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The F-box protein TIR1 is an auxin
receptor

Nihal Dharmasiri', Sunethra Dharmasiri' & Mark Estelle'

The plant hormone auxin regulates diverse aspects of plant growth and development. Recent studies indicate that auxin
acts by promoting the degradation of the Aux/IAA transcriptional repressors through the action of the ubiquitin protein
ligase SCF™'®'. The nature of the signalling cascade that leads to this effect is not known. However, recent studies
indicate that the auxin receptor and other signalling components involved in this response are soluble factors. Using an
in vitro pull-down assay, we demonstrate that the interaction between transport inhibitor response 1 (TIR1) and Aux/IAA
proteins does not require stable modification of either protein. Instead auxin promotes the Aux/IAA-SCF™'®" interaction

by binding directly to SCFT'?', We further show that the loss of TIR1 and three related F-box proteins eliminates
saturable auxin binding in plant extracts. Finally, TIR1 synthesized in insect cells binds Aux/IAA proteins in an auxin-
dependent manner. Together, these results indicate that TIR1 is an auxin receptor that mediates Aux/IAA degradation

and auxin-regulated transcription.

Since its discovery over 70 years ago, the plant hormone auxin or
indole acetic acid (IAA) has been implicated in virtually every aspect
of plant growth and development'. In some tissues auxin regulates
cell elongation, while in others the hormone promotes cell division.
Recent studies also indicate that auxin acts as a morphogen during
embryogenesis and in the root meristem>*. Despite the importance
of auxin to the plant, many aspects of auxin signalling are poorly
understood. In particular, the identity of the auxin receptor(s) is
unknown. The best-characterized candidate receptor, the auxin
binding protein 1 (ABP1), was identified by virtue of its auxin
binding activity’. Although some characteristics of ABP1 are con-
sistent with receptor function, the role of this protein in auxin
signalling has not been determined.

In contrast, some aspects of auxin-regulated transcription are
better understood. Two families of transcription factors, the auxin
response factor (ARF) and Aux/IAA proteins, have been implicated
in this process. The ARF proteins bind DNA directly and either
activate or repress transcription depending on the ARF®. The
Aux/IAA proteins exert their effects by binding to the ARF proteins
through a conserved dimerization domain”®. At least in the case of
the activating ARFs, the effect of Aux/IAA binding is to repress
transcription.

Auxin regulates transcription by stimulating the degradation of
the Aux/IAA proteins®'>. Recent studies indicate that auxin acts
by promoting an interaction between the Aux/IAA proteins and
the ubiquitin protein ligase SCF™™!(ref. 10). In Arabidopsis, the
Aux/IAA proteins are encoded by a family of genes comprised of 29
members®. Most of these proteins share four conserved regions
designated domains I to IV. Domain II, including the conserved
amino-acid residues GWPPV, has been implicated in the degradation
of a luciferase reporter protein'> and interacts with SCE™™®!,
suggesting that domain II is the auxin degron'*'®. Mutations within
domain II result in stabilization of the affected Aux/IAA protein and
defects in auxin response'®'>'¢,

How auxin promotes the interaction between Aux/IAA and
SCE™®! is not known. Substrate recognition by many other
cullin-based E3 ligases requires substrate modification, typically

phosphorylation, although proline hydroxylation and glycosylation
have also been reported'”°. In contrast, new evidence suggests that
none of these mechanisms are likely to be involved in auxin-induced
Aux/TIAA degradation'*". Similarly, the recent suggestion that a
parvulin-type prolyl isomerase may be involved in the interaction'*
now appears unlikely with the discovery that the parvulin inhibitor
juglone has a nonspecific effect on the Aux/IAA-SCE™! inter-
action®. Instead, it has been suggested that substrate recognition
requires an auxin-dependent modification of TIR1 or an associated
protein, rather than the substrate'. To investigate this question, we
adopted a biochemical approach based on the in vitro interaction
assay we have previously described'. Here we report compelling
evidence that auxin regulates degradation of the Aux/IAA proteins by
binding directly to TIRI.

The TIR1-Aux/IAA interaction does not require a stable
modification of either protein

We first asked whether the Aux/TAA-SCE™™! protein interaction is
affected by temperature, reasoning that if stable modification of
the TIR1 protein involves an enzyme, the reaction should be
temperature-dependent. However, when pull-down assays were
carried out at temperatures ranging from 4 to 25 °C, no differences
in the recovery of TIRI-Myc were observed, suggesting that an
enzyme-mediated modification is not involved (Fig. 1a). At 37°C,
the amount of TIR1-Myc in the pull-down decreased, possibly
because the TIRI-Aux/IAA interaction is less stable at this
temperature.

