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Abstract
Background The oil-soluble contrast medium used in hysterosalpingography has been shown to have a fertility-
enhancing effect, but the underlying mechanism is unclear, especially regarding the role of window of implantation 
(WOI). This study aimed to assess the endometrial immunological impact of the WOI before and after bathing with 
the oil-soluble contrast medium in women with recurrent implantation failure (RIF).

Methods This descriptive study involved two medical centers between December 18, 2019, and December 30, 2020. 
We included infertile women who underwent three or more transfer cycles, cumulative transplantation of at least four 
high-quality cleavage-stage embryos or three high-quality blastocysts without clinical pregnancy, and high-quality 
frozen embryos that were still available for implantation. Patients received 5 ml of ethiodized poppyseed oil bathing, 
endometrial biopsy around bathing, and frozen-thawed embryo transfer (FET) within four menstrual cycles after 
bathing. Patients were excluded if failure to complete anyone. Data on the baseline characteristics and clinical data 
of the FET cycles were collected, and endometrial biopsy specimens were collected in the luteal phase before and 
after bathing and subjected to immunohistochemistry. The number of CD56 and CD138 positive cells and H-score of 
expression of ανβ-3 and HOXA10 in endometrium were collected.

Results Thirty-four patients were initially enrolled in the study; ultimately, twelve patients with a median age of 
32.5 years (range 27–40 years) completed the research. The median number of embryo transfer cycles was three 
(range 3–8). A total of 4 of 12 women (33.33%) were diagnosed with chronic endometritis before oil-soluble contrast 
bathing. After bathing, the median numbers of CD138-positive cells in endometrium decreased from 0.75 (range 
0–13.5) to 0.65 (range 0–6), P = 0.035; additionally, the H-score of expression of ανβ-3 in endometrium increased 
from 148.50 ± 31.63 to 175.58 ± 31.83, P < 0.001. The thickness of the endometrium also significantly increased 
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Introduction
Clinical experience of more than five decades, including 
multiple randomized clinical trials (RCT), suggested that 
oil-based contrast medium has a more significant effect 
than water contrast in hysterosalpingography (HSG) 
[1–3]. The fertility-enhancing effect of oil-based contrast 
medium generally lasts six months [1, 2, 4] or even up to 
5 years [5]. The subgroups of infertile women, including 
those with fertility for women with normal tubal patency 
and unexplained and endometriosis-related infertility 
[4, 6, 7], were the primary beneficiaries. Advanced age, 
ovulation disorders, or high risk for tubal pathology, who 
may benefit, have also attracted increased new attention 
[8]. However, the underlying mechanism of the fertility-
enhancing effect induced by HSG with oil-based contrast 
medium remains unclear.

Oil-based contrast agents, unlike water-based ones, 
are mainly made of iodine-based fatty acids from poppy 
seed oil, and the oil is not miscible in water [9], result-
ing in high viscosity and longer-lasting effects in the 
pelvic and uterine cavity [10]. Some hypotheses indicate 
that the mechanism occurs in the fallopian tube [11], the 
peritoneum [12], or the endometrium [13]. It is thought 
to effectively clear debris from the fallopian tubes that 
might impede fertility, and the significant interaction 
between pain in oil-based contrast medium used in HSG 
and ongoing pregnancy suggests that debris or mucus 
plugs from the proximal part of otherwise regular fal-
lopian tubes are flushed by increasing intrauterine pres-
sure [11]. Izumi, G. showed that oil-soluble contrast 
modulates dendritic cell and regulatory T-cell profiles in 
the peritoneal cavity in an in vivo and in vitro study [12]. 
Multiple studies have shown that oil-soluble contrast 
agents are involved in endometrium immunoregulation. 
Endometrial slides from animal research have shown that 
the number of CD205+ dendritic cells reduces and that 
the number of CD1+ dendritic cells increases following 
oil-soluble contrast medium infusion; these changes in 
uterine dendritic cells may lead to a dampened immune 
response [13]. Oil-soluble contrast also increased the 
number of uterine natural killer cells in the endome-
trium in four women [6]. Our previous studies showed 
that intrauterine bathing with oil medium reduced 

inflammation of the endometrium in a rat model with 
chronic endometritis (CE) by regulating Th1/Th2-type 
cytokine towards Th2 cells [14].

However, most current research primarily focuses on 
analyzing the impact of oil-soluble contrast used in HSG, 
typically conducted during the follicular phase. Few stud-
ies examine its effect on the endometrium during the 
window of implantation (WOI). The status of the endo-
metrium in the WOI plays a vital role in establishing and 
maintaining normal pregnancy [15]. A comprehensive 
analysis of the alterations in endometrial immunoregu-
lation during the WOI is essential for a more thorough 
understanding of how oil-soluble contrast improves 
fertility.

In addition, insufficient and excessive endometrial 
inflammatory responses and maternal immune responses 
during the WOI are proposed to lead to implantation 
failure, including recurrent implantation failure (RIF) 
[15].In 2023, the ESHRE Working Group developed the 
latest recommendation for tailoring recognition of RIF 
to the specific context of each patient; RIF poses a chal-
lenge in the field of Assisted Reproductive Technology 
(ART) clinics. Although some interventions are available 
in clinical practice, they are often implemented without 
a clear biological rationale or evidence of benefit [16]. It 
is crucial to investigate and validate the effectiveness of 
more personalized interventions. While the oil-soluble 
medium has been demonstrated to enhance pregnancy 
outcomes, there is limited research on its application 
in treating RIF. An RCT involving 11 women who had 
a history of RIF in previous in vitro fertilization (IVF) 
treatments, and the results indicated that administering 
lipiodol before transferring fresh embryos did not pro-
vide any discernible benefits for these women [17]. This 
trial involved a fresh transplant cycle, and it is known that 
higher estrogen levels during fresh embryo transfer may 
impact pregnancy outcomes. However, there is limited 
research on the effects of frozen-thawed embryo trans-
fer (FET) cycles. Little attention is given to the thickness 
changes and immunohistological impact on the endome-
trium during WOI regarding oil-soluble contrast bathing.

