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ABSTRACT
Background: The efficiency of prolonged down-regulation caused by a full-dose of
gonadotropin-releasing hormone agonist (GnRH-a) injected during different
menstrual phases has not yet been researched. Our goal was to evaluate the effects of
GnRH-a, which was used in different phases of the menstrual cycle in patients
undergoing in vitro fertilization and embryo transfer.
Methods: This was a retrospective cohort study. A total of 320 patients received a
prolonged pituitary down-regulated full-dose (3.75 mg) of triptorelin in the early
follicular phase, and 160 patients received the same full-dose of triptorelin during the
mid-luteal phase. Clinical and laboratory outcomes were compared between the
two groups.
Results: The basic characteristics of the two groups were comparable. The mean
number of retrieved oocytes, fertilized oocytes, cleavage oocytes and good quality
embryos were comparable between the two groups. Although there was a higher antral
follicle count, cyst formation rate, fertilization rate and cleavage rate in the follicular
phase group, no statistically significant effects were seen on implantation rate
(41.15% vs. 45.91%), clinical pregnancy rate (60.38% vs. 61.36%), ongoing pregnancy
rate (57.74% vs. 57.58%), live birth rate (56.23% vs. 57.58%) or early abortion rate
(2.64% vs. 3.79%) per fresh transfer cycle. Moreover, severe ovarian hyperstimulation
syndrome rates at the early stage (1.89% vs. 2.27%) were low in both groups.
Conclusions: Prolonged pituitary down-regulation achieved by utilizing a full-dose
of GnRH-a administrated in either phase of the menstrual cycle can have a positive
effect on ongoing pregnancy rate and live-birth rate per fresh embryo transfer
cycle. Ovarian cyst formation rate was higher in the follicular phase group, but this
did not have any adverse impact on clinical results.

Subjects Gynecology and Obstetrics, Women’s Health
Keywords In vitro fertilization and embryo transfer, Gonadotropin-releasing hormone agonist,
Pituitary down-regulation, Controlled ovarian hyperstimulation (COH), Ovarian cyst

INTRODUCTION
Over the last three decades, gonadotropin-releasing hormone agonists (GnRH-a) were the
most commonly used drugs for controlled ovarian hyperstimulation (COH) in assisted
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reproductive procedures. These drugs provided many benefits, such as the recovery of a
larger number of oocytes, prevention of premature luteinizing hormone (LH) surge,
luteinization, and a lower cycle cancellation rate (Haydardedeoğlu & Kılıçdağ, 2016;
Siristatidis et al., 2015; Xiao, Su & Zeng, 2014). Utilizing GnRH-a has been considered the
gold standard for COH. Different dosages and formulations of GnRH-a were devised.
It has been noted that clinical pregnancy rate might increase when patients are given a
period of artificial amenorrhea caused by GnRH-a (Cai et al., 2018; Liao et al., 2015;
Martínez et al., 2014; Ren et al., 2014). One full-dose depot of long-acting GnRH-a per
COH cycle would be more convenient for women than short-acting GnRH-a injections
because there are fewer injections, leading to greater compliance as well as fewer
incidences of infection (Cheon et al., 2008; Gao et al., 2014).

Liao et al. (2015) reported that clinical pregnancy rates in patients who received a depot
GnRH-a regimen was higher than that of the daily low-dose group (57.5% vs. 46.9%).
The prolonged regimen can be divided into two different types, according to the time that
the GnRH agonist is administered. The first type, the follicular phase, is where the
GnRH agonist is injected between the first and third days of the menstrual cycle; the
second type, the mid-luteal phase, is where the drug is administered in the middle of the
previous luteal cycle. It was concluded by Broekmans et al., (1992) that a single
administration of GnRH-a either in the mid-luteal or the early follicular phase reached a
high degree of similarity in pharmacodynamics response, which rapidly induced a
reversible hypogonadotropic and hypogonadal condition. Pituitary and ovarian
suppression was maintained until the beginning of the 8th week (Broekmans et al., 1992).

Until now, the clinical efficiency of prolonged down-regulation caused by a full-dose of
GnRH-a injected during different menstrual phases has not yet been researched either
at home or abroad. Does prolonged down-regulation caused by a full-dose of GnRH-a
injected during different menstrual phases cause a similar high pregnancy rate? The aim
of this study was to compare the clinical efficacy of a full-dose of the GnRH-a drug
triptorelin in follicular and mid-luteal regimens before COH through ongoing pregnancy
and live birth, which are vital indicators in suitable infertile couples. We can then explore
whether one or both meet the clinical requirements, and which one is better.

MATERIALS AND METHODS
Study participants
This was a retrospective study approved by the ethics committee of the Second Affiliated
Hospital of Wenzhou Medical University (Ethic Reference No: L-2018-19). This study
was performed on fresh IVF/ICSI ET cycles with 3.75 mg triptorelin for prolonged
pituitary down-regulation injected in the follicular phase (Group 1) or mid-luteal phase
(Group 2) of the menstrual cycle from June 2016 to May 2017. Inclusion criteria were:
(1) all patients were 20–38 years old with infertility due to: salpingemphraxis,
endometriosis, polycystic ovarian syndrome, polycystic ovary, male factors, or idiopathic
causes; (2) a body mass index (BMI) <28 kg/m2; (3) basal serum follicle stimulating
hormone (FSH) <12 IU/L and estradiol (E2) <80 pg/mL were determined on the third day
of the cycle. Uterine abnormalities such as müllerian malformations, fibroids and
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adenomyosis were excluded. Patients that had received any ovulation-induction treatment
within 3 months of study entry were also excluded. Different treatment regimens were
performed simultaneously for the two groups of patients. Before a cycle was initiated,
candidate patients were fully informed with detailed information of both protocols,
including the time-point and duration of down-regulation, the pregnancy rate, and the
potential risk of strong pituitary depression. Based on this information, patients made the
decision to get prolonged pituitary down-regulation in the early follicular phase or in
the mid-luteal phase. All the patients enrolled gave written informed consent for the
whole procedure.

