1duasnue Joyiny vd-HIN 1duasnue Joyiny vd-HIN

1duasnue Joyiny vd-HIN

s " NIH Public Access
a2 & Author Manuscript

Published in final edited form as:
J Mol Biol. 2006 November 3; 363(4): 813-822.

Structural Determinants Involved in the Regulation of CXCL14/
BRAK Expression by the 26S Proteasome

Francis C. Petersonz, Jeffery A. Thorpel, Adam Harder2, Brian F. Volkmanz, and Steven R.
Schwarzel”

1 Department of Molecular and Cellular Biochemistry and Markey Cancer Center, University of
Kentucky, 800 Rose Street, 307 Combs Research Building, Lexington, Kentucky 40536

2 Department of Biochemistry, Medical College of Wisconsin, Milwaukee, W1 53226

Abstract

The chemokine CXCL14/BRAK participates in immune surveillance by recruiting dendritic cells.
CXCL14 gene expression is altered in a number of cancers, but protein expression levels have not
been investigated. Here we report that CXCL14 protein can be expressed in primary epithelial cells,
however in several immortalized and cancer cell lines this protein is targeted for polyubiquitylation
and proteasomal degradation. We determined the NMR structure of CXCL14 to identify motifs
controlling its expression. CXCL14 adopts the canonical chemokine tertiary fold but contains a
unique five amino acid insertion (*VSRYR%) relative to other CXC chemokines. Deletion or
substitution of key residues within this insertion prevented proteasomal degradation. Furthermore,
we defined a 15 amino acid fragment of CXCL14 that is sufficient to induce proteasomal degradation.
This study elucidates a post-translational mechanism for the loss of CXCL14 in cancer and a novel
mode of chemokine regulation.
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Introduction

Chemokines are a large family of chemotactic cytokines that play a pivotal role in a number
of cancer-related processes including cell migration, metastasis and angiogenesis 12,3 Their
participation in cancer metastasis is well documented and results from the altered expression
patterns of G-protein coupled receptors (GPCR) common in metastatic cancers. For example,
upregulation of the chemokine receptor CXCR4 in cancer cells promotes migration of
metastatic breast, ovarian and malignant melanoma cells toward tissues, like lung, liver, lymph
nodes and bone marrow, that constitutively express its cognate chemokine ligand CXCL12.
Alternatively, tumors may avoid detection by the immune system and prevent an anti-tumor
immune response by altering the local production of the chemokines themselves. CXCL14/
BRAK is an orphan chemokine with tumor suppressive properties whose expression is altered
in prostate cancer, head and neck squamous cell carcinomas, and some cervical squamous cell
carcinomas % . Mechanistically, the tumor suppressive actions of CXCL14 are thought to
occur through the inhibition of angiogenesis or the recruitment and activation of immature
dendritic cells 6.

*Corresponding author: Address, 800 Rose Street, 307 Combs Research Building, Lexington, Kentucky 40536. Tel. 859-323-2648. Fax.
608-257-9608. E-mail: steve.schwarze@uky.edu.
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Previous studies probing CXCL14 expression patterns in several cancer types focused
exclusively on mRNA levels without considering the regulation of CXCL14 at the protein level
7 Examining protein expression levels in this class of signaling molecules is important as cells
can employ several regulatory methods to quickly modulate cytokines at the protein level. For
example, TNFa is expressed as an inactive transmembrane protein that is activated when
TNFa convertase (TACE) cleaves TNFa from its membrane anchor to yield a soluble protein
8. Similarly, TACE cleaves the membrane anchored chemokine CX3CL1/Fractalkine from its
mucin stalk to yield soluble CX3CL1 9,10, Determining the mechanisms used to regulate
cytokines is critical to understanding their biological role.

Protein degradation is one post-translational mechanism that effectively deactivates regulatory
molecules. The 26S proteasome is a large multi-subunit complex located in the nucleus and
cytosol that accounts for the bulk of cellular protein turnover, and is mediated, in part, by
ubiquitin modification of target proteins 11, Specific sequence determinants controlling
ubiquitylation and turnover have been identified for a few substrate proteins. For example,
conserved recognition sequences (DSGXXS) within the HIV VPU protein, B-catenin and
IxBa exhibit striking similarities 12,13 other sequence elements responsible for recognition
by the Skp1-Cullin/Cdc53-F-box protein SCF E3 ubiquitin ligase complex, such as the
p27KiPL motif, found in cyclins D and E have also been well characterized 14,15,16 However,
for the majority of proteins recognized by the ubiquitylation machinery the precise sequence
and structural motifs have not been identified.