Given the reasons mentioned above, there is an appar-
ent necessity for a descriptive study to compare the 

(8.90 ± 1.45 mm vs.10.11 ± 1.98 mm, P = 0.005). However, no consistent changes were found in the expression of CD56 
and HOXA10 in the endometrium. Five patients experienced biochemical pregnancies (41.67%), four had clinical 
pregnancies (33.33%), and three achieved live births following oil-soluble contrast bathing (25%).

Conclusions These results suggest that oil-soluble contrast medium bathing decreased CD138-positive cells and 
upregulated expression of ανβ-3 during WOI in patients with RIF. This histological impact of endometrium may result 
in enhanced fertility during FET cycles. Investigating the ability of intrauterine bathing with lower-dosage oil-soluble 
contrast to improve pregnancy in the RIF population is warranted.
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histological changes of the endometrium and pregnancy 
outcomes related to oil-soluble contrast in women with 
RIF. We conducted a descriptive survey of RIF patients 
undergoing FET after intrauterine bathing with oil-solu-
ble contrast instead of studying the effect of oil-soluble 
contrast after routine HSG surgery. Endometrial biopsy 
was performed seven days after ovulation to observe 
histological changes during the WOI before and after 
oil-soluble contrasts bathing in patients with RIF in FET 
cycles. This study’s findings will complement the thera-
peutic mechanisms of oil-soluble contrast bathing to pro-
vide a new approach for treating patients with RIF.

Materials and methods
Before initiating this prospective, descriptive pilot 
study, the Ethics Committee of the Affiliated Hospital 
of Youjiang Medical University for Nationalities and the 
First Affiliated Hospital of Guangxi Medical University 
approved this work.

Patients
This prospective, descriptive pilot study was conducted at 
the reproductive medicine centers of the First Affiliated 
Hospital of Guangxi Medical University and the Affili-
ated Hospital of Youjiang Medical University between 
December 18, 2019, and December 30, 2020. The study 
enrolled patients under the age of 40 who had under-
gone a minimum of four high-quality embryo transfers 
during three fresh or frozen cycles but were unable to 
achieve a clinical pregnancy, and they also had available 
high-quality embryos for further treatment [18]. A con-
venience sample of thirty-four patients with RIF were 
enrolled. The inclusion criteria were as follows: women 
aged 20–40 years with spontaneous menstrual cycles; 
women who had undergone three or more transfer 
cycles, cumulative transplantation of at least four high-
quality cleavage-stage embryos or three high-quality 
blastocysts without clinical pregnancy; and high-quality 
frozen embryos that were still available for implantation, 
with the transferred embryos reaching a morphologi-
cal grade of 622, 3BB or better, according to the Gardner 
scoring criteria. Patients were excluded from participa-
tion if they were unable to complete oil-soluble contrast 
bathing, endometrial biopsy before and after bathing, or 
embryo transfer within four menstrual cycles after bath-
ing; had severe uterine adhesions, a septum uterus, or 
uterine leiomyoma; had hyperthyroidism or hypersensi-
tivity to iodine; had severe heart and lung disease, uncon-
trolled hypertension, or diabetes; had a body mass index 
(BMI) ≥ 28; had pregnancy-related severe diseases, such 
as luteal and thyroid dysfunction; or had any conditions 
that were unstable or unlikely to comply with pregnancy; 
and couples with chromosome abnormalities or males 
with very weak sperm.

Oil-soluble contrast bathing and endometrial biopsy
Uterine bathing with 5  ml of ethiodized poppyseed oil 
(H20160011, Hengrui, China) was carried out 3–7 days 
after menstrual bleeding cessation via a balloon uterine 
catheter or an intrauterine insemination catheter. During 
the luteal phase, both before and after the uterine bath-
ing cycle, an endometrial biopsy was conducted using a 
Pipelle sampler. Precisely, ultrasound monitored ovula-
tion, and the endometrial biopsy was performed seven 
days after ovulation.

Endometrial preparation protocol for FET
Natural cycles, hormone replacement therapy (HRT) 
cycles, and gonadotropin-releasing hormone agonist 
(GnRHa) pretreatment followed by HRT (GnRHa-HRT) 
cycles were the three protocols for FET. Thawing trans-
fer with cleavage-stage or blastocyst-stage embryos was 
carried out 4 and 6 days following ovulation, respectively, 
for the participants with natural cycles. Women under-
going HRT cycles were administered 4–6 mg of estradiol 
between Days 2 and 4 of the menstrual cycle. Endome-
trial thickness was assessed by vaginal ultrasound, and 
the estradiol dosage was increased to 8 mg/d if necessary. 
When endometrial thickness reaches more significant 
than 7 mm, patients received a daily injection of 60 mg 
of progesterone (XianJu Pharma, China) and daily vaginal 
administration of 400 mg of progesterone in soft capsules 
(Utrogestan, Laboratoires Besins International, France). 
During the GnRHa-HRT cycles, patients were adminis-
tered a 3.75 mg GnRHa injection (Diphereline, Ipsen Pty 
Ltd, France) on the second day of their menstrual cycle, 
followed by the commencement of the HRT protocol on 
Day 28. Cleavage- and blastocyst-stage FET, respectively, 
commenced at 4 and 6 days after progesterone admin-
istration, and progesterone was given until a pregnancy 
test was carried out.

