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Abstract 

Female infertility is a worldwide concern that impacts the quality of life and well-being of affected couples. Failure 
of embryo implantation is a major cause of early pregnancy loss and is precisely regulated by a programmed molecu-
lar mechanism. Recent studies have shown that proper trophoblast adhesion and invasion are essential for embryo 
implantation. However, the potential regulatory mechanism involved in trophoblast adhesion and invasion has yet to 
be fully elucidated. KRT18 has been reported to play a critical role in early embryonic development, but its physi-
ological function in embryo implantation remains unclear. In the present study, we revealed that KRT18 was highly 
expressed in trophoblast cells and that knockdown of KRT18 in mouse embryos inhibited embryo adhesion 
and implantation. In vitro experiments further showed that silencing KRT18 disturbed trophoblast migration and inva-
sion. More importantly, we provide evidence that KRT18 directly binds to and stabilizes cell surface E-cadherin 
in trophoblast cells through microscale thermophoresis (MST) analysis and molecular biology experiments. In brief, 
our data reveal that KRT18, which is highly expressed in trophoblast cells, plays an important role in the regulation 
of trophoblast invasion and adhesion during embryo implantation by directly binding to E-cadherin.
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Introduction
Female infertility affects more than 48 million women 
worldwide according to an investigation by the World 
Health Organization and is a major challenge in repro-
ductive medicine [1]. At present, approximately 2% of 
pregnancies are conceived by using assisted reproduc-
tive technology (ART) [2], but the overall success rate 
of ART remains low [3]. Among numerous factors that 
cause female infertility, embryo implantation failure is a 
major cause of early pregnancy loss; however, the molec-
ular mechanisms underlying these processes are not yet 
fully understood [4]. Therefore, revealing the biophysi-
cal mechanism underlying the biological processes of 
embryo implantation is very important.

The cytoskeleton, which is made up of actin microfila-
ments, intermediate filaments (IFs), and microtubules, is 
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essential for most cellular functions, such as supporting 
cell shape and cell adhesion [5]. IFs, whose main protein 
components are encoded by a large family of differen-
tially expressed genes, are essential for maintaining the 
structural integrity of tissues [5]. As a type I cytokeratin, 
keratin 18 (KRT18) is a member of the IF family, which 
is a very important part of the cytoskeleton [6]. This 
protein is involved in many cellular processes, including 
withstanding external stress and maintaining the struc-
tural integrity of the cytoplasm and mitochondria [7]. 
Originally, it was discovered that KRT18 was expressed 
in endothelial and epithelial cells from the gastrointesti-
nal and respiratory tracts [8]. Subsequently, KRT18 was 
found to be abnormally expressed in various malignant 
tumours and was gradually regarded as a diagnostic and 
prognostic marker in cancers, including gastric cancer 
[9, 10], non–small cell lung cancer [11], hepatocellular 
cancer [12], and colorectal cancer [13]. Recently, keratin 
8 and 18 (K8/18) were reported to play a critical role dur-
ing the early development of embryos [14], but their roles 
in embryo implantation remain unclear.

E-cadherin is known as a cell adhesion molecule. Its 
primary function is adhesion between epithelial cells and 
maintenance of the normal epithelial architecture [15]. 
Results of animal studies have suggested that E-cadherin 
also plays crucial roles in endometrial receptivity [16]. 
Disruption of E-cadherin in mouse embryos impaired 
preimplantation development and implantation [17]. In 
humans, E-cadherin is believed to be involved in embryo 
attachment and implantation [18]. E-cadherin expression 
was found to be significantly reduced in a recurrent mis-
carriage group compared with a control group [19].

In the present study, we found that KRT18 is highly 
expressed in trophoblastic blastocyst cells and is local-
ized in the cytoplasm. Knockdown of KRT18 in mouse 
embryos inhibited embryo adhesion. In  vitro experi-
ments showed that silencing KRT18 inhibited tropho-
blast cell migration and invasion and inhibited JEG-3 
sphere adhesion. MST analysis of the His-E-cadherin 
fusion protein and GST-KRT18 fusion protein showed 
that KRT18 directly binds to E-cadherin. Knockdown of 
KRT18 in trophoblastic cells impaired the stabilization of 
cell surface E-cadherin. These results demonstrated that 
KRT18 plays a significant role in embryo implantation.

Results
The expression pattern and subcellular location of KRT18 
in preimplantation mouse embryos
To investigate the expression pattern of KRT18 in pre-
implantation mouse embryos, we performed immuno-
fluorescence analysis at different stages. As shown in 
Fig.  1A-F, KRT18 was expressed in trophoblasts at the 
blastocyst stage before implantation and localized in the 

cytoplasm (Fig.  1E), while no apparent KRT18 expres-
sion was detected during earlier stages (Fig. 1A-D). The 
F-actin architecture was visualized by phalloidin stain-
ing. These findings suggest that KRT18 is expressed 
in blastocyst trophectoderm cells, which indicates a 
potential function of KRT18 in the process of embryo 
implantation.

