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Objective. To characterize baseline gene expres-
sion and pharmacodynamically induced changes in
whole blood gene expression in 1,760 systemic lupus ery-
thematosus (SLE) patients from 2 phase III, 52-week,
randomized, placebo-controlled, double-blind studies in
which patients were treated with the BAFF-blocking
IgG4 monoclonal antibody tabalumab.

Methods. Patient samples were obtained from SLE
patients from the ILLUMINATE-1 and ILLUMINATE-2
studies, and control samples were obtained from healthy
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donors. Blood was collected in Tempus tubes at baseline,
week 16, and week 52. RNA was analyzed using Affymetrix
Human Transcriptome Array 2.0 and NanoString.

Results. At baseline, expression of the interferon
(IFN) response gene was elevated in patients compared
with controls, with 75% of patients being positive for this
IFN response gene signature. There was, however, sub-
stantial heterogeneity of IFN response gene expression
and complex relationships among gene networks. The
IFN response gene signature was a predictor of time to
disease flare, independent of anti-double-stranded DNA
(anti-dsDNA) antibody and C3 and C4 levels, and overall
disease activity. Pharmacodynamically induced changes
in gene expression following tabalumab treatment were
extensive, occurring predominantly in B cell-related and
immunoglobulin genes, and were consistent with other
pharmacodynamic changes including anti-dsDNA anti-
body, C3, and immunoglobulin levels.

Conclusion. SLE patients demonstrated increased
expression of an IFN response gene signature (75% of
patients had an elevated IFN response gene signature) at
baseline in ILLUMINATE-1 and ILLUMINATE-2. Sub-
stantial heterogeneity of gene expression was detected
among individual patients and in gene networks. The IFN
response gene signature was an independent risk factor
for future disease flares. Pharmacodynamic changes in
gene expression were consistent with the mechanism of
BAFF blockade by tabalumab.

Systemic lupus erythematosus (SLE) is a multisys-
tem autoimmune disease for which there is a substantial
unmet medical need, despite improvements in overall
management of the disease. Although the pathogenesis
of SLE remains incompletely understood, multiple roles
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for B cells in the pathogenesis of the disease are well
established, including the production of autoantibodies
directed against self antigens, such as antinuclear anti-
bodies (ANAs) and anti-double-stranded DNA (anti-
dsDNA) antibodies (1,2). An important role for a B cell-
activating cytokine known as B lymphocyte stimulator or
BAFF, which is a member of the tumor necrosis factor
superfamily, has been implicated in the pathogenesis of
SLE as well as other autoimmune diseases and lympho-
proliferative disorders, including lymphoma (3-7).

BAFF has a key role in B cell maturation and
supports autoantibody production and disease develop-
ment in animal models of SLE (3-7). The levels of BAFF
serum protein and messenger RNA (mRNA) have been
reported to be elevated in SLE, with associations between
BAFF mRNA levels and measures of disease activity
(6,7). These and other findings led to the development
and recent testing in SLE of 3 biologic treatments targeted
to BAFF: belimumab, blisibimod, and tabalumab (8-12).
The monoclonal antibody (mAb) belimumab demon-
strated efficacy in phase III trials in patients with SLE,
using the SLE Responder Index 4 (SRI-4) as the primary
end point (8,9). Blisibimod, a “peptibody,” showed some
signal of efficacy in a small phase II study (10). The pri-
mary end point of achieving SRI-5 improvement with
tabalumab was met in ILLUMINATE-2 but not in
ILLUMINATE-1, both of which are large phase III clini-
cal trials in SLE patients (11,12).

Studies of mMRNA expression in SLE, using periph-
eral blood mononuclear cells or whole blood samples
from SLE patients, have shown increased expression of
genes responsive to interferons (IFNs), especially type I
IFNs, which are known collectively as the IFN response
gene signature (13-15). Importantly, activation of specific
IFN response gene(s) and the magnitude of their
responses have varied between different studies of SLE.
Aside from such studies in which the expression of various
combinations of IFN response genes in SLE is described,
the full characterization of peripheral blood gene expres-
sion has been limited (16,17). There has been no previous
opportunity to acquire data for comprehensive gene
expression profiling in cohorts of SLE patients as large as
those from ILLUMINATE-1 and ILLUMINATE-2.