Immunohistochemistry (IHC)
Briefly, slides were placed in sodium citrate buffer and 
then heated for 5  min for antigenic retrieval. The slides 
were washed three times for 3  min with PBS. The pre-
pared 3% hydrogen peroxide was added dropwise to 
the tissue and then incubated at room temperature for 
15  min. The sections were incubated with goat serum 
at room temperature for 30  min. The slides were incu-
bated with the primary antibodies against CD56 (Abcam 
237708, 1:1500), CD138 (Abcam 128936, 1:1500), ανβ-3 
(ZENBIO 381872, 1:3000), and Homeobox 10 (HOXA10) 
antibodies (BIOSS-bs2502R, 1:3000) overnight at 4  °C 
and then with secondary antibody at room temperature.

CE was diagnosed if at least one of the 30 randomly 
selected HPFs had five or more CD138-positive plasma 
cells in the endometrial stroma [19]. Five HPFs were ran-
domly chosen, and the number of CD138-positive cells in 
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each field was calculated for 5 fields. The same method 
was used to calculate the number of CD56-positive cells 
in the endometrial stroma. Quantitative analysis of endo-
metrial HOXA10 and ανβ-3 expressions according to the 
H-score was performed as previously described [20].

Outcomes and definitions
The following pregnancy outcomes were evaluated: 
biochemical pregnancy, clinical pregnancy, ongoing 
pregnancy, live birth, and early miscarriage rate. A bio-
chemical pregnancy was described as an elevated serum 
HCG level (> 10 IU/L). A transvaginal ultrasound scan 
confirmed clinical pregnancy 7 weeks after a biochemical 
pregnancy was diagnosed. Ongoing pregnancy is referred 
to as maintaining pregnancy for at least 20 weeks. A 
live birth was the delivery of any newborn after a gesta-
tion period of 28 weeks or more. Early miscarriage was 
defined as the natural termination of the embryo or fetus 
before 12 weeks of gestation.

Data collection
We collected data on the following baseline character-
istics: age, maternal BMI, infertility duration, embryo 
transfer cycles, gravidity, time from bathing to FET, and 
type of infertility. The clinical data of the two FET cycles, 
from the last cycle before oil-soluble contrast bathing to 
the first cycle after bathing, endometrial thickness, and 
endometrial type on the first day of progesterone admin-
istration, and data of pregnancy outcomes were collected.

Statistical analysis
All data analyses were carried out with SPSS Statistics 
version 26.0. Continuous data for normal distribution 
were presented as the mean ± SD, Median, and range 
were used to describe continuous variables for non-nor-
mal distribution, and frequencies and percentages were 
used for categorical variables. The data before and after 

oil-soluble contrast bathing were evaluated using a paired 
Student’s t test or Wilcoxon rank sum test when variables 
were not normally distributed. P values < 0.05 were con-
sidered to indicate statistical significance.

Results
Study population and baseline characteristics
The flow of the study is illustrated in Fig. 1. According to 
the inclusion and exclusion criteria, thirty-four patients 
were enrolled, of whom seven refused the first endome-
trial biopsy and were excluded. Four patients who did not 
complete oil-soluble contrast bathing were also excluded, 
as were ten who refused the second endometrial biopsy 
after bathing. One patient who did not receive FET after 
bathing was excluded. Twelve women were ultimately 
included in the study analysis. Ten patients were treated 
at the Reproductive Medical Center, the First Affili-
ated Hospital of Guangxi Medical University, and two 
at the Affiliated Hospital of Youjiang Medical University 
for Nationalities. The median age was 32.5 years (range 
27–40 years). The median maternal BMI was 22.20  kg/
m² (range 18.89–27.37  kg/m²), and the median infertil-
ity duration was 5.5 years (range 2–16 years). The median 
number of embryo transfer cycles was 3 (range 3–8 
cycles), and the median gravidity was 0 (range 0–4). All 
12 patients underwent oil bathing smoothly and received 
endometrial biopsy before and after bathing, and no 
adverse reactions occurred. Participants spent a median 
of 72 days (range 52–167 days) from oil bathing to FET 
(Table 1).

Impact on endometrium
Before oil-soluble contrast bathing, in 4 of 12 patients 
diagnosed with CE, the CD138 positivity rate was 33.33%. 
After oil-soluble contrast bathing, CD138-positive endo-
metrial stromal cells decreased from 0.75 (range 0–13.5) 
to 0.65 (range 0–6), P = 0.035. Expressions of endometrial 

Fig. 1 Flow of the study. Endometrial biopsy was carried out in the luteal phase of menstrual cycle 1. Uterine bathing with ethiodized poppyseed oil was 
carried out 3–7 days after the cessation of menstrual bleeding in the menstrual cycle 2, an endometrial biopsy was carried out once more in the menstrual 
cycle 3. Freeze-thaw embryo transfer was performed during the menstrual cycle 4–6
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receptivity marker ανβ-3 in the epithelial and glandular 
epithelium of the endometrium were upregulated after 
bathing, and the H-score of ανβ-3 significantly increased 
(148.50 ± 31.63 vs.175.58 ± 31.83, P < 0.001). However, no 
consistent changes were found in expression of CD56 
and HOXA10 in the endometrium after oil-soluble 
contrast bathing, in the number of CD56-positive cells 
(46.09 ± 16.19 vs.49.92 ± 26.05, P > 0.05), or the H-score of 

HOXA10 (110.25 ± 6.53 vs.115.50 ± 8.17, P > 0.05) (Figs. 2 
and 3; Table 2).