Knockdown of KRT18 impairs mouse embryo adhesion 
and implantation
As KRT18 was expressed in trophoblasts at the blasto-
cyst stage (Fig. 1), we hypothesized that KRT18 may play 
a role in embryo implantation. To test this hypothesis, 
we employed an embryo trophoblast-specific knock-
down model [20]. Knockdown of KRT18 with lentivirus 
markedly reduced KRT18 mRNA and protein expression 
in NIH/3T3 cells (Fig. 2A-C). As LV-siKRT18-2 showed 
the highest interference efficiency among these variants, 
this fragment was used in the subsequent interference 
experiments. Figure 2D is a schematic of the experimen-
tal process. Figure  2E shows a representative picture of 
the embryos treated with lentivirus for 48 h in which 
GFP was detected only in trophoblast cells. Then, mouse 
embryo adhesion assays were performed. As shown in 
Fig. 2F and G, the mouse embryo adhesion rate was sig-
nificantly reduced in the LV-siKRT18-2 group (23.17%) 
compared with the control group (61.41%). For in  vivo 
experiments, as shown in Fig.  2H and I, the implanta-
tion sites were significantly reduced in the LV-siKRT18-2 
group compared with the control group (P < 0.01). The 
above results indicated that knockdown of KRT18 in 
trophoblasts may impair mouse embryo adhesion and 
implantation.

Knockdown of KRT18 inhibits trophoblast cell migration 
and invasion
Embryo implantation is a developmental milestone in 
which the embryo undergoes major reorganization [21]. 
Cell motility and invasion play crucial roles in embryo 
implantation. To investigate the function of KRT18 in 
the process of embryo implantation, we used small inter-
fering RNA (siRNA) to investigate the effect of KRT18 
knockdown on the migration and invasion of tropho-
blast cells. Knockdown of KRT18 with siRNAs markedly 
reduced KRT18 mRNA and protein expression (Fig. 3A-
C). However, siKRT18-3 showed the highest interference 
efficiency among these variants, and thus, this fragment 
was used in the subsequent interference experiments. 
To study whether KRT18 knockdown affects the migra-
tion and invasion of HTR8/SVneo cells, we performed 
a cell scratch assay and transwell invasion assay after 
siRNA transfection. As shown in Fig.  3D and E, cell 
migration was significantly inhibited by knockdown of 
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KRT18. Similarly, KRT18 siRNA knockdown significantly 
reduced cell invasion, as shown by the results of the tran-
swell invasion assay (Fig.  3F and G). The above results 
indicated that downregulation of KRT18 inhibits tropho-
blast migration and invasion.

Knockdown of KRT18 impairs JEG‑3 spheroid adhesion
For both ethical and technical reasons, human embryos 
are difficult to obtain. As a human placental cho-
riocarcinoma cell line, JEG-3 has been widely used as 
an in  vitro model for the placenta [22]. Knockdown 
of KRT18 with siRNAs markedly reduced KRT18 
mRNA and protein expression (Fig.  4A-C). However, 
siKRT18-3 showed the highest interference efficiency 
among these variants, and thus, this fragment was used 

in the subsequent interference experiments. To further 
explore the function of KRT18, we conducted JEG-3 
spheroid attachment and outgrowth assays. After treat-
ment with siKRT18-3, JEG-3 spheroids were generated 
by shaking cells (at a density of 3 ×  105 cells per well of 
6-well plate) at 88 rpm for 16–18 h under standard cell 
culture conditions, and then, the spheroids were trans-
ferred onto Ishikawa monolayers. After 1 h of cocul-
ture, the spheroid attachment rate of the siKRT18-3 
group (38.4 ± 2.7%) was significantly decreased com-
pared with that of the control group (66.4 ± 4.5%) 
(Fig. 4D). Culture was continued for 48 h, and the out-
growth area was measured. As shown in Fig. 4E and F, 
the outgrowth area of the siKRT18-3 group was sig-
nificantly reduced. The above results demonstrated 

Fig. 1 The expression and subcellular localization of KRT18 in preimplantation embryos. A-F Embryos at the 2-cell, 4-cell, 8-cell, morula 
and blastocyst stages were harvested for immunofluorescence staining. Anti-KRT18 antibody (green), phalloidin (red) and Hoechst (blue) were used 
to determine the expression of the corresponding proteins. A-E The expression level of KRT18 gradually increased during embryo development. 
KRT18 signalling was clearly observed in blastocysts trophoblasts. F A negative control experiment was performed by replacing the anti-KRT18 
antibody with IgG. Scale bar, 20 µm
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that the knockdown of KRT18 impairs JEG-3 spheroid 
adhesion and outgrowth.

Knockdown of KRT18 decreased E‑cadherin expression
To further elucidate the role of KRT18 in embryo 
implantation, we used additional in vitro models. Guo 
et al. [23] employed proximity biotinylation and quan-
titative proteomics to isolate and identify 612 proteins 
in the vicinity of E-cadherin’s cytoplasmic tail, which 
indicated that KRT18 may interact with E-cadherin. 