In a previous study, we showed that auxin promotes the inter-
action between TIR1 and the Aux/IAA protein within 5min of
addition to the pull-down reaction and that the response is saturated
after 30 min (ref. 21). The results in Fig. 1b confirm that at both 0.5
and 50 uM 2,4-dichlorophenoxy acetic acid (2,4-D), the interaction
is saturated after 20 min at 4°C. To further explore the effects of
temperature we performed pull-down experiments using 0.5 and
50 uM 2,4-D at 4°C and 25 °C with an incubation time of 25 min.
The results in Fig. 1¢ demonstrate that the kinetics of the response is
similar at the two temperatures. Taken together, these results show
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that the effect of auxin is largely temperature-independent, arguing
against the involvement of an enzyme-based modification of TIR1 or
any other protein.

The auxin receptor co-purifies with TIR1

The pull-down assay that we use to examine the interaction between
TIR1 and the Aux/IAA proteins involves extensive washes in buffer
lacking auxin. Because our results suggest that a stable protein
modification is not required for Aux/IAA binding, we wondered if
the interaction might depend on the continuous presence of auxin.
As shown in Fig. 1d, the addition of auxin into the washing buffer
greatly enhanced the recovery of TIRI-Myc from the pull-down
reaction, suggesting that auxin acts to stabilize the interaction
between TIR1 and the Aux/IAA protein and that the hormone is
required continuously for this effect.

Next we investigated whether partially purified TIR1-Myc is
capable of interacting with [AA7 protein in an auxin-dependent
manner. TIRI-Myc was immunopreciptated from plant extracts in
the presence or absence of 50 pM 2,4-D using anti-Myc antibody
linked to sepharose beads (Covance). After the beads were washed
with several bed volumes of buffer, TIRI-Myc was eluted with
50mM Tris-Cl (pH7.2), 300 mM NaCl, 0.5% Tween and 10%
dioxane. Eluted TIR1-Myc was then used in pull-down assays with
GST-TIAA7. The results in Fig. 2a show that immunoprecipitated
TIR1-Myc interacts with GST-IAA7 in an auxin-dependent manner
similar to TIR1-Myc in crude plant extracts. Auxin treatment of the
plant extract before immunoprecipitation did not affect the sub-
sequent interaction, providing additional support for the hypothesis
that auxin does not stably modify TIR1 or a protein associated with
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Figure 1| Auxin-induced interaction between Aux/IAA and the SCF™®" is
dependent on auxin concentration but not temperature. Pull-down
reactions were carried out using recombinant GST-IAA7 and crude plant
extracts prepared from tirl-1, GVG-TIRI-myc seedlings. Protein bound to
GST-IAA7 was washed, separated on SDS-PAGE and immunoblotted with
anti-Myc antibody. a, Pull-down reactions were carried out at indicated
temperatures for 20 min in the presence or absence of 50 pM 2,4-D. b, Pull-
down reactions were carried out at 4 °C for the indicated times with different
2,4-D concentrations. ¢, Pull-down reactions were incubated at the indicated
temperatures and 2,4-D concentrations for 25 min. d, Pull-down reactions
were incubated for 25 min at 4 °C and the glutathione beads were rinsed once
with 1 ml of washing buffer without 2,4-D and then washed three times with
washing buffer with or without 2,4-D.
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TIR1 (Fig. 2b). These results indicate that all the factors necessary for
auxin-induced interaction, including the receptor, are present in the
anti-Myc immunoprecipitate.

Because the Aux/IAA-TIR1 interaction depends on the continu-
ous presence of auxin (Fig. 1d), it should be possible to purify
TIR1-Myc by auxin-dependent binding to GST-TAA7. To investigate
this possibility, pull-down assays were carried out with GST-IAA7 in
the presence of auxin in both the pull-down buffer and the washing
buffer. The TIR1-Myc protein was then eluted into washing buffer
without auxin by vigorous agitation. Eluted TIR1-Myc was used in
the pull-down reaction using GST-IAA7 in the presence or absence
of auxin. TIR1-Myc recovered by this method was still responsive to
auxin (Fig. 2¢). Further, preincubation of GST-IAA7 with auxin
either in the extraction buffer or in the plant extract did not affect the
subsequent interaction in the pull-down assay (data not shown).