FET cycles and pregnancy outcomes
Endometrial thickness on the first day of progester-
one administration in FET cycles increased signifi-
cantly after oil-soluble contrast bathing (8.90 ± 1.45 vs. 
10.11 ± 1.98  mm, P = 0.005), and there was no difference 
in endometrial type between two FET cycles in the same 
patient around the time of oil-soluble contrast bathing 
(Table  2). All twelve patients with RIF underwent FET 
within 4 menstrual cycles after oil-soluble contrast bath-
ing. Five patients had biochemical pregnancies (5/12, 
41.67%), four patients had clinical pregnancies (4/12, 
33.33%), one patient had a miscarriage at 9 weeks of preg-
nancy (1/12, 8.3%), and three patients achieved ongoing 
pregnancies as well as live births after oil-soluble contrast 
bathing (3/12, 25%) (Table 3).

Table 1 Baseline characteristics
Variables Median (range) mean ± SD

(n = 12) (n = 12)
Age (years) 32.5(27–40) 33.33 ± 4.22
Maternal BMI (kg/m²) 22.2(18.89–27.37) 22.05 ± 2.85
Infertility duration (years) 5.5(2–16)
Embryo transfer cycles (cycles) 3(3–8)
Gravidity (numbers) 0.5(0–4)
Time from bathing to FET (days) 72(52–167)
Type of infertility n (%)
   Primary infertility 5(41.7)
   Secondly infertility 7(58.3)
Abbreviations: BMI: Body Mass Index; FET: frozen-thawed embryo transfer

Fig. 2 Oil-soluble contrast bathing decreased the number of CD138-positive cells and upregulated expression of endometrial receptivity marker αvβ-3 
in RIF patients. No consistent changes were found in the expression of CD56 and HOXA10 in the endometrium after oil-soluble contrast bathing
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Discussion
This descriptive study suggests that women with unex-
plained RIF who underwent oil-soluble contrast medium 
bathing experienced increased endometrial thickness, 
reduced CD138 expression, and upregulation of ανβ-3 
expression during the WOI. The clinical pregnancy 
and live birth rates after bathing were 33.33% and 25%, 
respectively. To our knowledge, this is the first descrip-
tive study to describe the immunohistological impact 
before and after oil-based contrast bathing in the WOI, 
and limited data exist regarding the effects of oil-based 
contrast bathing in women with RIF. In 2019, a random-
ized trial conducted in New Zealand and Pune, India, by 
Reilly S. J. et al. showed the effects of oil-soluble contrast 
on the fertility of 11 patients with RIF. For women with 
RIF who previously underwent IVF and received Lipi-
odol via HSG and fresh embryo transfer from the IVF 

Table 2 Comparison of endometrial histology before and after 
oil-soluble contrast bathing
Variables Before 

bathing
After bathing

(n = 12) (n = 12)
Endometrium thickness (mm, 
mean ± SD)

8.90 ± 1.45 10.11 ± 1.98**

Endometrial classification
A, n (%) 6(50%) 8(66.7%)
B, n (%) 6(50%) 4(33.3%)
C, n (%) 0 0
Number of CD138+endometrial 
stromal cells, Median (range)

0.75(0-13.5) 0.65(0–6)*

Number of CD56+endometrial 
stromal cells (mean ± SD)

46.09 ± 16.19 49.92 ± 26.05

H-score of avβ-3 in epithe-
lial and glandular epithelial cells 
(mean ± SD)

148.50 ± 31.63 175.58 ± 31.83***

H-score of HOXA10 in epithe-
lial and glandular epithelial cells 
(mean ± SD)

110.25 ± 6.53 115.5 ± 8.17

*p < 0.05, **p < 0.01, ***P < 0.001; The average number of CD138 and CD56 positive 
cells were counted in 5 nonoverlapping random stromal areas visualized at 400-
fold magnification

Table 3 Pregnancy outcomes after oil-soluble contrast bathing
Variables Oil-soluble contrast bathing

(n = 12)
Biochemical pregnancy rate, n (%) 5(41.67)
Clinical pregnancy rate, n (%) 4(33.33)
Ongoing pregnancy rate, n (%) 3(25)
Live birth rate, n (%) 3(25)
Early miscarriage rate, n (%) 1(8.3)

Fig. 3 Quantitative comparative analysis of immunohistochemical images in patients with RIF. After oil-based bathing, the number of CD138-positive 
cells decreased, *P < 0.05, and the H-score of avβ-3 in epithelial and glandular epithelial cells was statistically significantly increased, ***P < 0.001. (A–D) 
Bathing with oil-soluble contrast reduced CD138-positive cells and increased avβ-3 H-score in RIF patients
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cycle, there was no difference in the live birth rates from 
pregnancies within 6 months [17]. The study exclusively 
focused on clinical pregnancy outcomes in fresh embryo 
transfer and did not include an analysis of the endome-
trium. Unlike their research, our study focused on FET 
cycles without HSG, and the endometrium and hormone 
levels in FET cycles were closer to those in the natural 
physiological state, effectively eliminating the influence 
of the high estrogen levels caused by the fresh embryo 
transfer cycle. In this study, self-control showed a clini-
cal pregnancy rate of 33%. Interestingly, after oil-based 
contrast bathing, the up-regulated expression of receptiv-
ity markers avβ-3 and CE remission in the WOI’s endo-
metrium were observed. The results provide preliminary 
histological confirmation of the regulatory effect of oil-
soluble medium on the endometrial microenvironment 
in women with RIF.