To investigate the interplay between these two pro-
teins, we next used microscale thermophoresis (MST). 
As expected, KRT18 directly bound E-cadherin, with a 
Kd of 5.5979 μM (Fig. 5A and B). We next investigated 
whether KRT18 dysfunction affects the expression 
of E-cadherin. HTR8/SVneo cells were treated with 
siKRT18-3 siRNA. After 48 h, HTR8/SVneo cell stain-
ing revealed that KRT18 siRNA caused a significant 
decrease in E-cadherin expression (Fig.  5C, D). The 
above results indicated that knockdown of KRT18 may 

Fig. 2 Knockdown of KRT18 impairs mouse embryo adhesion and implantation. A-C Knockdown of KRT18 with lentivirus reduced KRT18 
expression at the mRNA (A) and protein levels (B) and (C). The histogram shows the quantitative analysis of western blotting (C). D Schematics 
of the experimental mouse embryo adhesion and in vivo implantation process. E Representative picture of embryos treated with lentivirus 
for 48 h. Scale bar, 20 µm. F Representative picture of embryos that adhered to a monolayer of Ishikawa cells. Scale bar, 50 µm. G The attachment 
rate of the mouse embryos was plotted as a histogram. *, p < 0.05. Blastocysts treated with control or siKRT18-2 lentivirus were transferred 
into pseudopregnant mice. Seventy-two hours after transfer, the number of implantation sites in the uteri was counted. (H) Representative picture 
of implantation sites in the uteri. I The number of implantation sites in the uteri with transferred embryos treated with control or siKRT18-2 lentivirus 
(n = 6). The data are presented as the mean ± SE. **P < 0.01
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impair its reaction with E-cadherin and then decrease 
cell mobility.

Discussion
Early pregnancy loss is a very common phenomenon 
in humans, and approximately 75% of pregnancy fail-
ures are due to implantation defects [24, 25]. However, 
repeated implantation failure (RIF) is a major issue. RIF 
is defined as the inability to achieve a clinical pregnancy 
in three or more consecutive IVF cycles [26]. In fact, both 
embryonic and endometrial factors may cause implan-
tation failure [26]. Although technological advances are 
being rapidly reported, the rates of successful pregnancy 
remain relatively low, mainly due to implantation failure 
[25, 27]. Embryo implantation is a complex and highly 
orchestrated biological process involving multiple path-
ways. Firm adhesion is essential for embryo implantation.

Cadherins are a superfamily of more than 100 trans-
membrane glycoproteins that were originally identi-
fied as cell adhesion molecules [28]. In recent years, 

research has revealed new functions of cadherin, 
including coordinated cell movements, cell sorting, 
boundary formation, and the maintenance of tissue 
polarity [29, 30]. E-cadherin plays a critical role in the 
process of blastocyst formation. Lack of the E-cadherin 
gene in embryos leads to impaired adhesion junction 
establishment in the trophectoderm and death in the 
preimplantation period [31]. Intermediate filaments 
are vital components of the cytoskeleton, in addition 
to F-actin and microtubules [32]. Previous studies have 
shown that keratins are the only cytoplasmic inter-
mediate filaments expressed during preimplantation 
development [33, 34]. In epithelial tissues, keratins reg-
ulate signalling, polarity and mechanics [32]. Addition-
ally, keratin knockout resulted in trophoblast fragility, 
placental bleeding and lethality after implantation [35–
37]. The latest research shows that in the mammalian 
embryo, intermediate filaments assembled by keratins 
function as asymmetrically inherited fate determinants 
[14].

Fig. 3 Knockdown of KRT18 inhibits trophoblast cell migration and invasion. A and B Knockdown of KRT18 with siRNAs reduced KRT18 mRNA 
(A) and protein (B) (C) expression. D and E Twenty-four hours after siKRT18-3 transfection, three scratches were made onto a monolayer of HTR8/
SVneo cells, and images of the initial scratch and the scratch after 24 h were taken (D). Scale bar, 200 µm. The histogram shows the statistical 
results of the cell scratch assay (E). F and G HTR8/SVneo cell invasiveness was determined using Matrigel transwell assays after 24 h of siKRT18-3 
transfection (F), and the histogram shows the statistical results (G). Scale bar, 100 µm. *, p < 0.05



Page 6 of 10Liang et al. Reproductive Biology and Endocrinology           (2023) 21:78 

In our study, immunofluorescence staining was per-
formed on mouse preimplantation embryos. We found 
that the expression of KRT18 gradually increases dur-
ing early mouse embryo development and is abundant 
on trophoblast cells of blastocysts. By using an embryo 
trophoblast-specific knockdown model and a mouse 
embryo adhesion assay, we found that knockdown of 
KRT18 by lentivirus decreased mouse embryo adhe-
sion and implantation. Cell motility and invasion play 
an important role in embryo implantation. By using cell 
migration and invasion assays, we found that the migra-
tory and invasive abilities of HTR8/SVneo cells were 
inhibited by KRT18 knockdown. Furthermore, a JEG-3 
spheroid-endometrial cell attachment model was applied, 
and we found that treatment of JEG-3 cells with KRT18 
siRNA significantly reduced the JEG3 spheroid attach-
ment rate and outgrowth. MST experiments revealed 
that KRT18 directly bound to E-cadherin. Knockdown 
of KRT18 caused a significant decrease in E-cadherin 
expression. Thus, we speculated that knockdown of 
KRT18 may influence JEG-3 spheroid-endometrial cell 
attachment and adhesion through downregulation of 
E-cadherin. Due to the complexity of the biological 
activity and underlying molecular mechanisms of these 
proteins, this study should be regarded as preliminary. 