Of the 480 cycles that met the study criteria, 25 cycles in Group 1 and seven cycles in
Group 2 were cancelled because fewer than one oocyte was retrieved, and subsequently
there were no available embryos. An additional 30 cycles in Group 1 and 21 cycles
in Group 2 were canceled because a freeze-all of the embryos was performed. Therefore,
265 cycles of Group 1 and 132 cycles of Group 2 were observed (Fig. 1).

COH and IVF/ICSI procedure
Pituitary desensitization was achieved with a single full-dose injection of 3.75 mg
(Triptorelin; Ferring, Kiel, Germany) during the follicular phase of the menstrual cycle in
Group 1, in which ovarian stimulation would occur 32–38 days later. In Group 2, pituitary
down-regulation was started in the mid-luteal phase with a full dose of 3.75 mg triptorelin,
and COH with gonadotropin would commence from 32 to 38 days after the single
GnRH-a injection.

Successful pituitary down-regulation was confirmed after finding no antral follicles
larger than eight mm, E2 concentration less than 50 pg/mL, serum LH levels less than
five IU/L, and endometrium thickness less than five mm. COH with recombinant
FSH (Gonal-F; Merck Serono, Aubonne, Switzerland) was started at one to four ampules
(75–300 IU) and the dosage was adjusted according to patients’ BMI, antral follicular
count (AFC), basal FSH level and follicular growth response. Transvaginal ultrasound and
serum E2, LH and P levels were used to monitor ovarian response. Recombinant LH
(r-LH) (recombinant-LH; Merck Serono, Aubonne, Switzerland) was added at the late
stage of follicular growth when the LH level was <0.5 IU/L with the dosage of 75 IU r-LH.
One dose of 5,000–10,000 IU human chorionic gonadotropin (hCG; Livzon, Guangdong,
China) was given when at least two follicles reached 18 mm in mean diameter under
ultrasonograph. Oocytes were retrieved 34–36 h later via vaginal ultrasound.

Oocytes were fertilized by IVF or ICSI 4–6 h after oocyte retrieval. Embryos were
incubated at 37 �C under humidified gas phase of a mixture of 6% CO2, 4% O2

and 90% N2. Embryo score was performed as described (Alpha Scientists in Reproductive
Medicine and ESHRE Special Interest Group of Embryology, 2011). Normal fertilization
was confirmed by the presence of two pronuclear and two polar bodies 16–18 h
post-insemination. Cleavage-stage embryo score was based on the number of blastomeres,
blastomere size and the proportion of fragments. Morulae-stage embryos were assessed
on the basis of the proportion of compaction. Blastocyst scoring was consisted of
the expansion stage of blastocyst cavity expansion, density, cell number of inner cell mass
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and the cohesion as well as regularity of trophectoderm (Alpha Scientists in Reproductive
Medicine and ESHRE Special Interest Group of Embryology, 2011). Embryo transfer
was determined according to the embryo quality, the state of endometrium and the
physician’s convenience. Under the guidance of abdominal ultrasound, embryo transfer
was performed with at least one good quality embryo at the specific developmental
stage. Luteal phase support was sustained with micronized progesterone (Utrogestan;
Capsugel, Besins Manufacturing Belgium, Bruxelles, Belgium), 200 mg orally
administrated per day, and progesterone vaginal gel prolonged release (Crinone; Merck
Serono, Hertfordshire, United Kingdom), 90 mg each day from the day of oocyte retrieval.
Procedures of Group 1 and Group 2 were shown in Figs. 2 and 3 respectively. Serum
β-hCG determination was performed 14 days after cleavage-stage embryo transfer, or

Patients met study criteria

N=320 (100%) in early follicular phase

N=160 (100%) in mid-luteal phase

Patients undergoing oocyte retrieval

N=300 (93.75%) in early follicular phase

N=155 (96.87%) in mid-luteal phase

Patients undergoing ET

N=295 (92.19%) in early follicular phase

N=153 (95.62%) in mid-luteal phase

Less than one oocyte retrieved

N=20 (6.25%) in early follicular phase

N=5 (3.13%) in mid-luteal phase

No embryo available

N=5 (1.56%) in early follicular phase

N=2 (1.25%) in mid-luteal phase

Patients undergoing fresh ET

N=265 (82.81%) in early follicular phase

N=132 (82.49%) in mid-luteal phase

All embyros cryopreserved

N=30 (9.38%) in early follicular phase

N=21 (13.13%) in mid-luteal phase

Figure 1 Flow chart describing drop out of enrolled patients. Of the 480 cycles eligible for the study,
20 cycles in Group 1 and five cycles in Group 2 were canceled because fewer than one oocyte was
obtained; five cycles in Group 1 and two cycles in Group 2 were cancelled because of no available
embryos. Finally, another 30 cycles in Group 1 and 21 cycles in Group 2 were canceled due to the freezing
all of the embryos. So 265 cycles in Group 1 and 132 cycles in Group 2 were observed.

Full-size DOI: 10.7717/peerj.6837/fig-1
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12 days after blastocyst transfer. Clinical pregnancy was defined as a transvaginal
ultrasound detection of gestational sac(s) with pulsating heart beats 4–5 weeks after
embryo transfer. Implantation rate was calculated as the ratio of the number of gestational
sac(s) over the number of transferred fresh embryos. Early abortion was defined as a
clinical pregnancy failing to reach the 12th gestational week. Ongoing pregnancy was
defined as a clinical pregnancy that reached more than 12 gestational weeks.

