
Tang et al. Cell Div            (2018) 13:9  
https://doi.org/10.1186/s13008-018-0042-4

RESEARCH

Kif18a regulates Sirt2-mediated 
tubulin acetylation for spindle organization 
during mouse oocyte meiosis
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Abstract 

Background: During oocyte meiosis, the cytoskeleton dynamics, especially spindle organization, are critical for chro‑
mosome congression and segregation. However, the roles of the kinesin superfamily in this process are still largely 
unknown.

Results: In the present study, Kif18a, a member of the kinesin‑8 family, regulated spindle organization through its 
effects on tubulin acetylation in mouse oocyte meiosis. Our results showed that Kif18a is expressed and mainly local‑
ized in the spindle region. Knock down of Kif18a caused the failure of first polar body extrusion, dramatically affecting 
spindle organization and resulting in severe chromosome misalignment. Further analysis showed that the disrup‑
tion of Kif18a caused an increase in acetylated tubulin level, which might be the reason for the spindle organization 
defects after Kif18a knock down in oocyte meiosis, and the decreased expression of deacetylase Sirt2 was found after 
Kif18a knock down. Moreover, microinjections of tubulin K40R mRNA, which could induce tubulin deacetylation, pro‑
tected the oocytes from the effects of Kif18a downregulation, resulting in normal spindle morphology in Kif18a‑knock 
down oocytes.

Conclusions: Taken together, our results showed that Kif18a affected Sirt2‑mediated tubulin acetylation level for 
spindle organization during mouse oocyte meiosis. Our results not only revealed the critical effect of Kif18a on micro‑
tubule stability, but also extended our understanding of kinesin activity in meiosis.

Keywords: Kif18a, Oocyte, Meiosis, Spindle, Acetylation

© The Author(s) 2018. This article is distributed under the terms of the Creative Commons Attribution 4.0 International License 
(http://creat iveco mmons .org/licen ses/by/4.0/), which permits unrestricted use, distribution, and reproduction in any medium, 
provided you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, 
and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://creat iveco mmons .org/
publi cdoma in/zero/1.0/) applies to the data made available in this article, unless otherwise stated.

Background
During mammalian oocyte maturation, the cytoskeleton, 
which is mainly constructed of microtubules and micro-
filaments, guarantees accurate chromosome congression, 
segregation and meiotic cell division [3, 20]. Microtu-
bules are hollow cylindrical tubes consisting of 13 aligned 
protofilaments composed of α-tubulin and β-tubulin [27, 
34]. Free tubulins in the cytoplasm assemble and organ-
ize to form a meiotic spindle, which is involved in chro-
mosome alignment and correct chromosome segregation 
during oocyte meiosis. During this process, post-trans-
lational modifications of tubulin (including acetylation, 

tyrosination and polyglutamylation) are necessary for 
microtubule-based functions [31]. Microtubule stability 
depends on the acetylation of tubulin, and this modifica-
tion normally occurs in the lysine 40 residue of tubulin 
[13, 28].

The kinesin superfamily, which was first discovered in 
the brains of squid and mammals [36], has been reported 
to participate in a series of vital cellular processes. As 
motor proteins, kinesins are thought to fulfill two main 
functions. The first is that kinesins hydrolyze ATP to 
provide energy which is used to transport substances 
that combine with the kinesin cargo domain. For exam-
ple, Kinesin-2 plays an essential role in the intraflagellar-
transport machinery [24]. The other is that kinesins are 
involved in spindle assembly and chromosome alignment 
in mitotic cells. For instance, it is reported that Kinesin-5 
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affects kinetochore-microtubule attachment, facilitating 
chromosome congression in Drosophila melanogaster S2 
cells [35]. Additionally, Kif4 is proved to control micro-
tubule stabilization and cell migration through the Rho-
mDia-EB1 pathway in the lamella of fibroblasts [25].

Kif18a is one of the 45 kinesin proteins discovered in 
mouse and is a member of the kinesin-8 family together 
with Kif18b [22]. The Kif18 subfamily has been revealed 
to possess core functions related to cell development in 
different species. Several studies have shown that Kif18a 
is a novel biomarker for breast and colorectal cancer [26, 
40], and Kif18a overexpression is also associated with 
unfavorable prognosis in primary hepatocellular car-
cinoma [16, 19]. Recent studies indicated that Kif18b 
contributes to spindle positioning through regulation of 
astral microtubule length [33], whereas the absence of 
Kif18b inhibits centrosome separation in Kif18b knock 
out mice [37]. Similarly to Kif18b, Kif18a is shown to 
regulate kinetochore-microtubule attachment dynamics, 
affecting chromosome positioning during mitosis [7]. It 
is also reported that Kif18a attenuates centromere move-
ment via its effect on microtubule pausing [32]. Moreo-
ver, KIp67A in Drosophila, an orthologue of the human 
Kif18a, controls chromosome alignment and spindle 
length through interaction with kinetochores [29]. In 
mammalian male meiosis, Kif18a impairs chromosome 
congression and dysregulates BubR1 and CENP-E, how-
ever, Kif18a knockout females are fertile, and Kif18a 
knock out ovaries exhibited no apparent histological 
defects [17]. While in Drosophila, the kinesin-like protein 
KLP67A is essential for mitotic and male meiotic spindle 
assembly [12]. However, the role of Kif18a in mammalian 
female meiosis is still poorly understood.