Further studies may provide a complete understanding of 
the mechanism by which KRT18 plays a role in embry-
onic implantation.

In conclusion, KRT18 is highly expressed on tropho-
blast cells of blastocysts. Knockdown of KRT18 impaired 
trophoblast migration and invasion. In addition, tropho-
blast spheroid adhesion and mouse embryo adhesion 
and implantation were impaired due to failed interac-
tions with E-cadherin. Our study revealed the function of 
KRT18 in embryo implantation to some extent and iden-
tified a potential target to improve embryo implantation 
rates and further guide clinical practice.

Materials and methods
Mouse embryo collection and culture
The studies were conducted under the approval of the 
ethical committee of Sir Run Run Shaw Hospital Medi-
cal Ethics Committee. Super ovulated eight-week-old 
ICR female mice were caged individually with ICR 
males after hCG injection to obtain embryos. The pres-
ence of a vaginal plug the next morning was used to 
define E0.5. Immediately thereafter, the female mice 
were sacrificed through cervical dislocation. Fertilized 
zygotes were collected from oviducts and cultured in 
KSOM (M1450; Easycheck, Nanjing China) at 37°C in a 

Fig. 4 Knockdown of KRT18 impairs JEG-3 spheroid adhesion and outgrowth. A-C Knockdown of KRT18 with siRNAs reduced KRT18 expression 
at the mRNA (A) and protein levels (B). The histogram shows the quantitative analysis of western blotting (C). D After treatment with siKRT18-3 
for 24 h, JEG-3 spheroids were generated and transferred onto a monolayer of Ishikawa cells. After centrifugation of the plate at 145 rpm for 10 min 
and removal of the spheroids that did not bind, the attachment rate was determined (the number of attached spheroids divided by the total 
number of input spheroids). The JEG-3 spheroid adhesion rates were plotted as a histogram. E and F The outgrowth ability of JEG-3 spheroids. The 
spheroids that attached to the Ishikawa cell monolayer were photographed at 1 h and 48 h after being transferred onto the Ishikawa cell monolayer 
(E). Scale bar, 100 µm. The histogram shows the outgrowth rate of the two groups (F). *, p < 0.05
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5%  CO2 atmosphere. Then, embryos at different stages 
were harvested for immunofluorescence. An adhesion 
assay was conducted with blastocysts collected from 
the uteri of female mice on pregnancy day 3.5. Only 
expanded blastocysts appearing morphologically nor-
mal were included in the study.

Embryo trophoblast‑specific knockdown model
An embryo trophoblast-specific knockdown model was 
established as described previously [20]. Briefly, mouse 
blastocysts were obtained at E3.5, and those with nor-
mal morphology were selected and incubated for 4 h 
in lentivirus solution. After several washes, blastocysts 
were transferred onto Ishikawa cell monolayers and 
cocultured for 48 h at 37°C in a 5% CO2 atmosphere. 
After rotation of the plates, the floating embryos were 
removed. The embryo attachment rate was examined by 
using an inverted microscope. For in vivo experiments, 
after incubation for 4 h in lentivirus solution and sev-
eral washes, blastocysts were transferred into the uteri 
of foster mice. At 72 h post-transfer, mice were sacri-
ficed, and their uteri were dissected to measure implan-
tation sites.

Mouse embryo adhesion and in vivo implantation assay
A mouse embryo adhesion assay and in  vivo implanta-
tion were performed as described previously [38]. Briefly, 
mouse blastocysts were obtained at E3.5, and then, those 
with normal morphology were selected and incubated 
for 4 h in lentivirus solution. After several washes, blas-
tocysts were transferred onto Ishikawa cell monolayers 
and cocultured for 48 h at 37°C in a 5% CO2 atmosphere. 
After rotation of the plates, the floating embryos were 
removed. The embryo attachment rate was examined by 
using an inverted microscope. For in  vivo experiments, 
after incubation for 4 h in lentivirus solution and several 
washes, 12 expanded blastocysts with normal morphol-
ogy from each group were transferred to the uterine horn 
of pseudopregnant ICR female mice. At 72 h post-trans-
fer, mice were sacrificed, and their uteri were dissected to 
measure implantation sites.