Auxin binds directly to SCF™'®'

Because auxin does not appear to cause a stable modification of
TIRI or the Aux/IAA proteins, we hypothesized that auxin may
regulate the interaction between Aux/IAA and SCE™! by directly
binding to the SCF™™" complex. To test this possibility, we carried
out pull-down assays using GST-IAA7 and crude extracts from
GVG:TIRI-myc seedlings in the presence of [’H]-IAA. After washing
the GST-TAA7 beads extensively, radioactivity retained with the
GST-TAA7 beads was measured by scintillation counting. The results
in Fig. 3a show that GST-TAA7 retained [’H]-IAA, but GST-AXR2-1
did not. The AXR2-1 protein has an amino-acid substitution in
domain II that prevents interaction with SCF™R! (ref, 10).
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Figure 2 | Partially purified TIR1-Myc interacts with GST-IAA7 in an auxin-
dependent manner. a, TIR1-Myc was immunoprecipitated from crude
plant extracts with anti-Myc antibody. Eluted protein was used in a pull-
down assay as described in Methods. 100 p.g of wild-type plant extract (plant
extract), boiled plant extract (boiled extract) or extraction buffer (buffer)
was added to the pull-down reaction. b, Crude plant extract was incubated
with 50 pM 2,4-D for 1 h and then TIR1-Myc was immunoprecipitated with
anti-Myc antibody before the pull-down assay as above. ¢, TIR1-Myc was
first pulled-down with GST-IAA7, washed in the presence of 50 pM 2,4-D
and then eluted into washing buffer without 2,4-D. Eluted protein was used
in the pull-down assay as described in a.
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To explore further the biological relevance of this binding we
performed competitive binding experiments with active auxins and
related compounds. The active auxins IAA, 1-NAA and 2,4-D
competed efficiently with [’H]-IAA for binding while benzoic acid
and tryptophan—related molecules with no auxin activity—did not
compete effectively (Fig. 3b). These results suggest that the auxin
receptor is localized to the SCE'™' complex. Scatchard analysis
indicated that the apparent dissociation constant K4 of the receptor
for TAA is 84 nM (data not shown). In addition, our results demon-
strate that the natural auxin IAA has a higher affinity for the receptor
than either 2,4-D or 1-NAA, consistent with our earlier results
indicating that IAA promotes the interaction between Aux/IAA
and TIR1 at nanomolar concentrations while 2,4-D and 1-NAA are
active at micromolar levels'’. The median inhibitory concentration
ICs, for IAA, 1-NAA, and 2,4-D is 0.12, 1.3 and 1.4 uM, respectively,
in this assay. It should be noted however that the K4 and 1C5, values
were obtained in binding assays with crude plant extracts containing
unknown levels of endogenous IAA. In addition, it is likely that a
fraction of the exogenous IAA is metabolized during the course of the
experiment. Although the ICs, values provide information on the
relative affinity of each compound for the receptor, it will be
necessary to determine definitive K4 and ICs, values using purified
proteins.

Because auxin is recovered with GST-IAA7 in the presence of
crude plant extract, we tested whether GST-IAA7 itself interacts with
[’H]-IAA in the extraction buffer. The results in Fig. 3¢ show that
[*H]-IAA is recovered with GST-IAA7, but the amount recovered is
not affected by addition of excess cold IAA. A similar level of binding
was observed with the AXR2-1 protein (data not shown). Thus IAA
binding to GST-IAA?7 is nonspecific, suggesting that the Aux/IAA
proteins do not function as receptors.
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Figure 3 | [3H] IAA interacts with the SCF"'®" complex. a, Pull-down
reactions were carried out with either GST-TIAA7 or GST-AXR2-1 in the
presence of 200 nM [’H]-IAA. The retained fraction of [°’H]-IAA after
washing the glutathione beads was measured by scintillation counting.
Each point is the mean of three values + standard deviation (s.d.).