Thus far, chemokines have not been reported as targets for ubiquitin-mediated degradation. In
this report, we show for the first time that a chemokine, CXCL14, is degraded by ubiquitin-
mediated proteolysis in cancer and immortalized cells, but not in normal epithelial cells. We
determined the structure of CXCL14 by NMR spectroscopy to identify structural elements that
may play arole in regulating protein stability. Analysis of the CXCL14 structure and sequences
from 15 CXC family members revealed an extended loop containing a five amino acid insertion
unique to CXCL14. We used mutagenesis to characterize the potential role of this insertion in
polyubiquitin mediated degradation. The structural data, coupled with a series of alanine
substitution and truncation mutants, defined a 15 residue ‘destruction box” within CXCL14
that was both necessary and sufficient for polyubiquitin mediated degradation, a finding novel
for any member of the chemokine family. The upregulation/dysregulation of the proteolytic
machinery in cancer provides further rationale for the therapeutic use of proteasome inhibitors.

26S proteasome inhibition restores CXCL14 expression

To investigate the function of CXCL14 in prostate cancer progression we attempted to create
cell lines overexpressing CXCL14. Initially, we were unable to identify overexpressing clones,
even using an affinity purified rabbit anti-CXCL14 antibody capable of detecting sub-
nanogram protein levels. We subsequently employed an adenoviral system to transduce
normal, primary prostate epithelial cells (PrEC) and the LNCaP prostate cancer cell line.
Conditioned media were assayed three days post-transduction for the presence of secreted
CXCL14 protein by western blot analysis, and cells were harvested to determine the presence
of CXCL14 mRNA. CXCL14 protein was readily detectable in the media from PrEC primary
cells, but absent in the media collected from LNCaP cancer cell line (Figure 1A). In contrast,
CXCL14 mRNA was present in both cell types (Figure 1B).

To test whether CXCL14 protein levels are regulated by post-translational mechanisms we
used inhibitors of the two major protein degradation pathways. Chloroquine, an inhibitor of
the lysosomal degradation pathway, and MG-132, a 26S proteasome inhibitor, were added to
LNCaP cancer cells transduced with adenovirus capable of expressing CXCL14 (pAd-
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CXCL14) for 24 hours, and the medium from each culture was assayed for CXCL14 protein
expression (Figure 1C). MG-132 treatment enabled robust CXCL14 expression, while
chloroquine restored protein levels only minimally. To confirm that CXCL14 was in fact being
targeted to the proteasome for degradation, we used a second more specific proteasome
inhibitor, lactacystin, that does not inhibit thiol proteases and assayed cell lysates for expression
17, Lactacystin robustly conferred CXCL14 expression providing additional evidence of the
involvement of the 26S proteasome and demonstrating that protein expression, not protein
secretion, was impaired in the cancer cell lines (Figure 1D). Furthermore, polyubiquitylated
CXCL14 was detected by western blot analysis using an anti-ubiquitin antibody in cell lysates
from LNCaP cells treated with MG-132 and immunoprecipitated with an anti-CXCL14
antibody (Figure 1E), a characteristic feature of proteins degraded by the 26S proteasome.
These data demonstrate that CXCL14 degradation in prostate cancer cells is mediated via
polyubiquitylation and the 26S proteasome.

We next tested the ability of other epithelial cells to degrade CXCL14. Urogenital cell types
were chosen, since we are focused on CXCL14 expression in prostate cancer. Three normal,
primary epithelial cell types (prostate, urothelial and kidney), human papillomavirus (HPV)
E6 and E7 oncogene immortalized PrEC lines and several other commonly used cancer cell
lines were tested. All cell types were transduced with adenovirus capable of expressing
CXCL14 and then treated with MG-132. The media collected from each cell line was analyzed
for the presence of CXCL14 protein. All three primary cell lines readily expressed CXCL14
in the absence of proteasome inhibitors (Figure 1F). In contrast, MG-132 treatment was
required to detect CXCL14 protein expression in the oncogene immortalized PrEC cells, 4 of
6 prostate cancer cell lines, and the 293 (kidney) and HeLa (cervical) cancer cell lines. The
LAPC4 and CWR22 prostate cancer cell lines conferred CXCL14 protein expression in the
absence of proteasome inhibition, a result similar to that of primary cell cultures. These
observations indicate that normal cells have the capacity to express CXCL14, but that
oncogene-mediated immortalization and transformation frequently initiates a process by which
this chemokine is targeted to the ubiquitin-26S proteasome pathway.