Cell culture and reagents
NIH/3T3 and 293T cells were cultured in DMEM 
(CGM101.05; CellMax, Lanzhou, China). JEG3 cells were 
cultured in EMEM (11700; Cary, Huzhou, China). HTR8/
SVneo cells and Ishikawa cells were cultured in RPMI 
medium (C11875500BT; Thermo Fisher Biochemical, 

Fig. 5 Knockdown of KRT18 impairs the expression of E-cadherin. A and B MST results of His-E-cadherin fusion protein vs. GST-KRT18 fusion 
protein. The fluorescence change upon switching the laser on and off at 20% intensity is shown. C HTR8/SVneo cells were treated with the control 
or siKRT18 siRNA. After incubation for 48 h, the cells were harvested for immunofluorescence staining and then photographed with confocal laser 
scanning microscopy. Anti-KRT18 antibody (green), anti-E-cadherin antibody (red), and Hoechst (blue) were used to determine the expression 
of the corresponding proteins. The results shown are representative of 3 independent experiments. Scale bar, 20 µm. D Quantification of mean 
fluorescence intensity. KRT18 and E-cadherin fluorescence was normalized with the mean fluorescence intensity of the control group. *P < 0.05
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China). Cells were cultured at 37°C in a 5%  CO2 atmos-
phere, and all culture media were supplemented with 100 
U/ml penicillin and streptomycin (BL505A; Biosharp, 
Beijing, China) and 10% foetal bovine serum (CellMax, 
Lanzhou, China).

KRT18 antibody was purchased from Novus Biologi-
cals (NPB2-67370; Littleton, CO, USA). Phalloidin was 
purchased from Thermo Fisher Scientific (A22284; USA). 
KRT18 fusion protein (Ag1260) and E-cadherin fusion 
protein (Ag15085) were purchased from Proteintech 
(Wuhan, Hubei, P.R.C.).

siRNA transfection and lentivirus infection
Control siRNA and KRT18 siRNA were obtained from 
Shanghai GenePharma (Shanghai, China). For transient 
transfections, Lipofectamine 3000 (Invitrogen) was used 
according to the manufacturer’s instructions. The KRT18 
siRNA sequences used in this experiment were as follows:

5′- GGU UCC CGG AUC UCC GUG UTT-3′,
5′- GCU GAU GAC UUU AGA GUC ATT-3′,
and 5′- GAG CUA GAC AAG UAC UGG UTT-3′.

KRT18 knockdown and control lentiviruses were 
obtained from GeneChem (GeneChem, Shanghai, 
China). Lentivirus infection was conducted according 
to the manufacturer’s instructions, and the following 
KRT18 siRNA sequences were used: sense (5’-3’)

5’-GGA AGU CCA AGG UCU GGA ATT-3’, 5’-CCU 
CCA GAC CUU GGA GAU UTT-3’, and 5’-CCA UGC 
AAA CUG UGC AGA ATT-3’; antisense (5’-3’)
5’-UUC CAG ACC UUG GAC UUC CTT-3’, 5’-AAU 
CUC CAA GGU CUG GAG GTT-3’, and 5’-UUC UGC 
ACA GUU UGC AUG GTT-3’.

Immunofluorescence staining and confocal microscopy
For embryo and cell immunofluorescence staining, 
embryos at different stages or cells were fixed in 4% w/v 
paraformaldehyde (PFA) for 30 min at room temperature. 
After, permeabilization was performed with PBS contain-
ing 0.5% Triton X-100 for 20 min followed by blocking 
in 1% w/v bovine serum albumin for 1 h. Then, primary 
antibodies were applied at 4 °C overnight. Embryos or 
cells were then treated with Alexa Fluor 568-conjugated 
and 488-conjugated secondary antibodies after being 
washed three times with PBS containing 0.01% Triton 
X-100 and 0.1% Tween-20 for 1 h at room temperature. 
Hoechst (33342, MA0126; 1 mg/ml; Meilunbio, Dalian, 
China) staining was used to visualize cell nuclei. A confo-
cal microscope (Carl Zeiss, Oberkochen, Germany) was 
utilized for fluorescent confocal analysis.

RNA extraction and Real‑Time Quantitative PCR (qRT‒PCR)
Total RNA was isolated using an RNA-Quick Purifica-
tion Kit (ES Science, China) according to the manufac-
turer’s protocol. The RNA concentration and quality 
were determined by using a NanoDrop ND2000. Next, 
Prime HiScript II qRT SuperMix (Vazyme, Nanjing, 
China) was applied for reverse transcription. Then, 
real-time PCR was performed using a real-time PCR 
system (Life Technologies, USA) and SYBR Green 
qPCR Mix (Beyotime, China). The following primers 
were used: KRT18 (human, forwards, 5′-TCG CAA ATA 
CTG TGG ACA ATGC-3′; reverse, 5′- GCA GTC GTG 
TGA TAT TGG TGT-3′; mus, forwards, 5′-CAG CCA 
GCG TCT ATG CAG G-3′; reverse, 5′-CCT TCT CGG 
TCT GGA TTC CAC-3′), GATA2 (human, forwards, 5′- 
CAG CAA GGC TCG TTC CTG TT -3′; reverse, 5′- GGC 
TTG ATG AGT GGT CGG T-3′) and GAPDH (human, 
forwards, 5′- CGG AGT CAA CGG ATT TGG TCG TAT  
-3′; reverse, 5′- AGC CTT CTC CAT GGT GGT GAA 
GAC  -3′).

Western blotting
Cell lysates were first treated with RIPA buffer with phos-
phatase and protease inhibitors. After separation by 
electrophoresis, the proteins were transferred to PVDF 
membranes (Millipore). Primary antibodies were incu-
bated with the membranes at 4°C overnight. After 3 
washes in TBST, the membranes were treated with HRP-
linked anti-rabbit or anti-mouse IgG secondary antibod-
ies (Cell Signaling Technology, USA). After 3 washes in 
TBST, the bands were imaged using an infrared imaging 
system (Licor Odyssey CLx infrared system).