Various factors, such as advanced maternal age and 
a range of maternal or embryo-related factors, may be 
responsible for RIF. Uterine anatomic abnormalities, 
thrombophilia, CE, and immunological factors are among 
the maternal factors [16, 18, 21]. CE involves a continu-
ous inflammation of the endometrium. The incidence 
rate of CE among women who are experiencing infertility 
is between 2.8 and 56.8%, whereas in patients with RIF, it 
ranges from 14 to 67.5%. CE is connected to alterations 
in the immune microenvironment in the endometrium of 
patients with RIF [21]. Moreover, it may adversely affect 
endometrial receptivity, the embryo implantation pro-
cess, and the individual WOI. In this study, four women 
were diagnosed with CE before oil-soluble contrast bath-
ing, and the number of CD138-positive cells significantly 
decreased after bathing. To begin with, iodine in oil-sol-
uble contrast bathing has potent bactericidal effects on 
restoring damaged endometrium [22]. Accordingly, oil-
soluble contrast bathing may have toxic effects on normal 
endometrial cells and can cause edema of endometrial 
stromal cells [14]. These effects may restrain local chronic 
inflammation in the endometrium. Additionally, the 
weak immune response and regulation of dendritic cells 
may be related to the suppression of inflammation. CE 
has detrimental effects on the individual WOI, leading to 
embryo-endometrial asynchrony [23]. It is hypothesized 
that this study’s reduction of CE during the WOI could 
potentially enhance embryo-endometrial synchrony.

Interestingly, no consistent changes were found in the 
expression of CD56 in the endometrium after oil-soluble 
contrast bathing [3]. These results differ from those of 
Johnson NP [13], who reported increased uterine natu-
ral killer cells in the endometrium after lipiodol flush-
ing. The uNK cell population in the endometrium varies 
during the menstrual cycle and is affected by hormonal 
factors. Additionally, there were no discernible differ-
ences in uNK cell levels in the endometrium of patients 

with recurrent pregnancy loss [24]. We hypothesize that 
discrepancies in the research subjects, timing of endo-
metrial sample collection, and the limited sample size 
may have contributed to the inconsistent findings. Future 
studies with larger samples based on WOI are warranted.

Multiple studies have confirmed that oil-based media 
by HSG significantly improves fertility outcomes com-
pared to water-based media [1–3]. Our study used a half-
dose of oil-soluble contrast for HSG for uterine bathing, 
which was different from conventional HSG, and the 
properties of oil-based media on the endometrium of 
the WOI were a key concern. Lier M.C.I. performed an 
RCT in endometriosis patients in which gel was injected 
into the uterus before IVF/intracytoplasmic sperm injec-
tion (ICSI) treatment, and they did not find a favorable 
effect of uterine infusion [25], which suggests that the 
fertility-enhancing effects may be related to the proper-
ties of oil-based media. Lipiodol and ethiodized poppy-
seed oil are clinically available oil-based mediums, and 
Papaver somniferum seeds, the primary raw materials in 
oil-based media agents, contain natural opium [26]. Oil 
contrast agents may act on endometrial opioid recep-
tors, improving endometrial receptivity [27]. In addition, 
endogenous opioid peptides regulate pregnant physiol-
ogy and perform functions by binding to G-protein cou-
pled receptors, including the mu opioid receptor (MOR) 
[28], delta opioid receptor, and kappa opioid receptor in 
the human endometrium. The expression of these recep-
tors fluctuates throughout women’s menstrual cycle, with 
an increase during the proliferative phase and a decrease 
during the secretory phase [29, 30]. . Indicating the cru-
cial function of opioid receptors in reproductive events. 
In this study, oil-soluble contrast bathing was conducted 
3–7 days after the cessation of menstrual bleeding. The 
presence of natural opium in oil-soluble contrast may 
have an impact on endogenous opioid peptides, but fur-
ther experimental verification is required.

On the other hand, the active ingredient of poppy 
seed oil contains up to 98% polyunsaturated fatty acids 
(PUFAs) [31]. In recent years, multiple studies have con-
firmed that PUFAs affect several reproductive processes 
via immune regulation, endometrial decidualization 
regulation, producing sex hormones, and endometrium 
receptivity [32]. In this study, the increased expression of 
ανβ-3 in the endometrium and thickened endometrium 
suggests that oil-soluble contrast may enhance endo-
metrial receptivity. PUFAs present in oil-based contrast 
agents may contribute to the increased receptivity of the 
endometrium.

As an invasive operation, the risks associated with 
oil-soluble contrast cannot be ignored, and emerging 
evidence suggests that oil-soluble contrast in HSG may 
also impact maternal and neonatal thyroid function [33]. 
The oil-soluble contrast used in HSG has a high iodine 
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content and long half-life, leading to potential iodine 
excess. Mild but persistent subclinical hypothyroidism 
frequently occurs with late-onset hyperthyroidism, which 
develops in 38% of participants, and by week 4, 5% of 
participants develop later-onset hyperthyroidism [34]. 
Preconception exposure to oil-based contrast in HSG 
might exert a far-reaching impact on maternal and off-
spring iodine status. Among 70 of 425 pregnant women 
with preconception ethiodized-oil HSG, iodine excess 
was initially confirmed in 38 (54.3%), and the iodine con-
centration in maternal breast milk and neonatal urine 
was also higher than that in normative data [35]. In 2023, 
a retrospective study by Mathews DM et al. revealed that 
while preconception oil-soluble contrast did not lead to 
neonatal hypothyroidism, higher maternal peak urine 
iodine concentration levels during pregnancy were linked 
to elevated neonatal serum thyroid-stimulating hormone 
levels [36]. Furthermore, the known adverse effects of 
pain, intravasation, oil embolism, and lipogranuloma for-
mation are associated with oil-soluble contrast in HSG 
[34]. Some complications occur covertly. A two-year ret-
rospective survey in western Australia recently revealed 
an intravasation rate of 7.1% in HSG; among these cases, 
only 45% were reported, and 32% were graded [37]. All 
our patients who received oil-based intracavitary bathing 
showed no occurrence of the above-mentioned adverse 
reactions. However, given the significance of these risks, 
it is imperative to meticulously deliberate on oil-soluble 
contrast bathing. This entails a thoughtful selection of 
the target treatment population, proper techniques and 
methods of bathing, and dosage of the oil-soluble con-
trast. A recent paper reported that ultrasound- guided 
oil-soluble contrast HSG is safe [38]. Notably, the dos-
age of the oil-soluble contrast agent utilized for this 
study was 5 ml, representing a 50% reduction compared 
to the standard amount typically employed in traditional 
HSG procedures. A lower dosage of oil-soluble contrast 
medium reduces the risk of iodine excess and intravasa-
tion and minimizes the risk of fetal or neonatal thyroid 
dysfunction [39]. Based on our findings, a 5 ml oil-solu-
ble contrast agent can effectively bathe the uterus while 
reducing the risk of iodine excess and intravasation.