Statistical analysis
The demographic data of the infertile patients, serum hormonal levels, stimulation
requirements and clinical outcome variables were all compared between the two groups.
Analysis was performed with SPSS (version 22.0; IBM, Armonk, NY, USA).
Independent samples t-test or Mann–Whitney test were used for continuous variables.
Dichotomous variables were analyzed by Chi-square test or Fisher’s exact test as required.
Multivariable logistic regression analysis was used to test the association between the
selected variables and the probability of live-birth rates. In all analysis, P < 0.05 was
considered statistically significant.

RESULTS
The general characteristics of the patients of both groups were comparable. The average
age (30.58 ± 3.57 vs. 31.14 ± 4.18 yrs) and the mean duration of infertility (3.58 ± 2.44 vs.
3.80 ± 2.62 yrs) were similar in both groups. There were no significant differences in
the BMI (BMI: 21.28 ± 2.56 vs. 21.79 ± 2.65) nor the proportion of primary infertility
between the two groups. The basal FSH level of Group 1 was less than that of Group 2,
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Triptorelin
3.75mg

Pituitary downregulation
by ultrasound scan and
serum E2, LH, P

COH procedure

hCG

Oocyte
retrieval

Luteal phase support

Period

Start with Gn
of 75-300 IU

Embyro transfer

Figure 2 Flow chart of GnRH agonist prolonged regimen in Group 1.One depot of 3.75 mg Triptorelin
was injected from 1st to 3rd days of the menstrual cycle, in which ovarian stimulation with 75–300 IU
Gns would start 32–38 days later along with confirmation of pituitary downregulation. COH procedure
was adjusted according to patients’ ovarian response. One dose of hCG was given when at least two
follicles reached 18 mm in mean diameter, and then oocytes were retrieved 34–36 h later. After that,
embryo transfer was performed 2–5 days later. Luteal phase support was sustained from the day of oocyte
retrieval. (COH, controlled ovarian hyperstimulation; E2, estradiol; Gns, gonadotropins; hCG, human
chorionic gonadotrophin; LH, luteinizing hormone; P, progesterone).

Full-size DOI: 10.7717/peerj.6837/fig-2
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though without significant difference between the patient cohorts (Table 1). There was
more AFC on the day COH commenced in Group 1 (14.68 ± 5.57 vs. 12.61 ± 5.64,
P¼ 0.001; Table 1). Considering the basal FSH level and AFC, the ovarian reserve function
of Group 1 was better than that of Group 2. The average serum LH, E2 and P levels were
similar in both groups 32–38 days after pituitary desensitization. The serum LH, P, E2
levels and endometrial thickness were equivalent on the day of hCG in both groups.
The duration of ovarian simulation and the total dosage of ovarian stimulating drug were
similar in both treatment protocols (Table 1).

The number of oocytes retrieved, fertilized, and cleaved, and the number of good quality
embryos in both procedures were similar. However, the ratio of fertilization and cleavage
was significantly different between treatment groups (68.81% (2,116/3,075) vs. 65.67%
(1,058/1,611) P ¼ 0.03), (97.26% (2,058/2,116) vs. 94.61% (1,001/1,058) P < 0.001)
(Table 2). The rate of ovarian cyst formation was higher in Group 1 (6.42% (17/265) vs.
0% (0/132) P ¼ 0.003) (Table 2).

Clinical pregnancy, embryo transfer, ongoing pregnancy, early abortion and live birth
rates were comparable between treatment protocols. The incidence of severe ovarian
hyperstimulation syndrome (OHSS) at an early stage was not significantly different
between groups. The proportion of freezing all embryos was equivalent in both groups,
10.17% vs. 13.73% (Table 2).

We divided Group 1 into two subgroups, with and without cyst development, and
compared their laboratory and clinical outcomes. The proportion of good quality
embryos, clinical pregnancy rate, ongoing pregnancy rates, early abortion rate and live
birth rate were all higher in the cyst subgroup, but the differences were not statistically
significant (Table 3). The average E2 level on the starting day in the cyst subgroup
(28.71 ± 11.20 pg/mL) was more comparable than that in the non-cyst subgroup.
Only one patient’s E2 level on the starting day was more than 50 pg/mL not shown in

21 22 23 24 ..... 50 51 52 53 54 55 56 57 58 59 60 61 62 63 64 65 66 67 68 69 70 71 72 73 74 .......
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Figure 3 Flow chart of GnRH agonist prolonged regimen in Group 2. One depot of 3.75 mg Trip-
torelin was injected from mid-luteal phase of last menstrual cycle, the rest procedures were similar to
those of Group 1. COH, controlled ovarian hyperstimulation; E2, estradiol; Gns, gonadotropins; hCG,
human chorionic gonadotrophin; LH, luteinizing hormone; P, progesterone.

Full-size DOI: 10.7717/peerj.6837/fig-3
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Table 3. Initial and total doses of FSH were higher in the cyst subgroup, but there was no
statistical difference (Table 3).

To evaluate the contribution of different time-points of down-regulation on the
difference in live-birth rate, a multivariate logistic regression model was used to analyze
some related confounding factors. The variables were basal FSH levels, AFC, P, LH
and E2 levels on the commencing day of stimulation, and endometrial thickness on the day
of hCG. Moreover, other factors (age, BMI, progesterone elevation on the hCG day,
number of good quality embryos on day 3) were also selected based on clinical experiences,
though they were similar in both cohorts. The Hosmer–Lemshow goodness-of-fit
Chi-square test statistic was 4.099 (P ¼ 0.848), which suggested that the multivariable

Table 1 Patients’ basic characteristics and stimulation variables of the two groups.