b, Competitive binding of [*H]-IAA to SCF™! in the presence of
unlabelled IAA (black squares), 2,4-D (white squares) and 1-NAA (black
triangles). The related compounds benzoic acid (white circles) and
L-tryptophan (black circles) do not compete with [’H]-1AA. Pull-down
reactions were performed in the presence of 50 nM [*H]-IAA and the
indicated amount of competitor. Each assay was replicated three times and
results were normalized relative to no competitor. Error bars represent s.d.
¢, GST-TAA7 was incubated in buffer containing [>H]-IAA with or without
cold IAA and recovered as described above. d.p.m., disintegrations per
minute. Values are the mean of three experiments * s.d.
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TIR1 is an auxin receptor

SCF™! contains Cullin homologue 1 (CULL1), arabidopsis skp1-like
1 (ASK1) and RING-box protein 1 (RBX1) in addition to TIR1
(ref. 19). Because these proteins are common to many different SCF
complexes, it is likely that auxin interacts directly with either TIR1 or
a protein tightly associated with TIR1. To distinguish between these
two possibilities, we first synthesized TIR1 in vitro using a wheat
germ extract (Promega). As shown in Fig. 4a, TIR1 synthesized in this
way interacts with GST-IAA7 in an auxin-inducible manner. How-
ever, it is possible that endogenous proteins present in the wheat
germ extract are facilitating this response. To eliminate this possi-
bility we synthesized H6-TIR—-Myc protein in insect cells. GST-IAA7
pull-downs were performed using extracts prepared from insect
cells expressing H6-TIR1-Myc. The results in Fig. 4b show that the
TIR1-Myc in the extract interacts with GST-IAA7 in an auxin-
dependent manner whereas GST-AXR2-1 does not. TIR1 and
GST-IAA7 are the only plant-derived proteins in the pull-down
assay, so this result implies that auxin binds directly to TIR1.

Because CUL1, ASK1, and RBXI1 are highly conserved between
plants and animals it is possible that TIR1 synthesized in wheat germ
extract or insect cells associates with endogenous ASK1 (SKP1 in
insects) and CULL. To begin to investigate the importance of
SCF assembly for TIR1 function, we synthesized TIR1 protein
lacking 75 amino acids near the amino terminus including the
F-box motif (AFB-TIR1). This protein did not respond to auxin
(Fig. 4a) in a pull-down assay. There are a number of possible
interpretations of this result. One is that the deleted sequences
directly mediate IAA and/or Aux/IAA binding. Alternatively, assem-
bly of TIR1 into an SCE, or at least interaction with ASK1 may be
required for TIR1 function. Additional studies will be required to
resolve this issue.

If TIR1 functions as an auxin receptor, the level of saturable IAA
binding should be reduced in the tir] mutant. However, the amount
of binding in tirl extracts is indistinguishable from the wild type
(data not shown). One possible explanation for this result is that
TIR1 is a member of a family of related receptors. The TIRI gene is in
a small subfamily of seven related F-box protein genes®. Three of
these genes, At4g03190, At3¢26810 and At1g12820 have been named
AFBI, AFB2 and AFB3 respectively, for AUXIN SIGNALING F-BOX
protein. In a previous report Ar4¢03190 and At3g26810 were desig-
nated LRFI and LRF2 (ref. 23). An alignment of TIR1, the AFB
proteins, and the related F-box protein COIl is shown in Fig. 5a.
COI1 is required for jasmonic acid response and is in the same
subclade as TIR1 and the AFB proteins®**. To investigate the role of
AFBI1, AFB2 and AFB3 proteins in auxin binding, we performed
GST-IAA7 pull-down experiments in the presence of [’H]-IAA using
quadruple mutant lines lacking TIR1, AFB1, AFB2 and AFB3.
The results shown in Fig. 5b show that saturable [PH]-IAA was
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Figure 4 | TIR1 protein translated in vitro or expressed in insect cells
interacts with GST-IAA7 in an auxin-dependent manner. a, TIR1 and
AFB-TIR1 were translated in vitro in the presence of **S-methionine using
the wheat germ system and directly used in pull-down assays in the presence
or absence of 50 pM IAA. b, 6H-TIR1-Myc was expressed in High Five insect
cells as described in the Methods. Crude protein extracts were used in pull-
down reactions with either GST-IAA7 or GST-AXR2-1 in the presence or
absence of 50 pM TAA.
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undetectable in this line, indicating that auxin binding is dependent
upon TIR1 and the AFB proteins.