In this study, we employed the knock-down approach 
to study the functions of Kif18a in mammalian oocyte 
meiosis. We hypothesized that Kif18 expressed in oocytes 
and regulated spindle in oocytes. And our results con-
firmed that Kif18a is localized at the spindle and affects 
microtubule stability for spindle organization during 
mouse oocyte meiosis. This study offers an insight into 
the roles of Kif18a during tubulin acetylation in mamma-
lian germ cells.

Results
Expression and localization of Kif18a in mouse oocytes
We first examined whether Kif18a is expressed in 
oocytes. The different stages of oocytes were exam-
ined by western blotting, which revealed that Kif18a is 
expressed at all stages during oocyte maturation (Fig. 1a). 
Subsequently, we examined the subcellular localization 
pattern of Kif18a in mouse oocytes. As shown in Fig. 1b, 
Kif18a had no specific localization pattern in the germ 
vesicle (GV) stage, whereas, after germ vesicle break 

down (GVBD), Kif18a accumulated around the chromo-
somes; in the metaphase I (MI) and metaphase II (MII) 
stages, Kif18a was enriched in the meiotic spindle region, 
and Kif18a localized in the middle body during the ana-
phase-telophase I (ATI) stage. The localization pattern 
of Kif18a indicates a relationship between Kif18a and the 
spindle region during mouse oocyte meiosis.

The localization of Kif18a changes after taxol 
and nocodazole treatment
To confirm the localization pattern of Kif18a, oocytes 
were double-stained using the anti-Kif18a and anti-
α-tubulin antibodies, and results showed that Kif18a 
co-localizes with microtubules in oocytes (Fig. 2a). Sub-
sequently, we disturbed the microtubules to determine 
whether the localization of Kif18a would also change. 
After taxol treatment, the microtubules were stabilized 
and asters appeared in the cytoplasm; Kif18a localized 
at the asters in these oocytes (Fig. 2b). In contrast, after 
nocodazole treatment, the microtubules were depolym-
erized and there was no spindle formation. In this case, 
Kif18a also showed no specific localization and dispersed 
in the cytoplasm (Fig. 2c). These results indicate that the 
localization pattern of Kif18a changed after microtubule 
drug treatment in mouse oocytes.

Depletion of Kif18a affects polar body extrusion in mouse 
oocytes
To explore the potential roles of Kif18a in meiosis, we 
employed siRNA microinjection to knock down Kif18a 
protein expression. Obtained results showed that Kif18a 
protein expression was effectively reduced after Kif18a 
siRNA microinjection (Fig. 3a). Subsequently, a part pro-
portion of treated oocytes failed to extrude first polar 
body (Fig. 3b), and statistical analysis suggested that the 
rate of first polar body extrusion was dramatically lower 
in the Kif18a-KD oocytes than in the control oocytes 
(55.0 ± 3.61%, n = 218 vs. 76.67 ± 1.33%, n = 175, p < 0.05; 
Fig. 3c). These results indicate that Kif18a is essential for 
mouse oocyte maturation.

Kif18a regulates the α‑tubulin acetylation level for spindle 
organization
Next, we attempted to determine the reasons for the 
oocyte maturation defects caused by the Kif18a knock-
down (KD). Due to the co-localization of Kif18a and 
α-tubulin, spindle morphology was examined. The 
spindles of Kif18a-KD oocytes exhibited severe mor-
phological defects (malformed and multipolar spin-
dles), while the spindles of control oocytes presented 
the classical barrel shape with organized chromo-
somes (Fig. 4a). Moreover, the chromosome alignment 
was also disrupted by the Kif18a KD. The incidence 
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of spindle defects was significantly higher in Kif18a-
KD oocytes than in control oocytes (29.77 ± 3.66%, 
n = 91 vs. 10.47 ± 1.70%, n = 85, p < 0.05; Fig.  4b). To 
determine the mechanism underlying the effects of 
Kif18a on spindle organization, we examined the ac-
tubulin level, since the posttranslational modifications 
of microtubules, such as acetylation, tyrosination, and 
polyglutamylation, are essential for spindle biological 
functions. After Kif18a KD, ac-tubulin protein expres-
sion was significantly higher in the Kif18a-KD oocytes 
than the control oocytes (Fig.  4c). This was also con-
firmed by the calculation of the relative densities of the 
protein bands (1 vs 1.48 ± 0.06, p < 0.05; Fig.  4d). To 
find the link for the Kif18 and tubulin acetylation, we 
examined the protein expression of deacetylase Sirt2 
and acetyltransferase Nat10, and our results showed 
that the expression of Sirt2 was decreased after Kif18a 
knock down, while there was no difference for the 
expression of Nat10 (Fig.  4e). Band intensity analysis 
also confirmed this (Sirt2: 1 vs 0.76 ± 0.028; p < 0.05; 
Nat10: 1 vs 0.95 ± 0.014; p > 0.05; Fig.  4f ). Our results 
suggest that Kif18a affects tubulin acetylation, impact-
ing meiotic spindle formation in mouse oocytes.