Group 1 (n ¼ 265) Group 2 (n ¼ 132) P-value

Patient characteristics

Classifications of infertility 0.915

Primary infertility %(n) 44.15 (117/265) 43.18 (57/132) 0.855

Secondary infertility %(n) 55.85 (148/265) 56.82 (75/132) 0.855

Age (years) 30.58 ± 3.57 31.14 ± 4.1858 0.134

BMI (Kg/m2) 21.28 ± 2.56 21.79 ± 2.65 0.063

Infertility durations (years) 3.58 ± 2.44 3.80 ± 2.62 0.998

IVF testifies

Female infertility %(n) 48.68 (129/265) 43.94 (58/132) 0.373

Polycystic ovary syndrome %(n) 8.30 (22/265) 3.03 (4/132) 0.052

Endometriosis %(n) 10.18 (27/265) 4.55 (6/132) 0.056

Male infertility %(n) 16.98 (45/265) 14.39 (19/132) 0.509

Couple reasons %(n) 28.67 (76/265) 39.39 (42/132) 0.519

Unkown reasons %(n) 5.67 (15/265) 2.28 (3/132) 0.126

Basic hormones on the day 3

D3 LH (IU/L) 4.24 ± 2.48 4.18 ± 1.92 0.373

D3 FSH (IU/L) 5.90 ± 1.68 6.22 ± 1.78 0.085

D3 E2 (pg/mL) 44.56 ± 14.12 45.80 ± 16.01 0.432

On the commencing day

LH level (IU/L) 0.49 ± 0.24 0.46 ± 0.33 0.082

E2 level (pg/mL) 29.26 ± 12.19 26.90 ± 9.91 0.121

P4 level (ng/mL) 0.35 ± 0.17 0.42 ± 0.22 0.373

Antral follicular count (n) 14.68 ± 5.57 12.61 ± 5.64 0.001

On the day of hCG

LH level (IU/L) 0.63 ± 0.43 0.60 ± 0.54 0.583

E2 level (pg/mL) 1,994.03 ± 1,220.48 2,046.86 ± 1,128.08 0.756

P4 level (ng/mL) 0.54 ± 0.32 0.77 ± 1.84 0.536

Endometrial thickness (mm) 11.37 ± 2.03 11.32 ± 2.26 0.264

Initial dose of FSH (IU/day) 166.09 ± 53.81 168.56 ± 50.01 0.530

Days of stimulation (days) 11.51 ± 3.55 12.41 ± 3.01 0.282

Total dose of FSH (IU) 2,243.97 ± 1,070.13 2,440.08 ± 1,039.48 0.156
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model was a good fit (P > 0.05). Adjusted by the previously mentioned potential
confounding factors, the odds ratio of prolonged down-regulation in the early follicular
phase vs. mid-luteal phase on the live-birth rate was 1.040 (95% confidence interval
[0.997–1.084]).

DISCUSSION
As expected and suggested by some researchers, a long-acting protocol with a full-dose of
GnRH-a caused pituitary side effects, inhibited ovarian steroidogenesis, and affected
the differentiation of granulosa cells (Dor et al., 2000; Metallinou et al., 2012). One review
(Albuquerque et al., 2013) indicated that using a long-acting GnRH-a for pituitary
down-regulation required more gonadotropins and a higher duration of ovarian
stimulation. However, our data showed that the total dosage of gonadotropins in our study
was lower in Group 1, 2,243 IU vs. 2,440 IU in Group 2, both of which were slightly
lower or similar to that of one-third or one-half dose of the GnRH-a depot published by
certain studies (Chen et al., 2016). That means a full-dose of GnRH agonist would not
drastically increase the economic burden for patients. In addition, the effective duration of

Table 2 Laboratory and clinical outcomes of the two groups.

Group 1 (n ¼ 265) Group 2 (n ¼ 132) P-value

Laboratory outcomes

IVF %(n) 64.15 (170/265) 70.45 (93/132) 0.211

ICSI %(n) 27.17 (72/265) 18.18 (24/132) 0.062

IVF/ICSI %(n) 8.68 (23/265) 11.36 (15/132) 0.392

No. of oocytes retrieved 11.60 ± 5.49 12.20 ± 4.91 0.288

No. of 2PNs per cycle 7.98 ± 4.31 8.02 ± 3.87 0.946

No. of cleavage per cycle 7.77 ± 4.28 7.58 ± 3.78 0.678

No. of good quality embryos per cycle 4.19 ± 3.20 4.08 ± 3.05 0.745

Rate of fertilized eggs %(n) 68.81 (2,116/3,075) 65.67 (1,058/1,611) 0.030

Rate of cleavage %(n) 97.26 (2,058/2,116) 94.61 (1,001/1,058) <0.001

Rate of good quality D3 embyros %(n) 50.73 (1,111/2,190) 50.99 (539/1,057) 0.911

Clinical outcomes

No. Embryos transfer 2.03 ± 0.34 1.95 ± 0.31 0.904

D2–D3 % (mean days) 73.20 (2.97 ± 0.16) 63.42 (2.96 ± 0.21) 0.091

D4–D5 % (mean days) 26.80 (4.35 ± 0.48) 36.58 (4.40 ± 0.50) 0.383

Clinical pregnancy rate %(n) 60.38 (160/265) 61.36 (81/132) 0.913

Ongoing pregnancy rate %(n) 57.74 (153/265) 57.58 (76/132) 1.000

Live birth rate %(n) 56.23 (149/265) 57.58 (76/132) 0.830

Early abortion rate %(n) 2.64 (7/265) 3.79 (5/132) 0.543

Implantation rate %(n) 41.15 (221/537) 45.91 (118/257) 0.220

Ovarian cyst formation rate %(n) 6.42 (17/265) 0 (0/132) 0.003

Rate of severe early OHSS %(n) 1.89 (5/265) 2.27 (3/132) 0.797

Rate of E2 > 4,000 (pg/mL) on the day
of hCG %(n)