CXCL14 structure determination

The ubiquitin mediated destruction of CXCL14 in cancer cells shown here is the first report
of proteasomal targeting for any member of the chemokine family. In order to identify elements
of CXCL14 that could enable polyubiquitylation, we constructed a sequence alignment of the
15 CXC chemokines (Figure 2). Comparison of CXCL14 with the other family members
revealed a unique sequence, 1VSRYR#?, that we speculated might participate in ubiquitin
mediated degradation. This unusual sequence element was further examined by determining
the three-dimensional structure of CXCL14 by NMR spectroscopy and probing the structural
role of the VSRYR loop using a series of alanine replacement and truncation mutants.

Isotopically-labeled [U-1°N/13C]-CXCL14 was bacterially expressed, oxidized and purified
using a modified protocol previously described for the chemokines lymphotactin (XCL1) and
stromal cell-derived factor 1-o (CXCL12) 18, Inspection of a 2D 15N-'H HSQC NMR
spectrum of purified CXCL14 (Figure 3A) revealed a folded domain amenable to structural
studies based on the number and uniformity of the resonances. The structure of CXCL14 is
shown in Figure 3B and the structural statistics for the ensemble are presented in Table 1.
CXCL14 adopts the canonical chemokine fold consisting of an N-terminal loop stabilized by
two disulfide bonds, a three-stranded antiparallel B-sheet packed against a C-terminal a-helix
and a single turn of 31 helix just prior to B-strand 1. The CXCL14 structure ensemble is
characterized by backbone RMSD values of ~0.5 A for most residues, excluding the N-loop
(residues 1-13) and the extended 40s loop (residues 40-47) (Figure 3C). Low backbone RMSD
values and the high heteronuclear 1°N-tH NOE values measured for the majority of the residues
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are consistent with a well ordered protein (Figure 3C), though two regions of conformational
disorder are present. The 15N-1H heteronuclear NOE values for N-loop residues 7-11 indicate
significant flexibility on the pico- to nanosecond timescale, consistent with the disorder
observed in the ensemble. In contrast, residues 41-48 appear disordered in the structural
ensemble but display relatively high 1°N-1H heteronuclear NOE values and broad resonances
in the 15N-1H HSQC. These results are consistent with slow (us—ms) conformational exchange
in the 40s loop.

The CXCL14 sequence is clearly unusual in that it lacks N-terminal residues essential for
biological activity of other CXC chemokines and contains a unique insertion (*1VSRYR#*?)
between strands p2 and B3 (the 40s loop) (Figure 2). Despite these differences, the CXCL14
structure resembles other chemokines like interleukin-8 (IL-8/CXCLS8) (Figure 4A). On close
inspection, however, we noticed significant differences in the positioning of the N-loop, a
conserved structural element connecting the N-terminal cysteines to the first strand of the p-
sheet. The N-loop is well defined in most chemokine structures owing to extensive hydrophobic
interactions with residues of the C-terminal a-helix. In IL-8, for example, P16 packs against
the aromatic side chain of W57 near the top of the C-terminal helix (Figure 4B) 19 These
contacts are absent in CXCL14, and 1°N-1H NOE values show that the corresponding residues
(7RKGPK11) are mobile onfs-ns timescales (Figure 3C). As in all other chemokine structures,
a 319 helix (residues 14YSD 6) connects the N-loop to B-strand 1 and packs tightly against the
long a-helix. This anchoring occurs through an aromatic clamp formed by F61 and W64
stacking on either side of the Y14 phenyl ring (Figure 4B). By compensating for the loss of
other stabilizing contributions from the flexible N-loop residues in CXCL14, the aromatic
clamp may help to maintain the chemokine fold.

Most CXC chemokines form dimers in solution with Ky values ranging from ~0.5-200 uM
depending on the solution conditions 20,21,22 Tpe oligomeric state of CXCL14 was probed
using a series of 2D 1°N-IH HSQC NMR spectra collected under varying conditions of 0 to
200 mM sodium chloride, protein concentrations ranging from 0.01 to 2 mM, and pH ranging
from 5.0 to 7.4. Inspection of the resulting data suggested that CXCL14 exists only as a
monomer under the solution conditions tested (data not shown).