Microinjection of tubulin K40R mRNA rescues mouse 
oocytes from Kif18a deficiency
Tubulin acetylation normally occurs at lysine 40, and the 
substitution of lysine (K) with arginine (R) can imitate 
deacetylation. Therefore, we investigated whether tubu-
lin K40R could revitalize abnormal oocytes with spindle 
and chromosome defects incurred due to the high acety-
lation level of tubulin resulting from Kif18a KD. For this 
purpose, tubulin K40R mRNA was injected into Kif18a-
deficient oocytes. We examined spindle morphology and 
found that the microinjection of tubulin K40R mRNA 
significantly reduced the proportion of abnormal spindle/
chromosomes in Kif18a-KD oocytes (Fig. 5a), which was 
confirmed by statistical analysis (34.37 ± 4.62%, n = 86 
vs 16.47 ± 2.43%, n = 88 rescue vs 12.63 ± 0.99%, n = 109 
control, Fig. 5b).

Discussion
In the present study, Kif18a was found to be expressed 
in mouse oocytes, being closely associated with micro-
tubules. Furthermore, the depletion of Kif18a induced 
oocyte maturation defects, which may be due to its effects 
on tubulin acetylation-related spindle organization.

Fig. 1 Expression and localization of Kif18a in mouse oocytes. a Oocytes at different maturation stages were examined by Western blotting. b 
Oocytes from GV to MII stages were stained with anti‑Kif18a antibody (green) and counterstained with DAPI for DNA visualization (red). After GVBD, 
Kif18a accumulated around chromosomes. Also, Kif18a localized in the meiotic spindle region at both the MI and MII stages, while it localized in the 
midbody at the ATI stage. Negative control was stained with secondary antibody without Kif18a. Scale bar: 20 μm
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The kinesin superfamily proteins are associated with 
microtubules and are involved in a series of cellular activ-
ities related to spindle organization and chromosome 
movement [11]. For example, Kif25 establishes proper 
spindle orientation via inhibition of centrosome separa-
tion [8]. Meanwhile, both Kif4 and Kif17 were found to 
be indispensable for microtubule stabilization [1, 25]. 
In female meiosis, only a few kinesins were studied, and 
these kinesins were respectively related with cell progres-
sion, spindle formation, and chromosome separation in 
meiosis [5]. In the present study, we showed that Kif18a 
is expressed in mouse oocytes during meiosis, being 
closely associated with microtubules. Furthermore, the 
knockdown of Kif18a induced oocyte maturation defects, 
possibly through its effects on spindle organization. Stud-
ies in other models also provide evidence for the effect 
of Kif18a on spindle formation. The Kif18 subfamily 
contains two members (Kif18a, Kif18b) [22]. The Kif18b 
gene is localized on chromosome 11 and is encoded by 17 
exons, presenting functions like the regulation of spatial 
microtubule organization in PtK cells and modulation 
of spindle formation in EIC cells by the eg5-dependent 
pathway [21, 37]. As a counterpart of Kif18b, the Kif18a 
gene is localized on chromosome 2 and is also encoded 
by 17 exons. Kif18a is required for mitotic progression 
during germ line development [7]. Furthermore, in Hela 
cells, proper chromosome alignment dependents on the 
negative manipulation of kinetochore oscillation based 
on Kif18a [17]. Also, Kif18a was found to affect polym-
erization dynamics of microtubule plus ends without 
destabilizing them in budding yeast [10]. Moreover, in 
Xenopus laevis Kif18a was shown to regulate meiotic 
spindle integrity [23]. Consistent with these previous 
studies, our results using a mouse oocyte model indi-
cated the conserved role of Kif18a on microtubules in 
different species and models.