Oil-soluble contrast bathing without X-ray irradiation 
is a simple procedure that can be performed with a low 
dose of oil-soluble contrast to reduce the risk of iodine 
excess, intravasation, and medication costs. Studies 
have demonstrated that oil-soluble contrast can signifi-
cantly enhance pregnancy outcomes in individuals with 
endometriosis and unexplained fertility [4, 6, 7]. The lat-
est retrospective cohort study conducted in China by 
our research group in 2024 showed oil-soluble contrast 
agents used in HSG for women with endometriosis-
related infertility are associated with higher clinical preg-
nancy rates and live birth rates [7]. Furthermore, this 

study provides preliminary verification of the effective-
ness of oil-soluble contrast in alleviating inflammation 
in CE and improving endometrial thickness and recep-
tivity. Therefore, oil-soluble contrast bathing may pres-
ent a promising application prospect for individualized 
treatment in patients with reproductive disorders such 
as RIF, endometriosis, thin endometrium, and CE. How-
ever, it is essential to note that intrauterine bathing with 
oil-soluble contrast is an invasive procedure and should 
be strictly controlled in clinical application. There is also 
a risk of transient thyroidism associated with this proce-
dure, so thyroid dysfunction should be ruled out before 
interventions.

The main limitation of our study is that it was a pilot 
study with a small sample size. Due to the limited size 
of our study population and the low completion rate of 
two endometrial biopsies before and after bathing, it is 
challenging to increase the sample size as many enrolled 
patients were excluded. In addition, the non-RCT design 
of our study may compromise the scientific and rigorous 
nature of our results. Further well-designed RCTs with 
larger and more robust sample sizes are imperative.

Conclusion
This study demonstrates that oil-soluble contrast bathing 
can eliminate CD138-positive plasma cells and improve 
the thickness of the endometrium and endometrial 
receptivity in RIF patients. This impact of endometrium 
may contribute to enhanced fertility in women with RIF, 
and oil-based contrast bathing may be a new approach 
for improving pregnancy outcomes in the RIF popula-
tion for FET cycles. Further research and well-designed 
RCTs with larger sample sizes are needed to determine 
the therapeutic effect and mechanism of oil-based con-
trast on RIF patients.

Abbreviations
HSG  Hysterosalpingography
CE  Chronic endometritis
WOI  Window of implantation
RIF  Recurrent implantation failure
RCT  Randomized controlled trials
IVF  In vitro fertilization
FET  Frozen-thawed embryo transfer
BMI  Body mass index
HRT  Hormone replacement therapy
IHC  Immunohistochemistry
HOXA10  Homeobox 10
GnRHa  Gonadotropin-releasing hormone agonist
ICSI  Intra cytoplasmatic sperm injection
MOR  Mu opioid receptor
PUFAs  Polyunsaturated fatty acids

Acknowledgements
We thank Yihua Yang for technical assistance and guidance, and the medical 
staff of the Department of Reproductive Medicine Research Center for data 
and sample collection.



Page 9 of 10Huang et al. BMC Women's Health          (2024) 24:326 

Author contributions
QYH drafted the work and collected data. LLM collected data, imaging, and 
pathological figures. JLW and APQ designed the work and revised it. All 
authors have read and approved the final manuscript, and ensure that this is 
the case.

Funding
This study was supported by funds from the Baise scientific research and 
technology development plan project (20204709).

Data availability
On reasonable request, the corresponding author will provide the datasets 
used and analyzed during the current work.

Declarations

Ethics approval and consent to participate
Participants in this study were fully informed about the study’s aims and 
protocol. Written informed consent was obtained from all participants. The 
Ethics Committee of the Affiliated Hospital of Youjiang Medical University for 
Nationalities and The First Affiliated Hospital of Guangxi Medical University 
approved this work (Ethics No YYFY-LL-2020-108 and REC-2019-58). We certify 
that the study was performed in accordance with the declaration of Helsinki 
and relevant guidelines.

Consent for publication
Not Applicable.

Competing interests
The authors declare no competing interests.

Author details
1Department of Obstetrics and Gynecology, The First Affiliated Hospital of 
Jinan University, Guangzhou 510632, Guangdong, China
2Key Laboratory of Metabolic Diseases of Baise, Affiliated Hospital of 
Youjiang Medical University for Nationalities, Baise 533000, Guangxi, 
China
3The First Affiliated Hospital of Guangxi Medical University,  
Nanning 530022, Guangxi, China
4Maternal and Child Health Hospital of the Guangxi Zhuang Autonomous 
Region, Nanning 530028, Guangxi, China
5Youjiang Medical University for Nationalities, Baise 533000, Guangxi, 
China

Received: 9 January 2024 / Accepted: 27 May 2024

References
1. Dreyer K, van Rijswijk J, Mijatovic V, Goddijn M, Verhoeve HR, van Rooij IAJ, 

Hoek A, Bourdrez P, Nap AW, Rijnsaardt-Lukassen HGM. Oil-based or Water-
Based contrast for Hysterosalpingography in Infertile Women. N Engl J Med. 
2017;376(21):2043–52.