Identification of the CXCL14 ‘Destruction Box’

To determine the sequence elements responsible for regulating CXCL 14 destruction in cancer
cells, green fluorescent Brotein (GFP) was N-terminally fused to various CXCL14 constructs
as previously described 3. Inthis system, degradation of the fusion protein eliminates the GFP
signal. LNCaP cells expressing GFP fused to mature CXCL14 (GFP-CXCL141-77) exhibited
a significantly reduced fluorescence compared to GFP controls reflecting CXCL14-targeted
degradation of the fusion protein (Figure 5A and B). Application of proteasome inhibitors
restored the fluorescence intensity of the fusion protein (data not shown).

To test the functional role of the extended loop, the 1VSRYR*® sequence was deleted from
the GFP-CXCL14 fusion. Removal of these five amino acids produced a marked increase in
GFP fluorescence (Figure 5A). Next, site-directed mutagenesis was performed to identify the
critical residues for this activity. Residues from S42 to R45 were individually mutated to
alanine. Valine 41 was not changed since mouse CXCL14 contains a methionine at this position
and is also efficiently degraded (data not shown). The S42A and R45A mutations failed to
restore the GFP signal (Figure 5A). In contrast, the R43A substitution, and to a lesser extent
Y44A, restored the GFP signal. These results identify specific residues within CXCL14 40s
loop insertion that are necessary for proteolysis to occur.

Using the GFP fusion reporter assay we set out to determine the minimal amino acid sequence
necessary and sufficient for promoting CXCL14 degradation. A series of N- and C-terminal
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CXCL14 deletion constructs were generated, transfected into cells and the GFP fluorescence
intensity measured (Table 2). A 15 amino acid peptide corresponding to CXCL14

residues 33MVIITTKSVSRYRGQ* fused to GFP was sufficient to mediate the loss of GFP
signal. Consistent with this finding and the GFP-CXCL14241-45 data, the GFP fusion construct
lacking the 15 amino acids (GFP-CXCL14433-47) was stable, identifying this region as a
‘destruction box’ containing the information necessary and sufficient to mediate proteasomal
degradation.

Discussion

These studies provide the first insight into the regulation of CXCL14 at the protein level.
Proteasomal degradation of CXCL14 is the first report of ubiquitin-mediated regulation of any
chemokine. The ability to recognize and destroy this chemokine is profound and restricted to
transformed cells. Each of the three normal epithelial cell types we employed (prostate,
urothelial and kidney) expressed CXCL14 protein consistently. In contrast, eight of ten
epithelial cell lines that were either immortalized with an oncoprotein or were of cancer origin
degraded CXCL14 below detectable levels in the absence of 26S proteasome inhibitors. These
data suggest that CXCL 14 ubiquitylation is commonly activated in cancer or transformed cells.
Biologically, the tight regulation of CXCL14 protein levels would provide an effective means
of controlling CXCL14 signaling and could help tumors avoid detection by the immune system.

CXCL14 inhibits angiogenesis 6 and when overexpressed suppresses tumor growth 24,25
The absence of detectable CXCL14 protein in head and neck and prostate cancer suggests that
the loss of CXCL14 expression may be an important step in cancer progression. Normal
CXCL14 production would promote tumor infiltration by dendritic cells that can initiate an
anti-tumor immune response 26, Alternatively, the observed proteasomal degradation of
CXCL14 may reflect the induction of a specific degradation pathway in transformed cells that
also targets a subset of proteins that remain to be identified. For example, the degradation of
CXCL14 in cancer cells may represent an induction of endoplasmic reticulum (ER) stress
pathways which are hallmarked by enhanced proteasomal degradation of proteins in the
secretory pathway 27 Further investigation of the CXCL14 degradation pathway should
provide insight into the mechanisms used by transformed cells.

The differential pattern of CXCL14 expression in transformed and non-transformed cells
suggests that the degradation is regulated. Protein phosphorylation works jointly with
ubiquitylation to regulate proteolysis. In preliminary studies, we have shown that the protein
kinase inhibitor staurosporine confers CXCL14 expression (data not shown). Our ongoing
studies indicate that CXCL14 is not a direct target of phosphorylation, suggesting that the
requisite protein kinase activity targets proteins within the ubiquitin-dependent degradation
machinery. The activation of a specific kinase may therefore be indirectly responsible for
selective CXCL14 degradation.