To determine the potential mechanism for the 
role of Kif18a on spindle organization, we examined 
tubulin acetylation (ac-tubulin) level. Acetylation of 
tubulin widely impacts a series of cellular activities. 
Alpha-tubulin was first found to be post-translation-
ally modified by acetylation on the epsilon-amino 
group of a lysine, and as a modified protein existing in 
primitive protist Trichomonas vaginalis [9, 14]. Fur-
ther investigation showed that ac-tubulin also accu-
mulates in stable microtubules which can resist to 
cold treatment and certain drug stimulation [4, 38]. 
Acetylation and detyrosination of tubulin collectively 
contribute to microtubule stability, the former being 
essential for microtubule steadiness [2, 39]. Apart 
from somatic cells, ac-tubulin was also inspected in 
oocytes [30]. To date, several studies have indicated 
the roles of ac-tubulin during oocyte maturation. 

Fig. 2 Kif18 localization after taxol or nocodazole treatment. a 
Double staining of MI oocytes with an anti‑Kif18a antibody (red) and 
an anti‑α‑tubulin antibody (green). Oocytes were counterstained with 
DAPI to visualize DNA (blue). Kif18a mainly localized on the meiotic 
spindle. b Subcellular localization of Kif18a after taxol treatment 
during mouse oocyte meiotic maturation. Arrows indicated asters. 
Green, α‑tubulin; red, Kif18a. c Subcellular localization of Kif18a after 
nocodazole treatment during mouse oocyte meiotic maturation. 
Green, α‑tubulin; red, Kif18a. Scale bar: 20 μm

Fig. 3 Knockdown of Kif18a affects mouse oocyte maturation. a 
Western blotting was employed to detect the endogenous Kif18a 
protein expression after knockdown of Kif18a. Three independent 
experiments were performed. b Typical phase‑contrast image of 
control siRNA‑injected and Kif18a‑KD oocytes. c The rate of first polar 
body extrusion in control and Kif18‑KD oocytes. Data are presented as 
mean percentage (± SEM) of at least three independent experiments. 
*p < 0.05
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For example, HDAC3 has been reported to affect the 
meiotic apparatus assembly by regulation of tubulin 
acetylation in mouse oocytes [15]. In addition, Esco1, 
which is involved in sister chromatid cohesion, acety-
lates α-tubulin to promote proper spindle assembly in 

meiosis [18]. In our study, we observed that a big pro-
portion of spindle structure was destroyed after Kif18a 
KD, which correlated with a high tubulin acetylation 
level in comparison with the control oocytes. Moreo-
ver, we showed that Kif18a regulated deacetylase Sirt2 

Fig. 4 Knockdown of Kif18a leads to spindle and chromosomal defects during meiosis. a Typical images of MI oocytes after microinjection of 
control siRNA and Kif18a siRNA. Spindles of control MI oocytes exhibited the classical barrel shape with organized chromosomes, while malformed 
and multipolar spindles occurred in Kif18a‑KD oocytes. Green, α‑tubulin; red, DNA. b The incidence of abnormal spindles and misaligned 
chromosomes in control and Kif18a‑KD oocytes. c Endogenous ac‑tubulin protein expression in control and Kif18a‑KD oocytes was examined by 
Western blotting. d Relative intensities of the Kif18a protein bands in control and Kif18a‑KD oocytes. Ac‑tubulin protein expression was significantly 
increased in Kif18a‑KD oocytes. e Sirt2 and Nat10 expression in control and Kif18a‑KD oocytes was examined by Western blotting. After Kif18a knock 
down, the expression of Sirt2 decreased while there was no difference for Nat10. f Relative intensities of Sirt2 and Nat10 protein bands in control 
and Kif18a‑KD oocytes. Data are presented as mean percentage (± SEM) of at least three independent experiments. *p < 0.05; scale bars: 20 μm
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for the tubulin acetylation. Based on the relationship 
between tubulin acetylation and microtubule stabi-
lization, we speculated that the decrease of deacety-
lase Sirt2-induced high tubulin acetylation may be the 
cause for the spindle morphology and chromosome 
alignment defects in Kif18a-KD oocytes.

Tubulin acetylation normally occurs at lysine 40, and 
the substitution of lysine (K) with arginine (R) can lead 
to deacetylation of tubulin.(Chen, [6, 41] Therefore, we 
generated tubulin K40R mRNA and microinjected it 
into the Kif18a-KD oocytes, which we could use K40R 
mRNA to reduce the expression ac-tubulin, which 
neutralize the increased ac-tubulin caused by Kif18 
knock down. This elicited a protective response, since 
K40R reduced the redundant ac-tubulin caused by 
Kif18 deficiency. And we showed that the oocytes dis-
playing normal spindle morphology and chromosome 
alignment after Kif18a KD, which further confirmed 
the impact of Kif18a on tubulin acetylation in oocytes.

Conclusions
In summary, our results indicate that Kif18a is essential 
for spindle organization and chromosome alignment 
during mouse oocyte maturation via its effects on tubulin 
acetylation.

