation rate (%) 64.0 (112/175) 66.7 (8/12) 0.440
High-quality blastocyst rate (%) 21.1 (37/175) 33.3 (4/12) 0.323
July 2021 | Volume 12 | Article
The values in the table are expressed as percentages. P < 0.05 indicates a significant difference.
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chromosome, uniparental disomy, and multiple abnormalities
(Supplementary Figure 1). The abnormalities in the DA-PGT
group were mainly manifested as segmental chromosome
duplication or deletion, increase or deleted copy number of
entire chromosomes, mosaic chromosomes.
DISCUSSION

The main reason for the failure of conventional IVF in ART is
the failure of sperm penetration (18). However, ICSI avoids the
process of sperm penetration into cumulus cells, sperm-oocyte
penetration, and sperm-oocyte fusion. Therefore, the failed ICSI
fertilization is mainly due to the failure of oocyte activation (19).
The oocytes of fertilization failure are clinically discarded
eventually, but these oocytes have the potential to continue to
develop into embryos or blastocysts after specific treatment (20).
Human embryonic stem cell lines (hESCs) can be derived from
discarded human embryos. These hESCs have the potential of
differentiating into multiple cell lineages and the capacity of self-
renewal. It is a significant cell source for the development of
regenerative medicine and changing the way of treating human
diseases in the future (21, 22). Therefore, if the oocytes without
fertilization after ICSI are reactivated and continue to develop,
Frontiers in Endocrinology | www.frontiersin.org 6
large number of available embryos will be provided for
clinical usage.

Calcium ionophore (A23187) can transport Ca2+ from
extracellular into cytoplasm, and effectively increase
intracellular Ca2+ level (23). As a second messenger, Ca2+

promotes the activation of protein kinase C (PKC) and other
Ca2+ dependent protein kinases, causing downstream protein
phosphorylation and changing cell activity. In addition, calcium
ionophore (A23187) can also affect cell metabolism by inhibiting
mitochondrial ATPase activity and intracellular oxidative
phosphorylation (24). Studies have shown that calcium
ionophore (A23187) can induce the differentiation of acute
myeloid leukemia into dendritic cells, affect the proliferation
and cell cycle changes of hepatic stellate cells and vascular
endothelial cells, and induce the sperm acrosome reaction to
activate oocytes, which are now widely used in the medical field
(25–27).

The widespread application of calcium ionophore (A23187)
in AOA can effectively improve the outcome of the patients with
sperm abnormalities, fertilization rate, implantation rate, and
pregnancy rate (28–30). However, there are also some reports
regarding the activation of discarded oocytes with no signs of
fertilization 18–24 h post-ICSI with calcium ionophore (A23187)
(31, 32). In this study, We not only systematically evaluated the
FIGURE 1 | Typical embryonic development pattern of calcium ionophore (A23187) rescue activation. Each figure shows the activation process for 0h (A), the
second polar body appearance (B), pronuclei appearance (C), pronuclei volume is the largest and most obvious (D), pronuclei disappear (E), the first cleavage
(F), 4-cell stage (G), 8-cell stage (H), morula formation (I) and blastocyst formation (J) in RA-T group; and 0h (K), the second polar body appearance (L), pronuclei
appearance (M), pronuclei volume is the largest and most obvious (N), pronuclei disappear (O), the first cleavage (P), 4-cell stage (Q), 8-cell stage (R), morula
formation (S) and blastocyst formation (T) in RA-C group.
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rescue activation effect of calcium ionophore (A23187) on
unfertilized oocytes, but also recorded and analyzed the timing
of embryonic development, and performed chromosomal
karyotype analysis on the blastocysts formed after rescue
activation to evaluate the safety of calcium ionophore
(A23187) rescue activation.

In this study, the D2 cleavage rate, D3 embryo formation rate
and D3 high-quality embryo formation rate after rescue
activation were significantly lower than those in the control
group (58.5% vs 98.0%, 50.0% vs 89.1%, 33.3% vs 60.1%; P <
0.05). Some researchers used calcium ionophore (A23187) to
activate unfertilized oocytes 24 h post-ICSI, and obtained 72.5%
and 62.7% of fertilization rate and cleavage rate, the high-quality
embryo rate was 11.8% (33). Their results were consistent with
our study, indicating that calcium ionophore (A23187) could
partially restore the continuous development of unfertilized
oocytes after ICSI.