The structure determined for CXCL14 revealed that this protein adopts the canonical
chemokine fold. Comparisons with other CXC chemokines revealed several features unique
to CXCL14 including a truncated N-terminus, an extended 40s loop, an aromatic rich a-helix
and a disordered N-loop. Insertion of the 41VSRYR*° sequence in the 40s loop between strands
2 and B3 does not alter the canonical chemokine fold, but instead presents these residues in
aflexible, solvent exposed form that could be readily accessible to an E3 ubiquitin ligase. This
loop is essential for efficient proteasomal degradation of CXCL14, in particular residues R43
and Y44. While the VSRYR motif in isolation cannot induce proteasomal degradation, a larger
CXLC14 fragment encompassing this loop (residues 33—-47) was sufficient to act as a functional
‘destruction box’. Our truncation data suggests that one or more residues in the g2 strand
(residues 34-38) are required for efficient targeting of CXCL 14 to the proteasome. Side chains
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from B2 that are embedded within in the CXCL14 tertiary structure are unlikely to play a role,
but 135 and T37 are solvent exposed and could participate in the recruitment of an E3 ubiquitin
ligase (Figure 5C).

The flexibility of the N-loop in CXCL14 is unusual in comparison to other chemokine
structures. While the N-loop and the extended 40s loop are distant in primary sequence, together
they combine to form a surface with enhanced structural plasticity that may be important for
recognition by the ubiquitylation machinery. One aspect of BRAK degradation that remains
unresolved is the site of ubiquitylation. The destruction box (residues 33-47) contains only
one lysine residue, K39, but alanine substitution at this position had no effect on proteasomal
degradation (data not shown). Thus the 40s loop seems to serve as a recognition element rather
than a direct substrate for ubiquitin ligation. In contrast, the N-loop contains four basic residues,
including two lysines, K8 and K11 (Figure 5C), either of which could serve as targets for
ubiquitin conjugation leading to the proteasomal degradation of CXCL14. While we have
demonstrated the importance of residues from the 41VVSRYR?> motif, the role of the nearby N-
loop remains to be investigated.

The region of CXCL14, 33MVIITTKSVSRYRGQ*, that we identified as necessary and
sufficient for proteasomal targeting (Figure 5C) was compared with the NCBI human protein
database to identify similar sequences in other proteins. The best match was SEC61A1 (Figure
5D), which contains a sequence nearly identical to CXCL14 residues 39-47. The similarity
may be meaningful, since SEC61 is a target for proteolysis mediated through UBC6, a
ubiquitin-conjugating enzyme involved in the degradation of proteins from the ER 28 Itis
unknown whether the novel 4'VSRYR?® insertion is necessary for chemotactic activity or
serves exclusively as a regulatory motif, but its novelty suggests that as a substrate for ubiquitin-
mediated proteasomal degradation CXCL14 may be unique in the chemokine family.

The current findings have implications for the therapeutic use of 26S proteasome inhibitors in
the treatment of cancer. Differential regulation of the proteasomal machinery in cancer and
normal cell types has been described previously, and our results demonstrate the aberrant
ubiquitin-mediated degradation of CXCL14 in transformed cells. This difference is exploited
by the chemotherapeutic agent Velcade (reviewed in 29), an inhibitor of the 26S proteasome,
which markedly increases the susceptibility of cancer cells to apoptosis and inhibits
angiogenesis 30 Our results suggest a mechanistic rationale for the use of proteasome
inhibitors on tumors containing activated protein degradation machinery. Furthermore,
elucidating the pathways involved in CXCL14 proteolysis will undoubtedly identify further
differences in the 26S proteasome machinery between normal and cancer cells and offer new
avenues for the development of chemotherapeutic agents.

Materials and Methods

Cloning

Full-length human CXCL14 (GenBank accession BC003513) was cloned into the pENTR/D-
TOPO vector (Invitrogen) and recombined into the adenoviral vector pAd/CMV/V5-DEST
(Invitrogen). The pEXPRESS GFP expression vector 31 \was used to generate CXCL14-GFP
fusion proteins. All CXCL14 constructs were cloned in frame to the GFP C-terminus. Site-
directed mutations were created using the QuikChange site-directed mutagenesis kit
(Stratagene, La Jolla, CA). For the production of recombinant CXCL14 protein, CXCL14 was
cloned into a modified pQE30 vector (Qiagen, Valencia, CA) 18, 70 accommodate the TEV
protease recognition sequence, a glycine was appended to the amino terminus of mature
CXCL14. Isotopically-labeled proteins for NMR were produced using M9 minimal media
containing 1°N-ammonium chloride and/or 13C-glucose as the sole nitrogen and carbon
sources. All constructs were verified by sequence analysis 32,
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Protein expression, purification and refolding