Methods
Antibodies and chemicals
Mouse monoclonal anti-Kif18a and mouse monoclonal 
anti-acetylated tubulin antibodies were purchased from 
Santa Cruz (Santa Cruz, CA, USA). Rabbit polyclonal 
anti-Kif18a, Sirt2 and Nat10 antibodies was purchased 
from Proteintech (Proteintech, CHI, USA). Mouse mono-
clonal anti-α-tubulin-FITC antibodies were from Sigma-
Aldrich Corp. (St. Louis, MO, USA). FITC-conjugated 
and TRITC-conjugated goat anti-rabbit IgG were from 
Zhongshan Golden Bridge Biotechnology, Co., Ltd. (Bei-
jing, China). All other chemicals and reagents were from 
Sigma-Aldrich Corp., unless otherwise stated.

Oocyte harvest and culture
All animal experiments complied with standards formu-
lated by the Animal Care and Use Committee of Nanjing 
Agriculture University. ICR mice were used in the experi-
ments. All mice were housed under appropriate condi-
tions, including controlled temperature, regular diet and 
appropriate light. Female mice (3–4  weeks) were used 
to collect GV oocytes. To obtain GV oocytes, cumulus-
enclosed oocytes were obtained by manual rupturing of 
antral ovarian follicles. Cumulus cells were removed by 
repeated pipetting. For in vitro maturation, GV oocytes 
were cultured in M16 (Sigma) medium under mineral oil, 
at 37 °C, in a 5%  CO2 atmosphere.

Fig. 5 Spindle assembly and chromosome alignment demand hypoacetylation of tubulin K40 during meiosis. a Typical images of MI control 
oocytes, Kif18a siRNA oocytes and Kif18a siRNA + tubulin K40R mRNA‑injected oocytes. Green, α‑tubulin; red, DNA. b The incidence of abnormal 
spindles and misaligned chromosomes in control oocytes, Kif18a siRNA oocytes and Kif18a siRNA + tubulin K40R mRNA‑injected oocytes. Data are 
presented as mean percentage (± SEM) of at least three independent experiments. *p < 0.05; scale bars: 20 μm
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Nocodazole and Taxol treatment of oocytes
For the nocodazole treatment, oocytes were incubated 
in medium containing 20 μg/ml nocodazole for 20 min. 
Then, these oocytes were fixed to undergo further experi-
ments. For the taxol treatment, oocytes were incubated 
in culture medium containing 10  μM taxol for 40  min. 
Then, these oocytes were fixed to undergo further 
experiments.

Plasmid construct and in vitro transcription
Template RNA was generated from 10 ovaries with an 
RNA Isolation Kit (Thermo Fisher), and reverse tran-
scription to cDNA was performed by the PrimeScript 
1st strand cDNA synthesis kit (Takara, Japan). Vec-
tor (pcDNA3.1) cloning with Flag-tubulin substitution 
mutants (K40R) was conducted by the StarMut site-
directed mutagenesis kit (GenStar, Cat#T111-01). mRNA 
was synthesized from linearized plasmid using the HiS-
cribe T7 high yield RNA synthesis kit (NEB), then capped 
with m7G(5′)ppp(5′)G (NEB), tailed with a poly(A) poly-
merase tailing kit (Epicentre), and purified with the RNA 
clean & concentrator-25 kit (Zymo Research).

Kif18a siRNA injection
Kif18a siRNA microinjection was used to knock down 
Kif18a in mouse oocytes. Kif18a siRNA 5′- GCU UCA 
CUG UCA CCA UUU ATT UAA AUG GUG ACA 
GUG AAG CTT -3′ (Genepharma, Shanghai, China) was 
diluted with water to a 75 μM stock solution, and 5–10 
pl of siRNA solution was injected into oocytes. Addi-
tionally, siRNA 5′-UUC UCC GAA CGU GUC ACG 
UTT ACG UGA CAC GUU CGG AGA ATT-3′ (5–10 
pl) (Genepharma, Shanghai, China) was injected as a 
control. After injection, the oocytes were cultured in 
M16 medium containing 5 μM milrinone for 24 h, then 
washed three times, each for 2 min, in fresh M2 medium. 
The oocytes were then transferred to fresh M16 medium 
and cultured for 8 h or 12 h to detect spindle and chro-
mosome organization or to determine their maturation 
status (polar body extrusion), respectively.

