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Introduction

The endoplasmic reticulum (ER) has two membrane structures, ER sheets and
ER tubules. One of the tubular ER membrane-shaping proteins is reticulon (RTN)
family. RTN family supports the formation of high membrane curvature of the ER
tubules. The ER tubules undergo homotypic fusion to generate the three-way junctions,
thereby forming a reticular network. The homotypic fusion is mediated by a
membrane-anchor GTPase, atlastin (ATL). ATLs form a trans-dimer in the opposing
ER tubules and promote membrane fusion of the ER tubules in a GTP hydrolysis-
dependent manner.

The three-way junction mediated by ATL family is not stable; therefore, other
proteins are needed to stabilize the three-way junction. Lunapark (Lnp), a tubular ER
membrane protein, localizes to and stabilizes the three-way junction. The N-terminal
cytoplasmic domain in Lnp has a ubiquitin ligase activity. However, the substrates of
Lnp have not been identified yet. In this study, we examined whether Lnp ubiquitinates
tubular ER membrane proteins and whether the ubiquitin ligase activity of Lnp is
involved in the tubular ER network formation.

Results
1. Lnp ubiquitinates ATL1 and ATL2.

We examined whether Lnp ubiquitinates tubular ER membrane proteins by in
cell ubiquitination assay. Myc-ATL or RTN family, along with HA-ubiquitin and Lnp-
FLAG, were transfected into human embryonic kidney HEK293 cells. The transfected
cells were incubated with proteasomal inhibitor MG132 for 4 hours before being
harvested. The cells were then lysed, followed by immunoprecipitation by the anti-
myc antibody and immunoblotting. The ubiquitination of myc-ATL1 and ATL2 was
increased by the expression of Lnp-FLAG. By contrast, ubiquitination of myc-ATL3
and RTN family was not increased by the expression of Lnp-FLAG (except in myc-
RTN2B, which was slightly increased). ATL1 is mainly expressed in the brain, while
ATL2 is expressed ubiquitously. We decided to continue our research focusing on
ATL2.

To further characterize that ATL2 is the substrate for ubiquitination by Lnp,
we performed in vitro ubiquitination assay with the purified recombinant proteins.
Hexa histidine-tagged cytoplasmic fragment of ATL family (His-cytATL) containing
the GTPase domain and the middle domain has been widely used for examining the
function of the ATL family proteins in vitro. His-cytATL2 was incubated with His-
tagged ubiquitin-activating enzyme (E1), His-UBE2D1 as a ubiquitin-conjugating



enzyme (E2), Lnp-FLAG, HA-Ub and magnesium/ATP. The samples were pulled
down by Ni-agarose resin, followed by immunoblotting. Lnp-FLAG increased the
ubiquitination of His-cytATL2. These results indicate that ATL2 is the substrate
ubiquitinated by Lnp.

2. Lnp is involved in the degradation of ATL2.

We reasoned that if Lnp ubiquitinates ATL2 for proteasomal degradation, Lnp
knockdown would reduce the ubiquitination and degradation of ATL2. To examine
this reasoning, we examined the protein amount of ATL2 in the Lnp knocked-down
cells. The control siRNA or two independent siRNAs targeting Lnp (siLnp #1 and #2)
was transfected into African green monkey kidney COS-7 cells. The protein amount
of ATL2 in the siLnp #1 and #2-transfected cells was increased compared to the
control siRNA-transfected cells.

We next examined the time-dependent degradation of ATL2. COS-7 cells were
transfected with siLnp #1 or the control siRNA and incubated with MG132 or its
solvent DMSO, along with cycloheximide to inhibit protein biosynthesis. The protein
amount of ATL2 was decreased in a time-dependent manner in the absence of MG132,
whereas it was not altered in the presence of MG132 in the control siRNA-transfected
cells. By contrast, the protein amount of ATL2 was not altered irrespective of MG132
treatment in the siLnp-transfected cells. These results indicate that Lnp knockdown
decreases the proteasomal degradation of ATL2, further supporting that Lnp
ubiquitinates ATL2.

3. The localization of lunapark at the three-way junctions is important for
ubiquitination of atlastin-2.

ATL2 mediates the nascent three-way junction formation, and Lnp stabilizes
it. Both ATL2 and Lnp localize at the three-way junction, raising the possibility that
localization of Lnp at the three-way junction would be required for ubiquitination of
ATL2. A previous study has shown that the amphipathic helix of Lnp is important for
its localization at the three-way junction. The amphipathic helix mutants Lnp 125D
and L28D failed to localize at the three-way junction and were distributed evenly
throughout the tubular ER network. Based on this, Lnp WT, 125D or L28D-FLAG was
co-transfected with myc-ATL2 into human osteosarcoma U20S cells, followed by
immunostaining. Lnp WT-FLAG colocalized with myc-ATL2 at the three-way
junctions more efficiently than Lnp 125D or L28D-FLAG.