Some researchers also used calcium ionophore (A23187)
combined with ionomycin to activate unfertilized oocytes 18 h
post-ICSI in vitro (34). They found that 84.9% of oocytes were
successfully activated, the normal fertilization rate and cleavage
rate was 30.1% and 64.0%, respectively. However, most embryo
after cleavage can only develop to the 4-cell stage (34).
Economou et al. (35) evaluated the activation effect of applying
calcium ionophore (A23187) alone and calcium ionophore
Frontiers in Endocrinology | www.frontiersin.org 7
(A23187) combined with GM-CSF on unfertilized oocytes 18h
post-ICSI, then performed karyotype analysis of the formed
blastocysts. Compared with our study, their study showed a
lower fertilization rate and lower D3 quality embryo formation
rate, but a higher normal fertilization rate (76.2% vs 43%, 50.0%
vs 19%, 40.6% vs 79%; P<0.05). In their study, calcium ionophore
(A23187) which was used alone did not obtain blastocysts with
normal chromosomal karyotypes, and the blastocyst formation
rate in our study was higher than their study (66.7% vs 13.0%; P <
0.05), which may be caused by differences in embryo culture
conditions, treatment methods, and individual differences in the
included patients. In addition, they also found that the combined
use of calcium ionophore (A23187) and GM-CSF activation
resulted in higher fertilization rates, high-quality embryo
formation rates, and blastocyst formation rates than using
calcium ionophore (A23187) alone. Perhaps in future studies
the combined use of calcium ionophore (A23187) and GM-CSF
activation treatment will be more beneficial to the embryonic
development after activation (35).

In our study, the total fertilization rate in the RA-T group was
slightly higher than that in the RA-C group, the normal
fertilization rate was lower than that in the control group, and
the abnormal fertilization rate was higher than that in the control
group, indicating that although calcium ionophore (A23187)
could partially activate the developmental potential of oocytes, it
A B

FIGURE 2 | Comparison of 2nd polar body extrusion time and pronucleus formation time in different embryonic developmental groups after calcium ionophore
(A23187) rescue activation. The relationship between embryonic developmental arrest, day3 embryonic status, blastocyst formation and the second polar body
extrusion time and pronucleus formation time after calcium ionophore (A23187) rescue activation in unfertilized oocytes were analyzed. Non-arrest refers to embryos
without developmental arrest, non-high quality refers to day3 embryo is a non-high quality embryo, non-blastocyst refers to no blastocyst formed on day 5/6. NS, no
significant difference. ** indicates P < 0.01, **** indicated P < 0.0001.
TABLE 4 | Comparison of chromosomal aneuploidy of blastocysts derived from rescue activation and direct activation of calcium ionophore (A23187).

Group Normal Gain Loss Dup Del Upd Mos Multiple abnormalities

RA-T 42.9 (3/7) – 14.3 (1/7) 14.3 (1/7) – 14.3 (1/7) – 14.3 (1/7)
DA-PGT 44.2 (19/43) 2.3(1/43) 4.6 (2/43) 4.6 (2/43) 20.9 (9/43) – 23.3(10/43) –
July 2021 | Vol
Data in the table is expressed as a percentage. Gain, increased copy number of an entire chromosome; Loss, lack of an entire chromosome; Dup, segmental chromosome duplication; Del,
segmental chromosome deletion; Upd, uniparental disomy; Mos, mosaic chromosomes; Multiple abnormalities, many chromosomal abnormalities are present.
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might also increase the occurrence of abnormal fertilization or
due to the abnormal of the oocyte itself.

The results of the present study showed no significant
difference in the blastocyst formation rate and high-quality
blastocyst formation rate between the RA-T and RA-C groups.
The blastocyst formation rate and the high-quality blastocyst
formation rate in the RA-T group were even slightly higher than
those in the RA-C group. This might be due to the high-quality
embryos was usually clinically used for transferring or freezing;
the embryos for blastocyst culture were not the best-quality
embryos and sometimes even low-quality embryos not suitable
for transfer or freezing.

Studies have reported that the use of calcium ionophore
(A23187) rescue activation of oocytes 24h post-ICSI,
transplantation of the embryos formed, and successfully
delivered babies with normal chromosomal karyotypes (36).
Nevertheless, the transfer of such embryos still needs to be
carefully selected. From the current research results, one
patient who underwent embryo freeze-thaw transfer received a
live birth last year in RA group, and calcium ionophore (A23187)
can obtain blastocysts with normal karyotype for rescue
activation of unfertilized oocytes after ICSI injection in RA-T
group, but whether it may affect the epigenetic changes that affect
embryonic development is still unknown, long-term follow-up
studies are needed for the offspring who have been born. In
addition, it is necessary to further increase the research of animal
experiments, especially the detailed evaluation of the weight,
intelligence, organ development and reproductive ability of
the offspring.