Discussion

Our results provide compelling evidence that TIR1 is an auxin
receptor that mediates rapid degradation of Aux/IAA proteins and
consequent changes in expression of auxin-regulated genes. At this
point it is not clear how auxin stimulates the interaction between
SCEF™! and its substrates. It is possible that auxin binds to TIR1 and
promotes a conformational change that favours Aux/IAA binding.
Alternatively, auxin may bind cooperatively to both TIR1 and the
Aux/TAA protein, thus stabilizing the SCF™™®!-substrate complex.
The site of auxin binding within TIRI is also not known. The protein
consists of the N-terminal F-box motif, a short spacer region of
about 40 residues, 16 degenerate leucine-rich repeats (LRRs), and a
C-terminal tail of approximately 70 residues (Fig. 5a). A comparison
between TIR1, the three AFB proteins, and COI1 does not reveal any
major TIR1/AFB specific domains that might be an auxin-binding
pocket, although there are several short stretches of amino acids in
the TIR1/AFB proteins that are not present in COIl. LRRs, which
make up the bulk of TIR1, are typically thought to facilitate protein—
protein interactions. However, brassinosteroids have recently been
shown to bind to an LRR and adjacent sequences within the
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brassinosteroid receptor BRI1*. Thus it is possible that auxin
binds one or more LRRs within TIR1. This and other possibilities
will be assessed in future studies.

At this point it is not clear whether SCE™™" and related SCFs are
the only targets of auxin action. In addition to changes in gene
expression, auxin appears to regulate ion transport through the
plasma membrane®*°. One of the best-characterized auxin
responses is a rapid increase in plasma membrane HT-ATPase
activity, an effect that has been associated with cell elongation®
Because this response is too rapid to be mediated by transcriptional
changes, it probably does not directly require TIR1-dependent
degradation of Aux/IAA proteins. It is possible that TIR1 promotes
the degradation of other proteins that regulate ion transport. Alter-
natively, and perhaps more probably, activation of ATPases and other
ion transporters may be controlled by a different auxin signalling
pathway.

Members of the SCF family of E3 ligases are known to play
important roles in many aspects of cellular regulation in eukary-
otes'”'®, In addition, genomic analyses indicate that there are a
large number of uncharacterized F-box proteins in both plant and
metazoan genomes'’. Among characterized SCFs, substrate recog-
nition typically involves phosphorylation within the substrate
degron. Thus our discovery that the small ligand IAA regulates
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Figure 5 | A small family of F-box proteins contributes to auxin binding.
a, TIR1 was aligned with three closely related F-box proteins called AFB1,
AFB2 and AFB3. The COI1 protein is the most closely related F-box protein
that does not function in auxin response. The dashed line above the
sequence indicates the position of the F-box motif, and the solid line
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indicates the position of the LRRs. Residues shaded black are similar in all
five proteins, while those shaded grey are similar in three of the proteins.
b, [’H]-IAA binding in the Col (wild type, WT) crude protein extracts and
protein extracts from tirl-1 afbl-1 afb2-1 afb3-1 (quadruple mutant, QD)
seedlings. Values are the mean of three experiments * s.d.
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SCF"™®!_substrate recognition represents a new paradigm for SCF
regulation. Future studies will reveal exactly how IAA interacts with
TIR1 and the Aux/IAA proteins and whether other plant and animal
SCFs are also ligand regulated.

METHODS

Plant material. Arabidopsis (Col) tirl, GVG:TIRI-myc seedlings were grown
under sterile conditions on vertically oriented ATS (Arabidopsis thaliana med-
ium +1% sucrose) plates at 22 °C under constant light. Twelve-day-old seedlings
were transferred into liquid ATS medium and TIR1-Myc expression was induced
with 30 pM dexamethasone.

Pull-down assays. Total protein was extracted from seedlings in a buffer
containing 50 mM Tris-Cl (pH 7.2), 100 mM NaCl, 10% glycerol, 1 mM PMSE,
10 pM MG132 and complete mini-protease inhibitors according to the manu-
facturer’s instructions (Roche Diagnostics). Cell debris was removed by cen-
trifugation at 10,000 g for 10 min. Total protein concentration was estimated by
the Bradford assay (BioRad). Recombinant GST-IAA7 and GST-AXR2-1 were
expressed in Escherichia coli and purified using glutathione beads according to
standard protocols. GST-IAA7 or GST-AXR2-1 (3—4 pg) was incubated with
800 pg of total crude plant protein extract and incubated at 4 °C for 1 h unless
otherwise specified. Glutathione beads were recovered by a brief centrifugation
and washed three times with 1 ml of washing buffer (50 mM Tris-Cl (pH7.2),
100 mM NaCl, 10% glycerol and 0.1% Tween 20. Where it is specified, 2,4-D was
added to the washing buffer.