Wound healing assay
For the cell motility assay, HTR8/SVneo cells (2 ×  105 
cells) that were treated with siKRT18-3 for 24 h were 
seeded in six-well plates. When the cells grew to 80–90% 
confluence, a scratch wound was made by using a 200-
µL pipette tip. Images were taken at 0 h and 24 h after 
wounding. The scratch wound size was assessed by 
ImageJ software.

Transwell assay
For the transwell assay, HTR8/SVneo cells were treated 
with siKRT18-3 for 24 h and starved with serum-free 
DMEM containing 0.2% BSA overnight. Then, 2 ×  105 
cells were added to the upper transwell chamber, which 
was coated with Matrigel. DMEM + 10% FBS was added 
to the lower chamber. After incubation at 37°C for 24 
h, cells that adhered to the lower surface were fixed for 
15 min with 4% paraformaldehyde. Then, the fixed cells 
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were stained with 0.005% crystal violet and counted in 
four fields per filter by ImageJ software.

JEG3 spheroid coculture assay
For the coculture assay, Ishikawa cells were seeded at 
0.6 ×  106 cells per well in a 12-well plate 24 h before 
coculture. JEG3  spheroids  were generated by shaking 
cells (at a density of 3 ×  105 cells per well of 6-well plate) 
at 88 rpm for 16–18 h in culture medium under standard 
cell culture conditions. After Ishikawa culture medium 
was used to replace the medium (substitute FBS with 1% 
BSA), the spheroids were selected and transferred onto 
Ishikawa monolayers. Cocultures were incubated for 1 h, 
followed by centrifuging the plate at 145 rpm for 10 min. 
The attachment rate was determined after removing the 
spheroids that did not bind. The outgrowth of JEG3 sphe-
roids was measured by ImageJ 48 h after transfer.

Cocultures were incubated for 1 h and the plates were 
centrifuged at 145 rpm for 10 min. The attachment rate 
was determined after removing the spheroids that did not 
bind. The outgrowth of JEG3 spheroids was measured by 
ImageJ 48  h after transfer. The embryo attachment rate 
was determined by using an inverted microscope.

MST
MST was performed according to a protocol reported 
previously [38, 39]. In brief, according to the standard 
protocol, a RED-NHS protein labelling kit (NanoTemper 
Technologies, Munich, Germany) was used to label the 
His-E-cadherin fusion protein. Then, the labelled His-E-
cadherin fusion protein was incubated with 2-fold serial 
dilutions of the GST-KRT18 fusion protein in MST-opti-
mized buffer at a constant concentration (1 µM). Binding 
reactions were mixed and then incubated at room tem-
perature for 15 min. Then, the mixtures were loaded into 
the instrument (Monolith NT.115; NanoTemper) after 
being enclosed in dedicated glass capillaries. The meas-
urement times were as follows: fluorescence before 5 s, 
MST on 30 s, fluorescence after 5 s, and delay for 25 s. 
Then, 20 and 40% MST power were used to perform the 
measurement. Fnorm (normalized fluorescence) = F1 
(fluorescence after thermodiffusion)/F0 (initial fluores-
cence or fluorescence after T-jump). The NanoTemper 
analysis tool was used to determine the Kd values.

Statistical analyses
Statistical analyses were performed using GraphPad 
Prism 8 software (La Jolla, CA, USA). The statistical sig-
nificance of the differences was analysed by Student’s 
t test. The mean ± SD was plotted. All statistical tests 
used a p value less than 0.05 to determine statistical 
significance.

Authors’ contributions
XLiang and XLin conceived and designed the experiments. XQ and XLiang 
performed most of the experiments. XQ and WX performed the data analysis. 
XLiang produced the figures. XLiang and XLin reviewed the data and revised 
the manuscript. XLiang wrote the manuscript. All authors contributed to the 
article and approved the submitted version. ML, YM, WX, SC, and PZ assisted 
with the experiments.

Funding
This research was supported by the National Natural Science Foundation 
of China (82001543), the Zhejiang Provincial Natural Science Foundation of 
China under Grant No. LY22H040012 and the Zhejiang Provincial Natural Sci-
ence Foundation of China under Grant No. LY19H040015.

Availability of data and materials
The data generated in this study are available upon request from the cor-
responding author.

Declarations

Ethics approval and consent to participate
The studies were conducted under the approval of the ethical committee of 
Sir Run Run Shaw Hospital Medical Ethics Committee.

Consent for publication
The study did not involve patients. For this reason, the institutional committee 
judged that consent to publish was not needed. All authors agree with the 
final version submitted for publication.

Competing interests
The authors declare no competing interests.

Received: 22 January 2023   Accepted: 16 August 2023

References
 1. Mascarenhas MN, Flaxman SR, Boerma T, Vanderpoel S, Stevens GA. 

National, regional, and global trends in infertility prevalence since 1990: a 
systematic analysis of 277 health surveys. PLoS Med. 2012;9:e1001356.