We performed in cell ubiquitination assay using the Lnp mutants 125D and
L28D. Lnp 125D and L28D ubiquitinated ATL2 less efficiently than Lnp WT did. To
exclude the possibility that the reduced ubiquitination of ATL2 by Lnp 125D and L28D
in the cells was attributed to the reduction of their own ubiquitin ligase activities, we
performed in vitro ubiquitination assay. Lnp 125D and L28D did not decrease the
ubiquitin ligase activity compared to Lnp WT. Collectively, these results indicate that
the localization of Lnp at the three-way junctions is important for the ubiquitination of
ATL2.

4. Lysine 56, 57, 282 and 302 in ATL2 are the potential ubiquitination sites by
Lnp.

We sought to identify the amino acid(s) in ATL2 that are ubiquitinated by Lnp.
We constructed the truncated mutant of ATL2 encoding N-terminal 342 amino acids
(N342) and performed in cell ubiquitination assay. The ubiquitination of myc-ATL2
N342 was increased by the expression of Lnp-FLAG. This result suggests that the
amino acid(s) in ATL2 ubiquitinated by Lnp is located within the N-terminal 342
amino acids. Generally, ubiquitin is attached to a lysine residue of substrate proteins.
We have shown that ATL1 and ATL2 are ubiquitinated by Lnp, whereas ATL3 is not,
suggesting that lysine residue(s) conserved in ATL1 and ATL2 but not in ATL3 would
be the candidate(s) ubiquitinated by Lnp. According to the criteria, we generated an
ATL2 mutant in which lysine 56, 57, 282 and 302 were substituted with arginine
(ATL2 KR).

We performed in cell ubiquitination assay using myc-ATL2 WT and KR. Myc-
ATL2 KR was less ubiquitinated than myc-ATL2 WT by the expression of Lnp-FLAG.
We also performed in vitro ubiquitination assay using His-cytATL2 WT and KR.
Consistent with in cell ubiquitination assay, His-cytATL2 KR was less ubiquitinated
compared to His-cytATL2 WT in the presence of Lnp-FLAG. These results indicate
that lysine 56, 57, 282 and 302 in ATL2 are the potential ubiquitination sites by Lnp.

5. The expression of the ATL2 KR mutant fails to rescue the decrease of the
number of the three-way junctions in the ATL2 knocked-down cells.

Previous studies have shown that the depletion of ATL2 decreases the number
of the three-way junctions, resulting in unbranched ER tubules. These results indicate
that ATL2 is important for the formation of the proper tubular ER network. We
reasoned that if ubiquitination of ATL2 by Lnp is important for the tubular ER network
formation, the exogenous expression of the ATL2 KR mutant would fail to rescue the



decrease of the number of the three-way junctions in the ATL2 knocked-down cells.
To examine the above reasoning, we transfected an siRNA targeting ATL2 (SIATL2)
into U20S cells. Two days after the first transfection, myc-tagged siRNA-resistant
ATL2 WT or KR was co-transfected with GFP-Sec61p3, an ER marker. The number of
three-way junctions was counted from the peripheral reticular fluorescence signals of
GFP-Sec61p. The number of the three-way junctions was decreased in the ATL2
knocked-down cells relative to the control sSiRNA-transfected cells. The expression of
siRNA-resistant myc-ATL2 WT rescued the decrease in the number of the three-way
junctions. By contrast, the expression of siRNA-resistant myc-ATL2 KR failed to
rescue the decrease. This result indicates that ubiquitination of ATL2 by Lnp is
important for tubular ER network formation.

Conclusions

In this study, we demonstrated that ATL2 is a novel ubiquitination substrate of
Lnp. The localization of Lnp at the three-way junctions was important for the
ubiquitination of ATL2. Lysine 56, 57, 282 and 302 in ATL2 are the potential
ubiquitination sites by Lnp. Ubiquitination of ATL2 was important to rescue the
decrease of the number of the three-way junctions in the ATL2 knocked-down cells.
These results suggest that Lnp ubiquitinates ATL2 at the three-way junctions for the
proper tubular ER network formation.
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