2. van Rijswijk J, Pham CT, Dreyer K, Verhoeve HR, Hoek A, de Bruin J-P, Nap AW, 
Wang R, Lambalk CB. Hompes PGA.Oil-based or water-based contrast for 
hysterosalpingography in infertile women: a cost-effectiveness analysis of a 
randomized controlled trial. Fertil Stril. 2018;110(4):754–60.

3. Zhang J, Lan W, Wang Y, Chen K, Zhang G, Yang W, Chen H, Xu W, Ma J, Qin 
W. EClinicalMedicine : Ethiodized poppyseed oil-based contrast medium is 
superior to water-based contrast medium during hysterosalpingography 
regarding image quality improvement and fertility enhancement: a multicen-
tric, randomized and controlled trial. 2022, 46:101363.

4. Court KA, Dare AJ, Weston-Webb M, Hadden WE, Sim RG, Johnson NP. 
Establishment of lipiodol as a fertility treatment - prospective study of 
the complete innovative treatment data set. Aust N Z J Obstet Gynaecol. 
2014;54(1):13–9.

5. van Welie N, Pham CT, van Rijswijk J, Dreyer K, Verhoeve HR, Hoek A, de Bruin 
JP, Nap AW, van Hooff MHA, Goddijn M, et al. The long-term costs and effects 
of tubal flushing with oil-based versus water-based contrast during hystero-
salpingography. Reprod Biomed Online. 2021;42(1):150–7.

6. Johnson NP. Review of lipiodol treatment for infertility - an innovative 
treatment for endometriosis-related infertility? Aust N Z J Obstet Gynaecol. 
2014;54(1):9–12.

7. Xie B, Huang Y, Hang F, Yu J, Hu Q, Li J, Qin A. Impact of oil-based contrast 
agents in hysterosalpingography on fertility outcomes in endometriosis: a 
retrospective cohort study. Reprod Biol Endocrinol. 2024;22(1):19.

8. Rosielle K, Kamphuis D, van Welie N, Roest I, Mozes A, van Santbrink EJP, van 
de Laar T, Hooker AB, Huppelschoten AG, Li W. Oil-based versus water-based 
contrast medium for hysterosalpingography in infertile women of advanced 
age, with ovulation disorders or a high risk for tubal pathology: study pro-
tocol of a randomized controlled trial (H2Oil2 study). BMC Womens Health. 
2022;22(1):123.

9. Kolbeck KJ. Lipiodol = ethiodol. J Vasc Interv Radiol. 2011;22(3):419–20.
10. Chen J, Liu S, Lu J. Comparison of fertility outcomes between oil–based and 

water–based contrast media during hysterosalpingography: a meta–analysis. 
Exp Ther Med. 2023;26(3):449.

11. van Welie N, Dreyer K, van Rijswijk J, Verhoeve HR, Goddijn M, Nap AW, 
Smeenk JMJ, Traas MAF, van Rijnsaardt-Lukassen HGM. Dongen A.Treatment 
effect of oil-based contrast is related to experienced pain at HSG: a post-hoc 
analysis of the randomised H2Oil study. Hum Reprod. 2019;34(12):2391–8.

12. Izumi G, Koga K, Takamura M, Bo W, Nagai M, Miyashita M, Harada M, Hirata 
T, Hirota Y, Yoshino O. Oil-soluble contrast medium (OSCM) for Hysterosal-
pingography Modulates Dendritic Cell and Regulatory T Cell Profiles in the 
peritoneal cavity: a possible mechanism by which OSCM enhances fertility. J 
Immunol. 2017;198(11):4277–84.

13. Johnson NP, Bhattu S, Wagner A, Blake DA, Chamley LW. Lipiodol alters 
murine uterine dendritic cell populations: a potential mechanism for the 
fertility-enhancing effect of lipiodol. Fertil Stril. 2005;83(6):1814–21.

14. Huang Q, Yang Y, Yuan L, Zhao Y, Qin A. Oil-soluble contrast for hysterosal-
pingography-regulated Th1/Th2-type cytokines and alleviated inflamma-
tion in rats with LPS-induced chronic endometritis. J Obstet Gynaecol Res. 
2023;49(1):243–52.

15. Genest G, Banjar S, Almasri W, Beauchamp C, Benoit J, Buckett W, Dzineku F, 
Gold P, Dahan MH, Jamal W. Immunomodulation for unexplained recurrent 
implantation failure: where are we now? Reproduction. 2023;165(2):R39–60.

16. Cimadomo D, de Los Santos MJ, Griesinger G, Lainas G, Le Clef N, McLernon 
DJ, Montjean D, Toth B, Vermeulen N, Macklon N. ESHRE good practice 
recommendations on recurrent implantation failure. Hum Reprod open. 
2023;2023(3):hoad023.

17. Reilly SJ, Glanville EJ, Dhorepatil B, Prentice LR, Mol BW, Johnson NP. The 
IVF-LUBE trial - a randomized trial to assess Lipiodol(®) uterine bathing effect 
in women with endometriosis or repeat implantation failure undergoing IVF. 
Reprod Biomed Online. 2019;38(3):380–38614.

18. Coughlan C, Ledger W, Wang Q, Liu F, Demirol A, Gurgan T, Cutting R, Ong K, 
Sallam H, Li TC. Recurrent implantation failure: definition and management. 
Reprod Biomed Online. 2014;28(1):14–38.

19. Li Y, Yu S, Huang C, Lian R, Chen C, Liu S, Li L, Diao L, Markert UR, Zeng 
Y. Evaluation of peripheral and uterine immune status of chronic 
endometritis in patients with recurrent reproductive failure. Fertil Stril. 
2020;113(1):187–e196181.

20. Yang Y, Chen X, Saravelos SH, Liu Y, Huang J, Zhang J, Li TC. HOXA10 and 
E-cadherin expression in the endometrium of women with recurrent implan-
tation failure and recurrent miscarriage. Fertil Stril. 2017;107(1):136–e143132.