6.04 (16/265) 7.56 (10/132) 0.560

Rate of all embyro cryopreserved %(n) 10.17 (30/295) 13.73 (21/153) 0.664
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gonadotropins with respect to ovarian stimulation was 11.51 days for Group 1 vs.
12.41 days for Group 2, which was similar to the duration of half-dose of GnRH agonist in
long-acting regimens (Ren et al., 2013). Moreover, the clinical and ongoing pregnancy
rates achieved in this study were higher than those of procedures involving one-half dose
or one-third dose of GnRH-a (Chen et al., 2016).

Optimal serum LH concentrations at the beginning of ovarian stimulation after
pituitary down-regulation with GnRH agonist is neither <0.1 IU/L nor >1 IU/L, which are

Table 3 Data comparison between cyst and non-cystic subgroups in Group 1.

Cyst subgroup
(n ¼ 17)

Non-cyst subgroup
(n ¼ 248)

P-value

Basic situation

Age (years) 31.39 ± 2.98 30.53 ± 3.61 0.333

BMI (Kg/m2) 20.92 ± 2.24 21.31 ± 2.59 0.351

Infertility durations (years) 4.18 ± 3.34 3.54 ± 2.37 0.303

Basic hormones on cycle day 3

D3 LH (IU/L) 5.17 ± 2.97 4.18 ± 2.44 0.109

D3 FSH (IU/L) 6.28 ± 1.77 5.87 ± 1.68 0.336

D3 E2 (pg/mL) 49.58 ± 15.67 44.22 ± 13.95 0.130

On the commencing day

LH level (IU/L) 0.54 ± 0.22 0.49 ± 0.25 0.379

E2 level (pg/mL) 28.71 ± 11.20 29.30 ± 12.28 0.847

P4 level (ng/mL) 0.33 ± 0.15 0.36 ± 0.18 0.624

Antral follicular count (n) 12.88 ± 5.49 15.01 ± 5.56 0.128

On the day of hCG

LH level (IU/L) 0.54 ± 0.27 0.64 ± 0.44 0.343

E2 level (pg/mL) 1,609.00 ± 1,276.31 2,020.42 ± 1,214.77 0.179

P4 level (ng/mL) 0.58 ± 0.41 0.54 ± 0.31 0.555

Endometrial thickness (mm) 11.45 ± 2.49 11.37 ± 2.00 0.875

Initial dose of FSH (IU/day) 183.82 ± 54.44 164.93 ± 53.59 0.161

Days of stimulation (days) 11.88 ± 1.54 11.48 ± 3.65 0.652

Total dose of FSH (IU) 2,585.29 ± 950.25 2,220.57 ± 1,075.61 0.174

Laboratory data

No. of oocytes retrieved 11.00 ± 4.89 11.65 ± 5.53 0.640

No. of 2PNs per cycle 7.41 ± 4.42 8.02 ± 4.31 0.572

No. of cleavage per cycle 7.35 ± 4.33 7.78 ± 4.28 0.682

No. of good quality embryos per cycle 4.41 ± 3.34 4.18 ± 3.20 0.771

Rate of good quality embyros %(n) 53.96 (75/139) 50.51 (1,036/2,051) 0.483

Clinical outcomes

Clinical pregnancy rate %(n) 82.35 (14/17) 58.87 (146/248) 0.072

Ongoing pregnancy rate %(n) 76.47 (13/17) 56.45 (140/248) 0.131

Live birth rate %(n) 76.47 (13/17) 54.84 (136/248) 0.082

Early abortion rate %(n) 5.88 (1/17) 2.42 (6/248) 0.375

Rate of E2 > 4,000 (pg/mL) on the
day of hCG %(n)

5.88 (1/17) 6.05 (15/248) 0.978
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the levels of LH required in follicular development (Shahrokh Tehraninejad et al., 2017;
Mochtar et al., 2017). Excessive pituitary suppression, meaning less than 0.1 IU/L
serum LH levels, requires exogenous LH to increase the number of mature oocytes and
good quality embryos (Razi et al., 2014; Shahrokh Tehraninejad et al., 2017). In contrast,
insufficient pituitary suppression, meaning more than one IU/L of serum LH
concentration, has been proven to have adverse impacts on oocyte and embryo quality and
reduces embryo implantation potential and clinical pregnancy rates (Loumaye et al., 1989).
Our data showed that serum LH levels at 32–38 days of pituitary suppression were
0.46–0.49 IU/L, appropriate LH concentrations for starting COH.

Our data simultaneously showed that serum LH concentrations on the day of hCG
injection were low in patients in both procedures, which was similar to the study of
Mao et al. (2014), indicating positive endometrial receptivity. However, little is known
about the effects of LH on the endometrium regarding activation in IVF/ICSI cycles
(Londra et al., 2016). The corresponding risk of severe early OHSS after using a long-acting
GnRH-a protocol was 1–6%, similarly found in our research (Albuquerque et al., 2013).