 2. Toner JP, Coddington CC, Doody K, Van Voorhis B, Seifer DB, Ball GD, Luke 
B, Wantman E. Society for assisted reproductive technology and assisted 
reproductive technology in the United States: a 2016 update. Fertil Steril. 
2016;106:541–6.

 3. Ola B, Li TC. Implantation failure following in-vitro fertilization. Curr Opin 
Obstet Gynecol. 2006;18:440–5.

 4. Koot YE, Teklenburg G, Salker MS, Brosens JJ, Macklon NS. 
Molecular aspects of implantation failure. Biochim Biophys Acta. 
2012;1822:1943–50.

 5. van Bodegraven EJ, Etienne-Manneville S. Intermediate filaments from 
tissue integrity to single molecule mechanics. Cells. 2021;10:1905.

 6. Lebherz-Eichinger D, Krenn CG, Roth GA. Keratin 18 and heat-shock 
protein in chronic kidney disease. Adv Clin Chem. 2013;62:123–49.

 7. Weng YR, Cui Y, Fang JY. Biological functions of cytokeratin 18 in cancer. 
Mol Cancer Res. 2012;10:485–93.

 8. Koehler DR, Hannam V, Belcastro R, Steer B, Wen Y, Post M, Downey G, 
Tanswell AK, Hu J. Targeting transgene expression for cystic fibrosis gene 
therapy. Mol Ther. 2001;4:58–65.

 9. Cananzi FCM, Biondi A, Cozzaglio L, D’Ugo D, Persiani R, Quagliuolo V. 
Preoperative chemotherapy in gastric cancer: expanding the indications, 
limiting the overuse. Gastric Cancer. 2015;18:200–1.

 10. Nagel M, Schulz J, Maderer A, Goepfert K, Gehrke N, Thomaidis T, Thuss-
Patience PC, Al-Batran SE, Hegewisch-Becker S, Grimminger P, Galle PR, 
Möhler M, et al. Cytokeratin-18 fragments predict treatment response 
and overall survival in gastric cancer in a randomized controlled trial. 
Tumour Biol. 2018;40:1010428318764007.



Page 10 of 10Liang et al. Reproductive Biology and Endocrinology           (2023) 21:78 

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 11. Zhang B, Wang J, Liu W, Yin Y, Qian D, Zhang H, Shi B, Li C, Zhu J, Zhang L, 
Gao L, Wang C. Cytokeratin 18 knockdown decreases cell migration and 
increases chemosensitivity in non-small cell lung cancer. J Cancer Res 
Clin Oncol. 2016;142:2479–87.

 12. Golob-Schwarzl N, Bettermann K, Mehta AK, Kessler SM, Unterluggauer J, 
Krassnig S, Kojima K, Chen X, Hoshida Y, Bardeesy NM, Müller H, Svendova 
V, et al. High keratin 8/18 ratio predicts aggressive hepatocellular cancer 
phenotype. Transl Oncol. 2019;12:256–68.

 13. Zhang J, Hu S, Li Y. KRT18 is correlated with the malignant status and acts 
as an oncogene in colorectal cancer. Biosci Rep. 2019;39:BSR20190884.

 14. Lim HYG, Alvarez YD, Gasnier M, Wang Y, Tetlak P, Bissiere S, Wang H, Biro 
M, Plachta N. Keratins are asymmetrically inherited fate determinants in 
the mammalian embryo. Nature. 2020;585:404–9.

 15. Nollet F, Kools P, Van Roy F. Phylogenetic analysis of the cadherin 
superfamily allows identification of six major subfamilies besides several 
solitary members. J Mol Biol. 2000;299:551–72.

 16. Jha RK, Titus S, Saxena D, Kumar PG, Laloraya M. Profiling of E-cadherin, 
beta-catenin and  Ca2+ in embryo-uterine interactions at implantation. 
FEBS Lett. 2006;580:5653–60.

 17. Riethmacher D, Brinkmann V, Birchmeier C. A targeted mutation in the 
mouse E-cadherin gene results in defective preimplantation develop-
ment. Proc Natl Acad Sci U S A. 1995;92:855–9.

 18. Coutifaris C, Kao LC, Sehdev HM, Chin U, Babalola GO, Blaschuk OW, 
Strauss JF 3rd. E-cadherin expression during the differentiation of human 
trophoblasts. Development. 1991;113:767–77.

 19. Yang Y, Chen X, Saravelos SH, Liu Y, Huang J, Zhang J, Li TC. HOXA-10 and 
E-cadherin expression in the endometrium of women with recurrent 
implantation failure and recurrent miscarriage. Fertil Steril. 2017;107:136-
143.e132.

 20. Okada Y, Ueshin Y, Isotani A, Saito-Fujita T, Nakashima H, Kimura K, 
Mizoguchi A, Oh-Hora M, Mori Y, Ogata M, Oshima RG, Okabe M, et al. 
Complementation of placental defects and embryonic lethality by troph-
oblast-specific lentiviral gene transfer. Nat Biotechnol. 2007;25:233–7.