The CXCL14 expression plasmid, pQE30T-CXCL14, was transformed into E. coli strain
SG13009[pRPEP4] (Qiagen). Protein expression was then induced by the addition of
isopropyl-p-D-thiogalactopyranoside for five hours at 37°C. Recombinant CXCL14 was found
exclusively in the insoluble fraction of the harvested cells. Protein was isolated, purified by
metal affinity chromatography and separated from the octa-His affinity tag 18 Formation of
the two CXCL 14 disulfide bonds was accomplished by dropwise addition of the cleaved protein
into 200 ml of oxidation buffer (50 mM Tris, pH 8.0, 200 mM NacCl), followed by dialysis of
the oxidation reaction against 4 liters of oxidation buffer. Oxidized CXCL14 was concentrated
and separated from aggregated protein on a HiTrapS column (Pharmacia, Piscataway, NJ)
using a 0.5 — 1 M sodium chloride gradient in 100 mM sodium phosphate pH 6.5. Fractions
containing CXCL14 were pooled and purified to homogeneity by reversed-phased high
performance liquid chromatography. The purity and identity of all CXCL14 variants were
confirmed by matrix-assisted laser desorption ionization mass spectrometry.

Antibody production and purification

The Polyclonal Antibody Service at the University of Wisconsin Medical School Laboratory
Animal Resources generated a polyclonal antibody to mature CXCL14 using standard
procedures. An IgG fraction was purified using ImmunoPure 1gG Binding Kit (Pierce
Biotechnology, Rockford, IL). The IgG fraction was then affinity-purified over a CXCL14
affinity column generated using the Aminolink Plus Immobilization Kit (Pierce
Biotechnology) and desalted with a PD-10 gel filtration column (Amersham Bioscience,
Piscataway, NJ).

Adenovirus generation and transduction

Virus was generated with the ViraPower adenoviral expression system (Invitrogen). Viral
stocks were titered using plaque forming assays. All transductions in this study were carried
out with a multiplicity of infection of 1.

Tissue acquisition and cell culture

All human tissue was acquired under Internal Review Board approval. Primary cells were
cultured from human prostate, ureter and kidney explants as previously described 33,34
Transformation and culture of the Human Papillomavirus E6 (HPVEG) and Human
Papillomavirus E7 (HPVE7Y) oncoprotein immortalized prostate epithelial cell lines has been
described 33. Prostate cancer cell lines were obtained from ATCC (Manassas, VA) and
maintained in DMEM with 5% FCS. MG-132 was obtained from Calbiochem (San Diego,
CA). Chloroquine and Lactacystin were purchased from Sigma (St. Louis, MO).

Western blot analysis

The conditioned media were precipitated with 10% trichloroacetic acid. The precipitate was
solubilized with 1 x SDS buffer loading dye prior to western analysis. Intracellular protein was
obtained as previously described with the exception that a ubiquitin protein extraction buffer
(UPEB; 150 mM NaCl, 50 mM Tris-HCI (pH 7.5), 5 mM EDTA, 1% NP-40, 0.1% SDS, 0.5%
sodium deoxycholate, and 10 nM MG-132) was used 35, Antibodies were obtained from the
following sources: CXCL14, generated here; a-tubulin, Oncogene (AB-1); anti-Ubiquitin
monoclonal, Santa Cruz Biotechnology (Santa Cruz, CA, PAD1).

Ubiquitin co-immunoprecipitation

LNCaP cells (3 x 108/plate) were lysed in UPEB and homogenized through a 23-gauge needle.
The homogenate was cleared by centrifugation followed by the addition of protein A/G
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Sepharose (Pierce Biotechnology) and the pre-bleed rabbit IgG fraction. To the pre-cleared
lysate, 0.5 ug/ml of rabbit anti-CXCL14 antibody and protein A/G Sepharose was added and
the samples were mixed at 4°C for two hours. The immune complexes were washed twice in
UPEB.

NMR spectroscopy

NMR samples were prepared in buffers containing 100 mM sodium phosphate, pH 6.5, 150
mM sodium chloride, 0.02% sodium azide and 10% 2H20. All NMR data were acquired at 25
°C on a Bruker 600 MHz spectrometer equipped with a triple-resonance CryoProbeTM and
processed with NMRPipe software 36. Backbone 1H, 15N and 13C resonance assignments were
obtained in an automated manner using the program Garant 37 with peaklists from 3D HNCO,
HNCACO, HNCA, HNCOCA, HNCACB, CCONH and 2D *H/5N HSQC spectra generated
manually with XEASY 38 or automatically with SPSCAN. Sidechain assignments were
completed manually from 3D HCCONH, HCCH-TOCSY and 13C(aromatic)-edited NOESY -
HSQC spectra.