By using TLM system, the timing of different development
types of embryos in the RA-T group were compared. The results
showed that the 2PB extrusion time and the PN formation time
of oocytes from normal embryos (i.e., without developmental
arrest) after activation with calcium ionophore (A23187) were
significantly earlier than those in the arrest group. Payne et al.
(37) reported that 2PB extrusion occurred 1–8 h post-ICSI, with
an average of 2.65 h, while the formation time of PN was 2–12 h
post-ICSI, with an average of 4.98 h (37). In this study, the
average extrusion time of 2PB was 2.38 h in the RA-T group,
which was consistent with the results reported by Payne et al.
(37). The average time of PN formation in the RA-T group was
6.53 h, slightly later than the 4.98 h reported by Payne et al. (37),
which might be related to the slow formation of PN caused by the
delayed oocyte activation. Besides, they also found that the
extrusion time of 2PB from high-quality embryos was shorter
than that of non-high-quality embryos (2.45 h vs 3.23 h, P =
0.03). However, in this study, no significant differences in 2PB
extrusion time and PN formation time between the high-quality
and non-high-quality embryo groups, and the blastocyst
formation and non-blastocyst formation groups. In addition,
the 2PB extrusion time and PN formation time in the high-
quality embryo and blastocyst formation groups in RA-T group
were shorter than those in the non-quality embryo and no
blastocyst formation groups.

Four couples with a history of incomplete ICSI cycles owing
to 2PN arrest and undergo a subsequent ICSI cycle combined
Frontiers in Endocrinology | www.frontiersin.org 8
with AOA using calcium ionophore (A23187) were collected by
Darwish et al. (38), and 2 healthy babies were delivered (38). In
their study, the fertilization rate and cleavage rate after direct
activation of calcium ionophore (A23187) were 67.6% and 44%,
respectively, which were significantly higher than those in the
previous cycle. The result is comparable to the fertilization rate
and cleavage rate of DA group in our study (58.3% and 37.9%),
and a total of 18 healthy babies were delivered in DA group.
These results indicating that direct activation of calcium
ionophore (A23187) can improve the outcome of patients with
complete fertilization failure. A study analyzed the effect of
calcium ionophore (A23187) combined with ionomycin on the
activation of non-fertilized oocytes at different time points (20–
68 h) post-ICSI. The results showed that the developmental
potential of oocytes after activation gradually decreased with
delayed activation, and the optimal time for rescue activation was
20 h post-ICSI (39). In this study, the early cleavage rate, cleavage
rate, high-quality embryo rate, blastocyst formation rate and
high-quality blastocyst rate in the DA group were significantly
higher than those in the RA group (37.9% vs 4.2%, 96.9% vs
89.6%, 56.9% vs 23.3%, 44.0% vs 10.5%, 14.3% vs 0.00%, P <
0.05). These results indicated that the developmental potential of
oocytes directly activated after ICSI was better than that of
oocytes activated on the next day. Therefore, calcium
ionophore (A23187) should be used as early as possible to
improve the quality of the embryos.

There was also a study found that the fertilization rate,
embryo quality, implantation rate, and live birth rate of rescue
ICSI on the next day after fertilization failure in conventional
overnight IVF cycles were significantly lower than those for
oocytes with early rescue activation and conventional IVF with
successful fertilization (40). This was consistent with the results
that the fertilization and embryo development in the RA group
were worse than those in the DA group, which might be caused
by oocyte aging. Compared with the rescue ICSI on the next day
after fertilization failure in conventional overnight IVF cycles,
calcium ionophore (A23187) rescue activation could
significantly increase the percentage of normal fertilization
(62.3% vs 30.4%, P < 0.05) (41). Therefore, for the oocytes that
failed in conventional overnight IVF, the rescue ICSI combined
with calcium ionophore (A23187) activation might improve the
inefficiency of rescue ICSI caused by oocyte aging to some extent,
thus improving the fer t i l i zat ion rate and embryo
development ability.