For in vitro translation, the TIRI coding sequence was cloned into Xho1/Xbal
sites of the pTNT vector creating the plasmid pNDS45. To generate the AFB-TIR1
mutant, a Kpnl site was introduced to the TIRI complementary DNA using
QuikChange site-directed mutagenesis kit (Stratagene) with primers 5'-AGC
GAATAGCCTTGTCGGTACCAGAAGAGGTACTAG-3" and 5'-CTCTAGTA
CCTCTTCTGGTACCGACAAGGCTATTCGC-3". The resulting plasmid,
PNDS46, was digested with Kpnl to release a 228-base-pair (bp) Kpnl fragment
that includes the F-box domain, but leaving the N-terminal 8-amino-acid
residues intact. The rest of the plasmid was religated to create pNDS47 encoding
AFB-TIR1 lacking amino acids 9 to 84. The full-length and AFB-TIR1 proteins
were expressed in the coupled wheat germ extract system (Promega) in the
presence of *S-trans label (1,175 Ci mmol ~'; MP Biochemicals). For pull-down
assays, 20 pl of translated product was incubated with 3—4 pg of GST-IAA7 in
200 pl extraction buffer for 5h and unbound proteins were washed as described
above. Pull-down mixtures were separated on SDS—polyacrylamide gel electro-
phoresis (PAGE) and the bound TIR1 was detected by using the Phosphoimager
(Typhoon 9200, Amersham Biosciences).

Auxin binding assays. To determine auxin binding, pull-down assays were done
as described above using plant extract containing TIR1-Myc, except that [*H]-
TAA (specific activity 20 mCimmol ') was added to the pull-down reaction.
Each reaction had a final concentration of 50 nM [*H]-IAA unless otherwise
specified. After washing three times in the presence of excess unlabelled IAA,
glutathione beads were resuspended in 100 pl of water and mixed with scintil-
lation fluid. The radioactivity of the bound [*H]-IAA was measured using a
scintillation counter.

Expression of TIR1 in insect cells. The TIR-Myc coding sequence was amplified
from pGB28>* using the oligonucleotides 5'-CACCATGCAGAAGCGAA
TAGCCTTGTC-3" and 5'-AGCTTATCGATTTCGAACCCGGGGTAC-3" and
first cloned into the pENTR-D/TOPO and then into the pDESTI0 using the
Gateway system according to the manufacturer’s instructions (Invitrogen). The
resulting plasmid, pDEST10-H6-TIRI-myc was then transformed into DH10Bac
competent cells. E. coli colonies with recombinant bacmid were identified
according to the manufacturer’s instruction (Invitrogen). Initial viral pro-
duction and amplification were done using Sf9 cells. Bacmid DNA (1 p.g) diluted
in 200 pl of $f900 II SFM medium (Invitrogen) was mixed with 6 pl Cellfectin
(Invitrogen) and incubated for 30 min at 22 °C. Two millilitres of Sf9 cells at mid-
log phase (1 X 10° cells ml ') were infected and incubated at 28 °C for 96 h. The
supernatant was collected by centrifugation at 2,000 r.p.m. for 5 min in a clinical
centrifuge. This viral sample was diluted to 1/100 and infected into 50 ml Sf9 cells
at mid-log phase (1 X 10°). Virus was collected 96 h post-infection by centrifu-
gation at 2,000 r.p.m. for 5 min. After amplifying the virus in sf9 cells, H6-TIR1-
Myc protein was expressed in High Five cells. One millilitre of High Five cells at
the mid-log phase (1 X 10°) were infected with 1/500 dilution of the reamplified
virus and cells were collected by centrifugation 24 h post-infection. Cells were
washed once with the extraction buffer (described above) and then resuspended
in 1 ml of the extraction buffer. Crude protein was isolated by sonication of the
cells and the extract was cleared by centrifugation at 1,300 r.p.m. for 10 min at
4°C. Total protein in the extract was estimated by the Bradford method.
Approximately 100 pg total protein was used in the 250-pl pull-down reaction.
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