21. Kimura F, Takebayashi A, Ishida M, Nakamura A, Kitazawa J, Morimune A, 
Hirata K, Takahashi A, Tsuji S, Takashima A. Review: chronic endometritis and 
its effect on reproduction. J Obstet Gynaecol Res. 2019;45(5):951–60.

22. Mathews DM, Johnson NP, Sim RG, O’Sullivan S, Peart JM, Hofman PL. Iodine 
and fertility: do we know enough? Hum Reprod. 2021;36(2):265–74.

23. Kuroda K, Horikawa T, Moriyama A, Nakao K, Juen H, Takamizawa S, Ojiro Y, 
Nakagawa K. Sugiyama R.Impact of chronic endometritis on endometrial 
receptivity analysis results and pregnancy outcomes. Immun Inflamm Dis. 
2020;8(4):650–8.

24. Béquet Y, Lashley E, Goddijn M, van der Hoorn MP. The role of uterine natural 
killer cells in recurrent pregnancy loss and possible treatment options. Fertil 
Stril. 2023;120(5):945–7.

25. Lier MCI, Özcan H, Schreurs AMF, van de Ven PM, Dreyer K, van der Houwen 
LEE, Johnson NP, Vandekerckhove F, Verhoeve HR, Kuchenbecker W. Uterine 
bathing with sonography gel prior to IVF/ICSI-treatment in patients with 
endometriosis, a multicentre randomised controlled trial. Hum Reprod Open, 
2020(4):hoaa054.



Page 10 of 10Huang et al. BMC Women's Health          (2024) 24:326 

26. Shenoy SS, Lui F. Biochemistry, Endogenous Opioids. In: StatPearls edn. Trea-
sure Island (FL): StatPearls Publishing Copyright © 2023, StatPearls Publishing 
LLC.; 2023.

27. Roest I, Hajiyavand AM, Bongers MY, Mijatovic V, Mol BWJ, Koks CAM. Dearn 
KD.What is the fertility-enhancing effect of tubal flushing? A hypothesis 
article. J Obstet Gynaecol. 2022;42(6):1619–25.

28. Waldhoer M, Bartlett SE, Whistler JL. Opioid receptors. Annu Rev Biochem. 
2004;73:953–90.

29. Totorikaguena L, Olabarrieta E, Matorras R, Alonso E, Agirregoitia E, Agir-
regoitia N. Mu opioid receptor in the human endometrium: dynamics of 
its expression and localization during the menstrual cycle. Fertile Streril. 
2017;107(4):1070–e10771071.

30. Olabarrieta E, Totorikaguena L, Matorras R, Agirregoitia E, Agirregoitia N. Delta 
and kappa opioid receptors in human endometrium during the men-
strual cycle: expression and localization. Eur J Obstet Gynecol Reprod Biol. 
2023;283:68–73.

31. Pieper CC, Hur S, Sommer CM, Nadolski G, Maleux G, Kim J, Itkin M. Back 
to the future: Lipiodol in Lymphography-from Diagnostics to Theranostics. 
Invest Radiol. 2019;54(9):600–15.

32. Chen M, Zheng Z, Shi J, Shao J. Insight on polyunsaturated fatty acids in 
Endometrial Receptivity. Biomolecules 2021, 12(1).

33. Yang JJ, Chapman M. What are the risks associated with lipiodol hysterosal-
pingography? A literature review. Radiography (Lond). 2023;29(6):1041–5.

34. Mathews DM, Peart JM, Sim RG, Johnson NP, O’Sullivan S, Derraik JGB, Hof-
man PL. The SELFI Study: iodine excess and thyroid dysfunction in women 

undergoing oil-soluble contrast Hysterosalpingography. J Clin Endocrinol 
Metab. 2022;107(12):3252–60.

35. Li R, Chen W, Liu Y, Ma L, Qiu L, Han J, Li R. The impact of Preconceptional 
Hysterosalpingography with Oil-based contrast on maternal and neonatal 
iodine status. Reprod Sci. 2021;28(10):2887–94.

36. Mathews DM, Peart JM, Sim RG, O’Sullivan S, Derraik JGB, Heather NL, Web-
ster D, Johnson NP, Hofman PL. The impact of prolonged, maternal iodine 
exposure in early gestation on neonatal thyroid function. Front Endocrinol 
(Lausanne). 2023;14:1080330.

37. Chia CY, Lee E. Assessment of contrast intravasation in patients investigated 
by fluoroscopic hysterosalpingograms: a two-year retrospective audit in 
Western Australia. J Med Imaging Radiat Oncol 2024.

38. Lo G, Hince D, Johnson N, Hofman PL, Sekhon J, Lee E. Ultrasound-guided 
Lipiodol® hysterosalpingography: a prospective study on pregnancy and 
complication rates. Aust N Z J Obstet Gynaecol; 2024.

39. Satoh M, Aso K, Katagiri Y. Thyroid dysfunction in neonates born to mothers 
who have undergone Hysterosalpingography Involving an Oil-Soluble Iodin-
ated contrast medium. Horm Res Paediatr. 2015;84(6):370–5.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in 
published maps and institutional affiliations.


	Oil-soluble contrast medium bathing attenuated endometrial inflammation and improved endometrial receptivity in women with recurrent implantation failure: a descriptive study
	Abstract
	Introduction
	Materials and methods
	Patients
	Oil-soluble contrast bathing and endometrial biopsy
	Endometrial preparation protocol for FET
	Immunohistochemistry (IHC)
	Outcomes and definitions
	Data collection
	Statistical analysis

	Results
	Study population and baseline characteristics
	Impact on endometrium
	FET cycles and pregnancy outcomes

	Discussion
	Conclusion
	References