 21. Ross C, Boroviak TE. Origin and function of the yolk sac in primate 
embryogenesis. Nat Commun. 2020;11:3760.

 22. Oufkir T, Arseneault M, Sanderson JT, Vaillancourt C. The 5-HT 2A sero-
tonin receptor enhances cell viability, affects cell cycle progression and 
activates MEK-ERK1/2 and JAK2-STAT3 signalling pathways in human 
choriocarcinoma cell lines. Placenta. 2010;31:439–47.

 23. Guo Z, Neilson LJ, Zhong H, Murray PS, Zanivan S, Zaidel-Bar R. E-cadherin 
interactome complexity and robustness resolved by quantitative prot-
eomics. Sci Signal. 2014;7:rs7.

 24. Cockburn K, Rossant J. Making the blastocyst: lessons from the mouse. J 
Clin Invest. 2010;120:995–1003.

 25. Zhang S, Lin H, Kong S, Wang S, Wang H, Wang H, Armant DR. Physiologi-
cal and molecular determinants of embryo implantation. Mol Aspects 
Med. 2013;34:939–80.

 26. 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 manage-
ment. Reprod Biomed Online. 2014;28:14–38.

 27. Miller PB, Parnell BA, Bushnell G, Tallman N, Forstein DA, Higdon HL 3rd, 
Kitawaki J, Lessey BA. Endometrial receptivity defects during IVF cycles 
with and without letrozole. Hum Reprod. 2012;27:881–8.

 28. Yoshida C, Takeichi M. Teratocarcinoma cell adhesion: identification of a 
cell-surface protein involved in calcium-dependent cell aggregation. Cell. 
1982;28:217–24.

 29. Yagi T, Takeichi M. Cadherin superfamily genes: functions, genomic 
organization, and neurologic diversity. Genes Dev. 2000;14:1169–80.

 30. Halbleib JM, Nelson WJ. Cadherins in development: cell adhesion, sorting, 
and tissue morphogenesis. Genes Dev. 2006;20:3199–214.

 31. De Vries WN, Evsikov AV, Haac BE, Fancher KS, Holbrook AE, Kemler R, 
Solter D, Knowles BB. Maternal beta-catenin and E-cadherin in mouse 
development. Development. 2004;131:4435–45.

 32. Coulombe PA, Wong P. Cytoplasmic intermediate filaments revealed as 
dynamic and multipurpose scaffolds. Nat Cell Biol. 2004;6:699–706.

 33. Jackson BW, Grund C, Schmid E, Bürki K, Franke WW, Illmensee K. Forma-
tion of cytoskeletal elements during mouse embryogenesis. Intermediate 
filaments of the cytokeratin type and desmosomes in preimplantation 
embryos. Differentiation. 1980;17:161–79.

 34. Oshima RG, Howe WE, Klier FG, Adamson ED, Shevinsky LH. Intermediate 
filament protein synthesis in preimplantation murine embryos. Dev Biol. 
1983;99:447–55.

 35. Baribault H, Price J, Miyai K, Oshima RG. Mid-gestational lethality in mice 
lacking keratin 8. Genes Dev. 1993;7:1191–202.

 36. Hesse M, Franz T, Tamai Y, Taketo MM, Magin TM. Targeted deletion of 
keratins 18 and 19 leads to trophoblast fragility and early embryonic 
lethality. EMBO J. 2000;19:5060–70.

 37. Tamai Y, Ishikawa T, Bösl MR, Mori M, Nozaki M, Baribault H, Oshima RG, 
Taketo MM. Cytokeratins 8 and 19 in the mouse placental development. J 
Cell Biol. 2000;151:563–72.

 38. Liang X, Jin Y, Wang H, Meng X, Tan Z, Huang T, Fan S. Transgelin 2 is 
required for embryo implantation by promoting actin polymerization. 
FASEB J. 2019;33:5667–75.

 39. Xie B, Zhang L, Zhao H, Bai Q, Fan Y, Zhu X, Yu Y, Li R, Liang X, Sun QY, Li M, 
Qiao J. Poly(ADP-ribose) mediates asymmetric division of mouse oocyte. 
Cell Res. 2018;28:462–75.

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


	KRT18 regulates trophoblast cell migration and invasion which are essential for embryo implantation
	Abstract 
	Introduction
	Results
	The expression pattern and subcellular location of KRT18 in preimplantation mouse embryos
	Knockdown of KRT18 impairs mouse embryo adhesion and implantation
	Knockdown of KRT18 inhibits trophoblast cell migration and invasion
	Knockdown of KRT18 impairs JEG-3 spheroid adhesion
	Knockdown of KRT18 decreased E-cadherin expression

	Discussion
	Materials and methods
	Mouse embryo collection and culture
	Embryo trophoblast-specific knockdown model
	Mouse embryo adhesion and in vivo implantation assay
	Cell culture and reagents
	siRNA transfection and lentivirus infection
	Immunofluorescence staining and confocal microscopy
	RNA extraction and Real-Time Quantitative PCR (qRT‒PCR)
	Western blotting
	Wound healing assay
	Transwell assay
	JEG3 spheroid coculture assay
	MST
	Statistical analyses

	References