Through further analysis of the clinical data, a total of 77
unfertilized oocytes in the RA group were collected for calcium
ionophore (A23187) rescue activation. As a result, 10 high-
quality embryos and 32 non-high-quality embryos were
obtained. Among them, 4 high-quality embryos were frozen,
and the remaining 6 high-quality embryos and 32 non-high-
quality embryos continued to be cultured. Four non-high-quality
blastocysts were obtained. Because the development of embryo
derived from calcium ionophore (A23187) rescue activation is
not synchronized with the development of endometrial, the
embryos derived from the rescue activation are not freshly
transferred in this cycle, and the formed blastocysts are frozen.
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After further analysis of the results of freeze-thawing transfer in
the RA group, it was found that 4 non-high-quality blastocysts
were thawed and transferred without pregnancy. However, one
patient who underwent embryo freeze-thaw transfer received a
live birth last year and is currently in normal health.
Nevertheless, the embryonic development quality of the rescue
activation group is not as good as that of the direct activation
group, which may be related to some problems in these embryos.

The present study found that despite no significant difference in
the fertilization rate between the RA-T and RA groups (76.2% vs
67.5%, P > 0.05), the cleavage rate and embryonic development
ability in the RA group were lower than those in the RA-T group.
This might be related to the small sample size of the RA group. On
the contrary, it might also be related to the complete fertilization
failure after ICSI caused by abnormal fertilization in the RA group.
In addition, the levels of LH and AMH in the RA group were
significantly different from those in the other groups, suggesting
that the ovarian function and oocyte quality in the RA group was
inferior to those in the RA-T group with relatively normal
fertilization ability, which might be the factors affecting the
cleavage and embryo development ability in the RA group (42–44).

The application of calcium ionophore (A23187) can increase
the fertilization rate and improve the outcome of embryo
development. However, the early stage of embryo development
is easily affected by environmental factors, resulting in
development arrest or chromosomal abnormalities. Therefore,
the safety of oocyte activation by calcium ionophore (A23187)
might a concern for researchers. Several studies reported that
oocytes treated with a low concentration of calcium ionophore
(A23187) resulted in healthy babies, and no abnormal
development of babies at birth was observed (45, 46). Kyono et
al. (40) conducted a 4-year follow-up on babies treated with
calcium ionophore (A23187) and found no developmental
abnormalities (47). In this study, no statistically significant
difference was reported in the euploidy of blastocyst
chromosomes between the RA-T and DA-PGT groups (42.9%
vs 44.2%, P > 0.05). The chromosomal abnormalities of
blastocysts in the RA-T group were Loss (14.3%), Dup
(14.3%), and Upd (14.3%), while the chromosomal
abnormalities of blastocysts in the DA-PGT group were mainly
Mos (23.3%) and Del (20.9%). Since the SNP detection method
was adopted for the chromosome analysis in the RA-T group, the
uniparental disomy could be detected. However, the next-
generation sequencing method was adopted in the DA-PGT
group, and hence triploid and uniparental disomy could not be
detected. However, there was also a certain percentage of
blastocysts with normal karyotype in the RA-T group.
Previously, SNP was used to detect the chromosome euploidy
of blastocysts formed from clinically discarded 2PN-derived
embryos, and a certain percentage of blastocysts with normal
chromosomes were also obtained. No significant difference in the
normal chromosome percentage of blastocysts in the RA-T
group was observed in this study (60.7% vs 42.9%, P < 0.05).
This result showed that the short-term treatment of oocytes with
calcium ionophore (A23187) did not significantly affect the
chromosome euploidy.
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CONCLUSIONS

In conclusions, the present study showed that the unfertilized
oocytes 18-24 h post-ICSI could continue to develop after the
activation of calcium ionophore (A23187), and a certain
proportion of high-quality blastocysts with normal karyotype
could be obtained. For patients whose oocytes are completely
unfertilized or poorly fertilized, calcium ionophore (A23187) was
supposed to activate as soon as possible after ICSI to increase the
fertilization rate and improve embryonic development potential.
In this way, at least some patients can get usable embryos during
this cycle, reducing the patient’s financial burden and waiting
time. Chromosome analysis of the blastocyst obtained after
calcium ionophore (A23187) rescue activation can obtain
blastocysts with normal karyotypes, which provides some
evidence for the widely use of calcium ionophore (A23187)
rescue activation in reproductive clinics in the future.
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41. Kuczyński W, Dhont M, Grygoruk C, Pietrewicz P, Redzko S, Szamatowicz M.
Rescue ICSI of Unfertilized Oocytes After IVF. Hum Reprod (2002) 17:2423–
7. doi: 10.1093/humrep/17.9.2423