Confocal microscopy
Oocytes were fixed in 4% paraformaldehyde (in PBS), at 
room temperature, for 30  min, and then permeabilized 
with 0.5% Triton X-100 in PBS for 20  min. To reduce 
non-specific IgG binding, oocytes were incubated with 
blocking buffer (1% BSA-supplemented PBS), at room 
temperature, for 1 h. Then, oocytes were incubated with a 
mouse monoclonal anti-Kif18a antibody (1:50), a mouse 
monoclonal anti-ac-tubulin antibody (1:100) or an anti-
α-tubulin-FITC antibody (1:100), respectively, at 4  °C, 
overnight. After 3 washes (2 min each) with wash buffer 
(0.1% Tween 20 and 0.01% Triton X-100 in PBS), oocytes 

were labeled with an appropriate secondary antibody 
coupled to FITC-conjugated and TRITC-conjugated 
goat anti-mouse IgG (1:100), at room temperature, for 
1  h. Oocytes were then co-stained with DAPI to exam-
ine the chromosomes. Next, samples were mounted on 
glass slides and observed with a confocal laser-scanning 
microscope (Zeiss LSM 700 META, Germany).

Western blot analysis
Approximately 150–180 mouse oocytes were placed in 
Laemmli sample buffer and heated at 90  °C for 10  min. 
Proteins were separated by SDS-PAGE, at 150  V, for 
90  min, and then electrophoretically transferred to pol-
yvinylidene fluoride (PVDF) membranes (Millipore, 
Billerica, MA, USA), at 20  V, for 60  min. After trans-
fer, membranes were blocked with TBST containing 5% 
non-fat milk for 1 h, followed by incubation with a rabbit 
polyclonal anti-Kif18a (1:200), a mouse monoclonal anti-
actin antibody (1:1000) and a mouse monoclonal anti-ac 
tubulin antibody (1:1000), at 4 °C, overnight. After wash-
ing 3 times in TBST (10  min each), membranes were 
incubated at 37 °C, for 1 h, with HRP-conjugated Pierce 
Goat anti-Rabbit IgG (1:6000) or HRP-conjugated Pierce 
Goat anti-mouse IgG (1:1000). Finally, the specific pro-
teins were visualized using a chemiluminescence reagent 
(Millipore, Billerica, MA).

Statistical analysis
At least three biological replicates were used for each 
analysis. Each replicate was performed as an independ-
ent experiment, at a different time. Results are presented 
as mean ± SEM. Statistical comparisons were conducted 
using analysis of variance (ANOVA), and differences 
between treatment groups were assessed with the t test 
embedded in Prism5 (GraphPad Software, La Jolla, CA, 
USA). A p-value of < 0.05 was considered significant.

Abbreviations
GV: germinal vesicle; GVBD: germinal vesicle breakdown; MI: metaphase I; ATI: 
anaphase and telophase I; MII: metaphase II; KD: knock down.

Authors’ contributions
FT, SCS designed the study; FT, MHP, XW performed the experiments; YL, YZ 
contributed the materials; FT, SCS analyzed the data; FT, SCS wrote the manu‑
script. All authors read and approved the final manuscript.

Acknowledgements
We thank Prof. Bo Xiong from Nanjing Agricultural University for providing 
vector encoding α‑tubulin.

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



Page 8 of 9Tang et al. Cell Div            (2018) 13:9 

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article.

Consent for publication
The authors agree with publishing this manuscript.

Ethics approval and consent to participate
Not applicable.

Funding
This work was supported by the National Natural Science Foundation of China 
(31622055, 31571547) and the Fundamental Research Fund for the Central 
Universities (KYTZ201602 and KJYQ201701), China.

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

Received: 31 August 2018   Accepted: 26 October 2018

References
 1. Acharya BR, Espenel C, Kreitzer G. Direct regulation of microtu‑

bule dynamics by KIF17 motor and tail domains. J Biol Chem. 
2013;288(45):32302–13.

 2. Bre MH, Kreis TE, Karsenti E. Control of microtubule nucleation and stabil‑
ity in Madin‑Darby canine kidney cells: the occurrence of noncentroso‑
mal, stable detyrosinated microtubules. J Cell Biol. 1987;105(3):1283–96.

 3. Brunet S, Maro B. Cytoskeleton and cell cycle control during meiotic 
maturation of the mouse oocyte: integrating time and space. Reproduc‑
tion. 2005;130(6):801–11.

 4. Cambray‑Deakin MA, Burgoyne RD. Acetylated and detyrosinated 
alpha‑tubulins are co‑localized in stable microtubules in rat meningeal 
fibroblasts. Cell Motil Cytoskeleton. 1987;8(3):284–91.

 5. Camlin NJ, McLaughlin EA, Holt JE. Motoring through: the role of 
kinesin superfamily proteins in female meiosis. Hum Reprod Update. 
2017;23(4):409–20.

 6. Chen YT, Chen YF, Chiu WT, Liu KY, Liu YL, Chang JY, Chang HC, Shen MR. 
Microtubule‑associated histone deacetylase 6 supports the calcium 
store sensor STIM1 in mediating malignant cell behaviors. Cancer Res. 
2013;73(14):4500–9.

 7. Czechanski A, Kim H, Byers C, Greenstein I, Stumpff J, Reinholdt LG. Kif18a 
is specifically required for mitotic progression during germ line develop‑
ment. Dev Biol. 2015;402(2):253–62.