One of the detrimental effects of using GnRH-a is the formation of ovarian cysts,
which may be either functional or non-functional. In this research, prolonged pituitary
down-regulation throughout the early follicular phase was shown to create many
more ovarian cysts, most of which were non-functional. The pathophysiological
mechanism of cyst formation is unknown so far. However, possible mechanisms have been
published (Feldberg et al., 1989; Pereira et al., 2016; McDonnell, Marjoribanks & Hart,
2014). It is easy for ovarian cysts to form when initiated at the follicular phase, especially in
women with higher basal FSH levels during their menstrual cycle. Some other explanations
could be as follows: the effect of primary flare-up caused by the effect of GnRH-a on
gonadotropins; inadequate suppression of circulated gonadotropins following
hypophyzectomy; and the direct effect of GnRH agonists on ovaries and subsequent
steroidogenesis (Firouzabadi, Sekhavat & Javedani, 2010). Similarly, in this research,
ovarian cyst formation rate was higher in the group in which GnRH-a was administrated
in the early follicular phase. While some studies proposed that ovarian cyst formation
not only compromised the quality of oocytes and embryos but also increased cycle
cancelation rates and decreased pregnancy rates, these results were contrary to our findings
(Qublan et al., 2006).

With one exception, all cysts were nonfunctional. We did not treat non-functional
cysts, although treatments such as draining the cyst via ultrasound-guided cyst puncture
are available. Though the initial dose and total dose of samples were much higher for
the non-cyst subgroup, the rates of good quality embryos, clinical pregnancy rate,
continued pregnancy rates and live birth rate were all slightly but not significantly higher
in the cyst subgroup. These results were consistent with some studies in the literature
(Firouzabadi, Sekhavat & Javedani, 2010; Qublan et al., 2006). Most participants in a
survey of worldwide IVF centers believe that the presence of non-functional ovarian
cysts does not influence the outcome and will therefore start stimulation, while
28% of centers will go forward with the cycle only after aspirating this cyst (Tur-Kaspa &
Fauser, 2013).
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Therefore, we believe that the non-functional ovarian cysts formed after GnRH agonist
do not affect the clinical outcomes. The effect of functional ovarian cysts on clinical
outcomes after GnRH-a usage is controversial. There is insufficient evidence to determine
whether drainage of functional ovarian cysts prior to COH negatively influenced live
birth rate, clinical pregnancy rate, number of follicles recruited or oocytes collected in
women with a functional ovarian cyst (McDonnell, Marjoribanks & Hart, 2014). In this
research, the formation rate of functional ovarian cysts was much lower than that of
nonfunctional cysts.

CONCLUSION
In conclusion, our data suggested that prolonged pituitary down-regulation in the early
follicular phase can be as equally effective as that in the mid-luteal phase in fresh
IVF/ICSI-ET cycles. Ovarian cyst formation rate was higher in the follicular phase group,
while this group still showed comparable efficiency in the results of IVF performance
and clinical outcomes. Additional well-designed randomized trials that compare
long-acting GnRH agonists injected in the follicular phase and in the mid-luteal phase
are expected to demonstrate good IVF/ICSI outcomes.

ADDITIONAL INFORMATION AND DECLARATIONS

Funding
This work was supported by the Key Scientific and Technological Innovation Team
Foundation of Wenzhou, Zhejiang, China (No. C20170007). The funders had no role
in study design, data collection and analysis, decision to publish, or preparation of
the manuscript.

Grant Disclosures
The following grant information was disclosed by the authors:
Key Scientific and Technological Innovation Team Foundation of Wenzhou, Zhejiang,
China: C20170007.

Competing Interests
The authors declare that they have no competing interests.

Author Contributions
� Yingfen Ying performed the experiments, analyzed the data, contributed reagents/
materials/analysis tools, prepared figures and/or tables, authored or reviewed drafts of
the paper, approved the final draft.

� Tanchu Yang analyzed the data, approved the final draft.
� Huina Zhang contributed reagents/materials/analysis tools, approved the final draft.
� Chang Liu prepared figures and/or tables, approved the final draft.
� Junzhao Zhao conceived and designed the experiments, approved the final draft.

Ying et al. (2019), PeerJ, DOI 10.7717/peerj.6837 11/14

http://dx.doi.org/10.7717/peerj.6837
https://peerj.com/


Human Ethics
The following information was supplied relating to ethical approvals (i.e., approving body
and any reference numbers):

This retrospective study was approved by the ethics committee of the Second Affiliated
Hospital of Wenzhou Medical University (L-2018–19).

Data Availability
The following information was supplied regarding data availability:

Raw data is available in the Supplemental Files.

Supplemental Information
Supplemental information for this article can be found online at http://dx.doi.org/10.7717/
peerj.6837#supplemental-information.

REFERENCES
Albuquerque LE, Tso LO, Saconato H, Albuquerque MC, Macedo CR. 2013. Depot versus

daily administration of gonadotrophin-releasing hormone agonist protocols for pituitary
down regulation in assisted reproduction cycles. Cochrane Database of Systematic Reviews
31(1):CD002808 DOI 10.1002/14651858.CD002808.pub3.

Alpha Scientists in Reproductive Medicine and ESHRE Special Interest Group of Embryology.
2011. The Istanbul consensus workshop on embryo assessment: proceedings of an expert
meeting. Human Reproduction 26(6):1270–1283 DOI 10.1093/humrep/der037.

Broekmans FJ, Bernardus RE, Berkhout G, Schoemaker J. 1992. Pituitary and ovarian
suppression after early follicular and mid-luteal administration of a LHRH agonist in a depot
formulation: decapeptyl Cr. Gynecological Endocrinology 6(3):153–161
DOI 10.3109/09513599209015549.

Cai J, Liu L, Zheng J, Zhang L, Jiang X, Li P, Sha A, Ren J. 2018. Differential response of
AMH to GnRH agonist among individuals: the effect on ovarian stimulation outcomes.
Journal of Assisted Reproduction and Genetics 35(3):467–473
DOI 10.1007/s10815-017-1095-z.