Structural calculation and analysis

Distance constraints were obtained from 3D 1°N-edited NOESY-HSQC, 13C-edited NOESY-
HSQC, and 13C(aromatic)-edited NOESY-HSQC spectra (tix = 80 ms). Backbone y and ¢
dihedral angle constraints were generated from secondary shifts of the Ha, 13Ca, 13Cp, 13C’,
and 1N nuclei using the program TALOS 39 Initial structures were generated in an automated
manner using the NOEASSIGN module of the torsion angle dynamics program CYANA 40,
followed by iterative manual refinement to eliminate constraint violations. The 20 conformers
with the lowest target function were chosen for further refinement by X-PLOR, in which
physical force field terms and explicit water solvent molecules were added to the experimental
constraints 41. The coordinates for these structural models, along with the restraints employed,
have been deposited in the Protein Data Bank (PDB entry 2hdl) and at the Biological Magnetic
Resonance Data Bank (BMRB entry 7229).

GFP reporter assays

LNCaP cells were transfected with Effectene (Qiagen, Valencia, CA). Cells were harvested
24 hours post-transfection and analyzed by flow cytometry for GFP expression (FACScan, BD
Biosciences, San Jose, CA). Using FlowJo software (BD Biosciences), the percentage of cells
transfected was determined. To quantitate the ability of GFP-CXCL14 fusion proteins to be
degraded, the average fluorescence intensity value in the transfected cells was first determined
and then standardized for transfection efficiency. Each construct was assayed in triplicate and
averaged.
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Figure 1.

CXCL14 expression is regulated by the 26S proteasome and is a substrate for ubiquitylation.
(a) Primary prostate epithelial cells (PrEC) and the prostate cancer cell line LNCaP were
transduced for three days with CXCL14 expressing virus (pAd-CXCL14) or vector only virus
(pAd). The conditioned media were analyzed by western blotting for CXCL14 expression. (b)
Total RNA was isolated from the transduced cells, converted to cDNA and reverse-
transcriptase PCR performed using primers designed to detect CXCL14 or GAPDH. PCR
products were separated by agarose gel electrophoresis and detected by SYBR green staining.
Neg, denotes the no DNA control. (¢c) LNCaP cells were transduced with CXCL14 expressing
adenovirus (pAd-CXCL14) for 48 hours. Inhibitory doses of chloroquine (10 uM) and MG-132
(10 puM) were added for an additional 24 hours. The conditioned media were analyzed by
western blotting for CXCL14 expression. Un-transduced LNCaP cells were included as a
control treated with vehicle only (DMSO). (d) LNCaP cells expressing CXCL14 were treated
for 24 hours with increasing concentrations of lactacystin. The conditioned media were
analyzed by western blot analysis for CXCL14 expression. (e) LNCaP cells were transduced
with CXCL14 expressing adenovirus (pAd-CXCL14) or vector alone. 48 hours post-
transduction, cells were treated with 10 uM MG-132 or DMSO. Cells were harvested, lysed,
and immunoprecipitated using the anti-CXCL14 antibody. Immune complexes were subjected
to western blot analysis and probed with a mouse anti-ubiquitin or the rabbit anti-CXCL14
antibody. A high molecular weight complex was detected which is indicative of
polyubiquitylated proteins. (f) Cells were transduced with vector (pAd) or CXCL14 expressing
(pAd-CXCL14) adenovirus. After 48 hours post-transduction, cells were treated with MG-132
or DMSO. The media were analyzed for CXCL14 expression by western blot analysis. Without
pAd-CXCL14 transduction the protein was undetectable in all cell lines. Primary cells utilized
include: prostate epithelial cells, PrEC; human urothelial cells, HUC; and kidney epithelial
cells, KEC. The immortalized PrEC lines include: HPVV15E6, HPVEG6 oncoprotein
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immortalized; and HPV15E7, HPVE?Y oncoprotein immortalized. Cancer cell lines include:
CWR22, DU145, LNCaP, LAPC4, PC-3, PPC-1, 293 and Hela.
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Figure 2.

Amino acid sequence alignment of the human CXC chemokine family. CXC family members
lacking the secretory signal pre-sequence were aligned using the ClustalW multiple sequence
alignment tool. The conserved cysteine residues that define this family are shaded in gray.
Disulfide linkages are indicated and residue numbering corresponds to CXCL14. CXC
chemokines with an extended N- or C-terminus are denoted with an asterisk. CXCL16 was not
included as it is a membrane protein.
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Figure 3.