 8. Decarreau J, Wagenbach M, Lynch E, Halpern AR, Vaughan JC, Kollman J, 
Wordeman L. The tetrameric kinesin Kif25 suppresses pre‑mitotic centro‑
some separation to establish proper spindle orientation. Nat Cell Biol. 
2017;19(4):384–90.

 9. Delgado‑Viscogliosi P, Brugerolle G, Viscogliosi E. Tubulin post‑transla‑
tional modifications in the primitive protist Trichomonas vaginalis. Cell 
Motil Cytoskeleton. 1996;33(4):288–97.

 10. Du Y, English CA, Ohi R. The kinesin‑8 Kif18A dampens microtubule plus‑
end dynamics. Curr Biol. 2010;20(4):374–80.

 11. Freixo F, Martinez Delgado P, Manso Y, Sanchez‑Huertas C, Lacasa C, 
Soriano E, Roig J, Luders J. NEK7 regulates dendrite morphogenesis in 
neurons via Eg5‑dependent microtubule stabilization. Nat Commun. 
2018;9(1):2330.

 12. Gandhi R, Bonaccorsi S, Wentworth D, Doxsey S, Gatti M, Pereira A. The 
Drosophila kinesin‑like protein KLP67A is essential for mitotic and male 
meiotic spindle assembly. Mol Biol Cell. 2004;15(1):121–31.

 13. Janke C, Montagnac G. Causes and Consequences of Microtubule Acety‑
lation. Curr Biol. 2017;27(23):R1287–92.

 14. L’Hernault SW, Rosenbaum JL. Chlamydomonas alpha‑tubulin is post‑
translationally modified by acetylation on the epsilon‑amino group of a 
lysine. Biochemistry. 1985;24(2):473–8.

 15. Li X, Liu X, Gao M, Han L, Qiu D, Wang H, Xiong B, Sun SC, Liu H, Gu L. 
HDAC3 promotes meiotic apparatus assembly in mouse oocytes by 
modulating tubulin acetylation. Development. 2017;144(20):3789–97.

 16. Liao W, Huang G, Liao Y, Yang J, Chen Q, Xiao S, Jin J, He S, Wang C. High 
KIF18A expression correlates with unfavorable prognosis in primary 
hepatocellular carcinoma. Oncotarget. 2014;5(21):10271–9.

 17. Liu XS, Zhao XD, Wang X, Yao YX, Zhang LL, Shu RZ, Ren WH, Huang Y, 
Huang L, Gu MM, Kuang Y, Wang L, Lu SY, Chi J, Fen JS, Wang YF, Fei J, Dai 
W, Wang ZG. Germinal cell aplasia in Kif18a mutant male mice due to 
impaired chromosome congression and dysregulated BubR1 and CENP‑
E. Genes Cancer. 2010;1(1):26–39.

 18. Lu Y, Li S, Cui Z, Dai X, Zhang M, Miao Y, Zhou C, Ou X, Xiong B. The 
cohesion establishment factor Esco1 acetylates alpha‑tubulin to 
ensure proper spindle assembly in oocyte meiosis. Nucleic Acids Res. 
2018;46(5):2335–46.

 19. Luo W, Liao M, Liao Y, Chen X, Huang C, Fan J, Liao W. The role of kinesin 
KIF18A in the invasion and metastasis of hepatocellular carcinoma. World 
J Surg Oncol. 2018;16(1):36.

 20. Marlow FL. Recent advances in understanding oogenesis: interactions 
with the cytoskeleton, microtubule organization, and meiotic spindle 
assembly in oocytes. F1000Res. 2018;7:468.

 21. McHugh T, Gluszek AA, Welburn JP. Microtubule end tethering of a pro‑
cessive kinesin‑8 motor Kif18b is required for spindle positioning. J Cell 
Biol. 2018;217(7):2403–16.

 22. Miki H, Setou M, Kaneshiro K, Hirokawa N. All kinesin superfam‑
ily protein, KIF, genes in mouse and human. Proc Natl Acad Sci USA. 
2001;98(13):7004–11.

 23. Mockel MM, Heim A, Tischer T, Mayer TU. Xenopus laevis Kif18A is a highly 
processive kinesin required for meiotic spindle integrity. Biol Open. 
2017;6(4):463–70.

 24. Mohamed MAA, Stepp WL, Okten Z. Reconstitution reveals motor activa‑
tion for intraflagellar transport. Nature. 2018;557(7705):387–91.

 25. Morris EJ, Nader GP, Ramalingam N, Bartolini F, Gundersen GG. Kif4 
interacts with EB1 and stabilizes microtubules downstream of Rho‑mDia 
in migrating fibroblasts. PLoS ONE. 2014;9(3):e91568.