Chen X, Feng S-X, Guo P-P, He Y-X, Liu Y-D, Ye D-S, Chen S-L. 2016. Does lower dose of
long-acting triptorelin maintain pituitary suppression and produce good live birth rate in long
down-regulation protocol for in-vitro fertilization? Journal of Huazhong University of Science
and Technology (Medical Sciences) 36(2):215–220 DOI 10.1007/s11596-016-1569-8.

Cheon KW, Song SJ, Choi BC, Lee SC, Lee HB, Yu SY, Yoo KJ. 2008. Comparison of clinical
efficacy between a single administration of long-acting gonadotrophin-releasing hormone
agonist (GnRHa) and daily administrations of short-acting GnRHa in in vitrofertilization-
embryo transfer cycles. Journal of Korean Medical Science 23(4):662–666
DOI 10.3346/jkms.2008.23.4.662.

Dor J, Bider D, Shulman A, Levron J, Shine S, Mashiach S, Rabinovici J. 2000. Effects of
gonadotrophin-releasing hormone agonists on human ovarian steroid secretion in vivo and in
vitro—results of a prospective, randomized in-vitro fertilization study. Human Reproduction
15(6):1225–1230 DOI 10.1093/humrep/15.6.1225.

Feldberg D, Ashkenazi J, Dicker D, Yeshaya A, Goldman GA, Dicker D, Goldman JA. 1989.
Ovarian cyst formation: a complication of gonadotropin-relasing hormone agonist therapy.
Fertility and Sterility 51(1):42–45 DOI 10.1016/S0015-0282(16)60425-9.

Ying et al. (2019), PeerJ, DOI 10.7717/peerj.6837 12/14

http://dx.doi.org/10.7717/peerj.6837#supplemental-information
http://dx.doi.org/10.7717/peerj.6837#supplemental-information
http://dx.doi.org/10.7717/peerj.6837#supplemental-information
http://dx.doi.org/10.1002/14651858.CD002808.pub3
http://dx.doi.org/10.1093/humrep/der037
http://dx.doi.org/10.3109/09513599209015549
http://dx.doi.org/10.1007/s10815-017-1095-z
http://dx.doi.org/10.1007/s11596-016-1569-8
http://dx.doi.org/10.3346/jkms.2008.23.4.662
http://dx.doi.org/10.1093/humrep/15.6.1225
http://dx.doi.org/10.1016/S0015-0282(16)60425-9
http://dx.doi.org/10.7717/peerj.6837
https://peerj.com/


Firouzabadi RD, Sekhavat L, Javedani M. 2010. The effect of ovarian cyst aspiration on
IVF treatment with GnRH. Archives of Gynecology and Obstetrics 281(3):545–549
DOI 10.1007/s00404-009-1195-9.

Gao J, Xu Y-W, Miao B-Y, Zhou C-Q. 2014. Self-control study on reduced-dose depot versus daily
administration of gonadotrophin-releasing hormone agonists for pituitary desensitization in in
vitro fertilization cycles. Journal of Obstetrics and Gynaecology Research 40(7):1901–1906
DOI 10.1111/jog.12417.

Haydardedeoğlu B, Kılıçdağ EB. 2016. A novel approach using a minimal number of injections
during the IVF/ICSI cycle: Luteal half-dose depot GnRH agonist following corifollitropin alfa
versus the corifollitropin alfa with a GnRH-antagonist cycle. Journal of the Turkish German
Gynecological Association 17(3):155–158 DOI 10.5152/jtgga.2016.16015.

Liao C, Huang R, Scherer RW, Liang X-Y. 2015. Prognostic factors associated with clinical
pregnancy in in vitro fertilization using pituitary down-regulation with depot and daily low-dose
luteal phase gonadotropin releasing hormone agonists: a single center’s experience.
Journal of Human Reproductive Sciences 8(1):30–36 DOI 10.4103/0974-1208.153124.

Londra L, Moreau C, Strobino D, Bhasin A, Zhao Y. 2016. Is the type of gonadotropin-releasing
hormone suppression protocol for ovarian hyperstimulation associated with ectopic pregnancy
in fresh autologous cycles for in vitro fertilization? Fertility and Sterility 106(3):666–672
DOI 10.1016/j.fertnstert.2016.05.019.

Loumaye E, Vankrieken L, Depreester S, Psalti I, De Cooman S, Thomas K. 1989.
Hormonal changes induced by short-term administration of gonadotropin-releasing
hormone agonist during ovarian hyperstimulation for in vitro fertilization and their
consequences for embryo development. Fertility and Sterility 51(1):105–111
DOI 10.1016/S0015-0282(16)60437-5.

Mao G-H, Feng Z, He Y, Huang Y-R. 2014. Comparisons of the effects of long-acting and
short-acting GnRH agonists on embryo quality, endometrial thickness and pregnancy rate
in human in vitro fertilization. Archives of Medical Science 10(1):161–166
DOI 10.5114/aoms.2014.40743.

Martínez F, Clua E, Devesa M, Rodríguez I, Arroyo G, González C, Solé M, Tur R, Coroleu B,
Barri PN. 2014. Comparison of starting ovarian stimulation on day 2 versus day 15 of the
menstrual cycle in the same oocyte donor and pregnancy rates among the corresponding
recipients of vitrified oocytes. Fertility and Sterility 102(5):1307–1311
DOI 10.1016/j.fertnstert.2014.07.741.

McDonnell R, Marjoribanks J, Hart RJ. 2014. Ovarian cyst aspiration prior to in vitro
fertilization treatment for subfertility. Cochrane Database Systematic Reviews
2014(12):CD005999 DOI 10.1002/14651858.CD005999.