NMR data and structure of CXCL14. (a) Two-dimensional H-1°N spectrum for [U-13C/15N]-
CXCL14. (b) Ensemble of the 20 conformers shown as a C* trace. The left and right panels
are related by at 45° rotation about the horizontal axis. The loop, B-sheet and a-helical elements
are shown in gray/salmon, pink and blue, respectively. (c) Backbone (N, Ca, C') RMSD values
(black line) and 1H-15N heteronuclear NOE values (green and red bars) plotted for each residue
of CXCL14. Red bars denote the 41VSRYRA45 insertion and highlights the discrepancy
between the backbone RMSD and 1H-15N heteronuclear NOE values.
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CXCL14 CXCLs
(PDB codle Zhdl) (PDB codle 2il8)

Figure 4.
Comparison of CXCL14 and CXCLS. (a) Ribbon diagrams of CXCL14 (PDB entry 2hdl) and
CXCLS8 (PDB entry licw). Disulfide bonds are shown in yellow. (b) Overlay of CXCL14 and
CXCLS8 colored as in (a). Residues anchoring the N-loop to the C-terminal a-helix are shown
as sticks.
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Figure 5.

Functional analysis of the CXCL14 extended loop. (a) Modified CXCL14 constructs were
generated and fused to GFP. The amino acid numbering reflects that of the mature chemokine.
Flow cytometry was used to determine the average fluorescence intensity value in the
transfected cells. The average of three experiments * the standard deviation after standardizing
for the transfection efficiency is shown. (b) Fluorescent microscopy images of cells expressing
the indicated constructs. (c) The 15 amino acid sequence corresponding to the ‘destruction
box’ is shown and highlighted in green on the three-dimensional structure of CXCL14. The 9
residues aligning with the SEC61A1 peptide, which includes the 5 residues insertion unique
to CXCL14, are shown as sticks. Residues that restored the GFP signal when mutated to alanine
are highlighted in Red. Basic residues in the N-loop are shown as sticks. (d) A region of the
CXCL14 destruction domain aligns with highest identity to human SEC61A1, a target for
proteolysis mediated through UBCB, a ubiquitin-conjugating enzyme involved in the
degradation of proteins from the ER.
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Table 1
Statistics for the 20 CXCL14 conformers.
Experimental constraints
Distance constraints
Long 209
Medium [1<(i—j)<5] 133
Sequential [(i—j)=1] 186
Intraresidue [i=j] 366
Total 894
Dihedral angle constraints (¢ and v) . 97
Average atomic R.M.S.D. to the mean structure (A)
Residues 13-40, 49-73
Backbone (C% C', N) 0.49 + 0.08
Heavy atoms 1.00+0.11
Deviations from idealized covalent geometry .
Bond lengths RMSD (A) 0.015
Torsion angle violations RMSD (°) 14
WHATCHECK quality indicators
Z-score —2.83+0.40
RMS Z-score
Bond lengths 0.74 £0.02
Bond angles 0.79 £ 0.03
Bumps 0+0
Lennard-Jones energy? (kJ mol ™) —1,690 £ 61
Constraint violations .
NOE distance Number > 0.5 A 0+0
NOE distance RMSD (A) 0.024 +0.002
Torsion angle violations Number >5 ° 0.3+0.66
Torsion angle violations RMSD (°) 0.958 + 0.192
Ramachandran statistics (% of all residues)
Most favored 84.3+3.6
Additionally allowed 10.1+3.2
Generously allowed 32+17
Disallowed 24+21

aNonbonded energy was calculated in XPLOR-NIH.
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Table 2
Analysis of GFP-CXCL14 truncation/deletion mutants.
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Construct Relative fluorescence (GFP)

GFP 7.2+0.12
GFP-CXCL14 (1-77) 0.5+ 0.09
GFP-CXCL14 (29-77) 0.8+0.04
GFP-CXCL14 (39-77) 4.0+0.31
GFP-CXCL14 (29-67) 0.6 +0.09
GFP-CXCL14 (29-57) 06+0.14
GFP-CXCL14 (29-47) 0.4 +0.06
GFP-CXCL14 (29-42) 9.2+0.16
GFP-CXCL14 (33-47) 05+0.04
GFP-CXCL14 (41-45) 2.9+0.07
GFP-CXCL14 (A33-47) 7.6+0.38
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