 26. Nagahara M, Nishida N, Iwatsuki M, Ishimaru S, Mimori K, Tanaka F, 
Nakagawa T, Sato T, Sugihara K, Hoon DS, Mori M. Kinesin 18A expres‑
sion: clinical relevance to colorectal cancer progression. Int J Cancer. 
2011;129(11):2543–52.

 27. Nogales E, Whittaker M, Milligan RA, Downing KH. High‑resolution model 
of the microtubule. Cell. 1999;96(1):79–88.

 28. Piperno G, LeDizet M, Chang XJ. Microtubules containing acety‑
lated alpha‑tubulin in mammalian cells in culture. J Cell Biol. 
1987;104(2):289–302.

 29. Savoian MS, Glover DM. Drosophila Klp67A binds prophase kinetochores 
to subsequently regulate congression and spindle length. J Cell Sci. 
2010;123(Pt 5):767–76.

 30. Schatten G, Simerly C, Asai DJ, Szoke E, Cooke P, Schatten H. Acetylated 
alpha‑tubulin in microtubules during mouse fertilization and early devel‑
opment. Dev Biol. 1988;130(1):74–86.

 31. Serra E, Succu S, Berlinguer F, Porcu C, Leoni GG, Naitana S, Gadau SD. 
Tubulin posttranslational modifications in in vitro matured prepubertal 
and adult ovine oocytes. Theriogenology. 2018;114:237–43.

 32. Stumpff J, Wagenbach M, Franck A, Asbury CL, Wordeman L. Kif18A 
and chromokinesins confine centromere movements via microtubule 
growth suppression and spatial control of kinetochore tension. Dev Cell. 
2012;22(5):1017–29.

 33. Su X, Arellano‑Santoyo H, Portran D, Gaillard J, Vantard M, Thery M, 
Pellman D. Microtubule‑sliding activity of a kinesin‑8 promotes spindle 
assembly and spindle‑length control. Nat Cell Biol. 2013;15(8):948–57.

 34. Tran PT, Walker RA, Salmon ED. A metastable intermediate state of micro‑
tubule dynamic instability that differs significantly between plus and 
minus ends. J Cell Biol. 1997;138(1):105–17.

 35. Tubman E, He Y, Hays TS, Odde DJ. Kinesin‑5 mediated chromosome 
congression in insect spindles. Cell Mol Bioeng. 2018;11(1):25–36.

 36. Vale RD, Reese TS, Sheetz MP. Identification of a novel force‑gener‑
ating protein, kinesin, involved in microtubule‑based motility. Cell. 
1985;42(1):39–50.

 37. van Heesbeen R, Raaijmakers JA, Tanenbaum ME, Halim VA, Lelieveld 
D, Lieftink C, Heck AJR, Egan DA, Medema RH. Aurora A, MCAK, and 



Page 9 of 9Tang et al. Cell Div            (2018) 13:9 

•
 
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 research ?  Choose BMC and benefit from: 

Kif18b promote Eg5‑independent spindle formation. Chromosoma. 
2017;126(4):473–86.

 38. Webster DR, Borisy GG. Microtubules are acetylated in domains that turn 
over slowly. J Cell Sci. 1989;92(Pt 1):57–65.

 39. Wehland J, Weber K. Turnover of the carboxy‑terminal tyrosine of alpha‑
tubulin and means of reaching elevated levels of detyrosination in living 
cells. J Cell Sci. 1987;88(Pt 2):185–203.

 40. Zhang C, Zhu C, Chen H, Li L, Guo L, Jiang W, Lu SH. Kif18A is involved in 
human breast carcinogenesis. Carcinogenesis. 2010;31(9):1676–84.

 41. Zhang L, Han L, Ma R, Hou X, Yu Y, Sun S, Xu Y, Schedl T, Moley KH, Wang 
Q. Sirt3 prevents maternal obesity‑associated oxidative stress and meiotic 
defects in mouse oocytes. Cell Cycle. 2015;14(18):2959–68.


	Kif18a regulates Sirt2-mediated tubulin acetylation for spindle organization during mouse oocyte meiosis
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	Expression and localization of Kif18a in mouse oocytes
	The localization of Kif18a changes after taxol and nocodazole treatment
	Depletion of Kif18a affects polar body extrusion in mouse oocytes
	Kif18a regulates the α-tubulin acetylation level for spindle organization
	Microinjection of tubulin K40R mRNA rescues mouse oocytes from Kif18a deficiency

	Discussion
	Conclusions
	Methods
	Antibodies and chemicals
	Oocyte harvest and culture
	Nocodazole and Taxol treatment of oocytes
	Plasmid construct and in vitro transcription
	Kif18a siRNA injection
	Confocal microscopy
	Western blot analysis
	Statistical analysis

	Authors’ contributions
	References