Metallinou C, Köster F, Diedrich K, Nikolettos N, Asimakopoulos B. 2012. The effects of
cetrorelix and triptorelin on the viability and steroidogenesis of cultured human granulosa
luteinized cells. Vivo 26(5):835–839.

Mochtar MH, Danhof NA, Ayeleke RO, Van Der Veen F, Van Wely M. 2017. Recombinant
luteinizing hormone (rLH) and recombinant follicle stimulating hormone (rFSH) for ovarian
stimulation in IVF/ICSI cycles. Cochrane Database of Systematic Reviews 5(5):CD005070
DOI 10.1002/14651858.CD005070.pub3.

Pereira N, Amrane S, Hobeika E, Lekovich JP, Chung PH, Rosenwaks Z. 2016.
Cyst aspiration or GnRH antagonist administration for ovarian cysts detected at the
start of fresh in vitro fertilization cycles. Gynecol Endocrinol 32(7):562–565
DOI 10.3109/09513590.

Ying et al. (2019), PeerJ, DOI 10.7717/peerj.6837 13/14

http://dx.doi.org/10.1007/s00404-009-1195-9
http://dx.doi.org/10.1111/jog.12417
http://dx.doi.org/10.5152/jtgga.2016.16015
http://dx.doi.org/10.4103/0974-1208.153124
http://dx.doi.org/10.1016/j.fertnstert.2016.05.019
http://dx.doi.org/10.1016/S0015-0282(16)60437-5
http://dx.doi.org/10.5114/aoms.2014.40743
http://dx.doi.org/10.1016/j.fertnstert.2014.07.741
http://dx.doi.org/10.1002/14651858.CD005999
http://dx.doi.org/10.1002/14651858.CD005070.pub3
http://dx.doi.org/10.3109/09513590
http://dx.doi.org/10.7717/peerj.6837
https://peerj.com/


Qublan HS, Amarin Z, Tahat YA, Smadi AZ, Kilani M. 2006. Ovarian cyst formation following
GnRH agonist administration in IVF cycles: incidence and impact. Human Reproduction
21(3):640–644 DOI 10.1093/humrep/dei371.

Razi MH, Mohseni F, Dehghani Firouzabadi R, Janati S, Yari N, Etebary S. 2014. Results from
adding recombinant LH for assisted reproductive technology treatment: a randomized control
trial. Iranian Journal of Reproductive Medicine 12(2):111–116.

Ren J, Sha A, Han D, Li P, Geng J, Ma C. 2014. Does prolonged pituitary down-regulation with
gonadotropin-releasing hormone agonist improve the live-birth rate in in vitro fertilization
treatment? Fertility and Sterility 102(1):75–81 DOI 10.1016/j.fertnstert.2014.03.030.

Ren Y, Yang S, Yang R, Li R, Chen XN, Wang HY, Ma CH, Liu P, Qiao J. 2013. Comparison of
gonadotropin releasing hormone agonist long protocol and gonadotropin releasing hormone
antagonist protocol in infertile women. Beijing Da Xue Xue Bao Yi Xue Ban 45(6):877–881.

Shahrokh Tehraninejad E, Farshbaf Taghinejad M, Hossein Rashidi B, Haghollahi F, Vali-e-Asr
Reproductive Health Research Center, Tehran University of Medical Sciences, Tehran, Iran.
2017. Controlled ovarian stimulation with r-FSH plus r-LH vs. HMG plus r-FSH in patients
candidate for IVF/ICSI cycles: An RCT. International Journal of Reproductive BioMedicine (Yazd)
15(7):435–440 DOI 10.29252/ijrm.15.7.435.

Siristatidis CS, Gibreel A, Basios G, Maheshwari A, Bhattacharya S. 2015. Gonadotrophin-
releasing hormone agonist protocols for pituitary suppression in assisted reproduction.
Cochrane Database of Systematic Reviews 9(11):CD006919
DOI 10.1002/14651858.CD006919.pub4.

Tur-Kaspa I, Fauser BCJM. 2013. Results: the use of GnRH agonist in IVF protocols. Available at
https://ivf-worldwide.com/survey/the-use-of-gnrh-agonist-in-ivf-protocols/ results-the-use-of-
gnrh-agonist-in-ivf-protocols.html.

Xiao J-S, Su C-M, Zeng X-T. 2014. Comparisons of GnRH antagonist versus GnRH agonist
protocol in supposed normal ovarian responders undergoing IVF: a systematic review and
meta-analysis. PLOS ONE 9(9):e106854 DOI 10.1371/journal.pone.0106854.

Ying et al. (2019), PeerJ, DOI 10.7717/peerj.6837 14/14

http://dx.doi.org/10.1093/humrep/dei371
http://dx.doi.org/10.1016/j.fertnstert.2014.03.030
http://dx.doi.org/10.29252/ijrm.15.7.435
http://dx.doi.org/10.1002/14651858.CD006919.pub4
https://ivf-worldwide.com/survey/the-use-of-gnrh-agonist-in-ivf-protocols/results-the-use-of-gnrh-agonist-in-ivf-protocols.html
https://ivf-worldwide.com/survey/the-use-of-gnrh-agonist-in-ivf-protocols/results-the-use-of-gnrh-agonist-in-ivf-protocols.html
http://dx.doi.org/10.1371/journal.pone.0106854
http://dx.doi.org/10.7717/peerj.6837
https://peerj.com/

	Prolonged pituitary down-regulation with full-dose of gonadotropin-releasing hormone agonist in different menstrual cycles: a retrospective cohort study ...
	Introduction
	Materials and Methods
	Results
	Discussion
	Conclusion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /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 /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /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 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (None)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /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 true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /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 true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