42. Gleicher N, Weghofer A, Barad DH. Anti-Müllerian Hormone (AMH)
Defines, Independent of Age, Low Versus Good Live-Birth Chances in
Women With Severely Diminished Ovarian Reserve. Fertil Steril (2010) 94
(7):2824–7. doi: 10.1016/j.fertnstert.2010.04.067
Frontiers in Endocrinology | www.frontiersin.org 11
43. Buyuk E, Seifer DB, Younger J, Grazi RV, Lieman H. Random Anti-Müllerian
Hormone (AMH) Is a Predictor of Ovarian Response in Women With
Elevated Baseline Early Follicular Follicle-Stimulating Hormone Levels.
Fertil Steril (2011) 95(7):2369–72. doi: 10.1016/j.fertnstert.2011.03.071

44. Noci I, Maggi M, Fuzzi B, Biagiotti R, Ricci F, Marchionni M. Effects of Low Day
3 Luteinizing Hormone Levels on In Vitro Fertilization Treatment Outcome.
Gynecol Endocrinol (2000) 14(5):321–6. doi: 10.3109/09513590009167700

45. Eldar-Geva T, Brooks B, Margalioth EJ, Zylber-Haran E, Gal M, Silber SJ.
Successful Pregnancy and Delivery After Calcium Ionophore Oocyte
Activation in a Normozoospermic Patient With Previous Repeated Failed
Fertilization After Intracytoplasmic Sperm Injection. Fertil Steril (2003) 79
(Suppl 3):1656–8. doi: 10.1016/S0015-0282(03)00369-8

46. Norozi-Hafshejani M, Tavalaee M, Azadi L, Bahadorani M, Nasr-Esfahani
MH. Effects of Assisted Oocyte Activation With Calcium-Ionophore and
Strontium Chloride on In Vitro ICSI Outcomes. Iran J Basic Med Sci (2018)
21:1109–17. doi: 10.22038/IJBMS.2018.30422.7331

47. Kyono K, Takisawa T, Nakajo Y, Doshida M, Toya M. Birth and Follow-Up of
Babies Born Following ICSI With Oocyte Activation Using Strontium
Chloride or Calcium Lonophore A23187. J Mamm Ova Res (2012) 29:35–
40. doi: 10.1274/jmor.29.35

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Xu, Yao, Niu, Fan, Ma, Shi, Jin, Song and Sun. This is an open-
access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.
July 2021 | Volume 12 | Article 692082

https://doi.org/10.1007/s10815-016-0823-0
https://doi.org/10.3760/cma.j.issn.0366-6999.2012.03.028
https://doi.org/10.3760/cma.j.issn.0366-6999.2012.03.028
https://doi.org/10.1093/humrep/12.3.532
https://doi.org/10.1016/j.rbmo.2015.08.012
https://doi.org/10.1016/j.rbmo.2015.08.012
https://doi.org/10.1016/j.ejogrb.2005.10.038
https://doi.org/10.1016/j.ejogrb.2005.10.038
https://doi.org/10.1023/a:1009409100941
https://doi.org/10.1093/humrep/17.9.2423
https://doi.org/10.1016/j.fertnstert.2010.04.067
https://doi.org/10.1016/j.fertnstert.2011.03.071
https://doi.org/10.3109/09513590009167700
https://doi.org/10.1016/S0015-0282(03)00369-8
https://doi.org/10.22038/IJBMS.2018.30422.7331
https://doi.org/10.1274/jmor.29.35
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

	Calcium Ionophore (A23187) Rescues the Activation of Unfertilized Oocytes After Intracytoplasmic Sperm Injection and Chromosome Analysis of Blastocyst After Activation
	Introduction
	Materials and Methods
	Sample Collection
	Materials and Methods
	Intracytoplasmic Sperm Injection
	Calcium Ionophore (A23187) Activation
	Pronuclear Observation and Embryo Culture
	Blastocyst Culture and Biopsy
	Chromosome Aneuploidy Analysis

	Statistical Analysis

	Results
	Comparison of General Characteristics of Patients in Different Groups
	Effects of Calcium Ionophore (A23187) Rescue Activation and Direct Activation After ICSI on Embryo Development
	Effect of Calcium Ionophore (A23187) Rescue Activation Treatment on Oocyte Activation and Subsequent Embryo Development
	Effect of Calcium Ionophore (A23187) Rescue Activation on Embryonic Development Timing After Oocyte Activation
	Analysis of Chromosomal Aneuploidy of Blastocysts Derived From Calcium Ionophore (A23187) Rescue Activation and Direct Activation

	Discussion
	Conclusions
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