The current study examined baseline and pharma-
codynamically induced gene expression changes in whole
blood RNA from 2 phase III, 52-week, randomized,
placebo-controlled, double-blind, parallel studies of 1,760
SLE patients treated with the BAFF-blocking IgG4 mAb,
tabalumab. At baseline in both ILLUMINATE-1 and
ILLUMINATE-2, 75% of SLE patients had an elevated
IFN response gene signature. Those in both studies who
had the IFN response gene signature had significantly more
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immunologic and hematologic system involvement, as
defined by the Safety of Estrogens in Lupus Erythematosus
National Assessment (SELENA) version of the Systemic
Lupus Erythematosus Disease Activity Index (SLEDAI)
organ domain score (18). They also had a higher use of cor-
ticosteroids and immunosuppressant medication. There was
significant heterogeneity of expression among individual
IFN response genes and complex patterns of interactions in
gene networks. The IFN signature was an independent
predictor of the risk of disease flares as defined by the
SELENA-SLEDAI flare index. Pharmacodynamic changes
in gene expression occurred in immunoglobulin and B cell-
related genes, consistent with changes in anti-dsDNA, C3,
and immunoglobulin levels and congruent with the mecha-
nism of BAFF blockade by tabalumab.

PATIENTS AND METHODS

Study design and patient population. Control sam-
ples were obtained from healthy blood donors. Patient samples
were obtained from SLE patients from ILLUMINATE-1 and
ILLUMINATE-2, 2 phase III, 52-week, randomized, placebo-
controlled, double-blind, parallel studies of the efficacy and
safety of tabalumab in patients with moderate-to-severe SLE.
Tabalumab is a fully human IgG4 mAD that blocks the activity
of soluble and membrane-bound BAFF. In both treatment
arms (tabalumab and placebo), standard-of-care therapy with
immunosuppressive drugs that were being administered at the
time of enrollment was continued throughout the trial (11,12).
All patients met =4 of the updated American College of Rheu-
matology revised criteria for the classification of SLE (19). A
severe SLE flare was defined using the SELENA-SLEDAI
flare index. The protocol was approved by the appropriate
authorized independent review boards in accordance with the
Declaration of Helsinki. All patients and control subjects pro-
vided written informed consent.

Blood collection and clinical laboratory analyses. Whole
blood was collected in Tempus tubes (Thermo Fisher Scientific)
at baseline, week 16, and week 52 (11,12). Total B cells were enu-
merated by flow cytometry (performed at Covance Laboratories).
Complement components C3 and C4 and total serum IgA, IgM,
and IgG were measured at Covance Laboratories. ANA and
anti-dsDNA antibody testing was performed at Quest Laborato-
ries. Baseline serum BAFF levels were measured using an assay
that measures total BAFF, including soluble and membrane-
bound forms, at Pacific Biomarkers.

RNA isolation, analysis, and hybridization. Total RNA
was extracted from whole blood using a PerfectPure RNA Blood
Kit as recommended by the manufacturer (Five Prime Therapeu-
tics). RNA quality was assessed postextraction using RiboGreen
(Life Technologies) and a Bioanalyzer RNA chip (Agilent Tech-
nologies). An Affymetrix WT Plus Reagent Kit was used for the
preparation of complementary DNA (cDNA). Labeled cDNA
was hybridized to the GeneChip Human Transcriptome Array
2.0 (HTA 2.0) according to the manufacturer’s instructions.

Microarray analysis. The Affymetrix HTA 2.0 array
with 70,753 transcript clusters was used for gene expression analy-
sis. Annotation data were retrieved from Affymetrix NA34 build
(www.Affymetrix.com). Only transcript clusters that represented
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GENE EXPRESSION IN SLE

Table 1.  Gene expression in SLE patients versus controls at baseline*

Gene name Gene description q value Fold difference
IFI44L Interferon-induced protein 44-like 201 x 107" 8.13
IF127 Interferon, alpha-inducible protein 27 391 x 1078 8.01
RSAD2 Radical S-adenosyl methionine domain containing 2 1.42 X 1071 6.47
IF144 Interferon-induced protein 44 143 x 1071 5.44
IFIT1 Interferon-induced protein with tetratricopeptide repeats 1 253 x 1071 451
HERCS HECT and RLD domain containing 439 x 1077 3.77
E3 ubiquitin protein ligase 5
EPSTII Epithelial stromal interaction 1 252 % 10°1° 3.55
0AS3 2'-5'-oligoadenylate synthetase 3, 100 kd 9.66 X 1013 3.29
IFI6 Interferon, alpha-inducible protein 6 385 x 1070 3.2
DDX060 DEAD (Asp-Glu-Ala-Asp) box polypeptide 60 147 X 1071 291
0AS1 2'-5'-oligoadenylate synthetase 1, 40/46 kd 45 x 1075 2.8
USP18 Ubiquitin specific peptidase 18 591 x 107" 2.86
IFIT3 Interferon-induced protein with tetratricopeptide repeats 3 592 x 1075 2.78
0AS2 2/-5'-oligoadenylate synthetase 2, 69/71 kd 1.58 X 10712 2.74
OASL 2-5'-oligoadenylate synthetase-like 9 x 1071¢ 2.68
PLSCRI Phospholipid scramblase 1 6.9 X 1072 2.67
CMPK2 Cytidine monophosphate (UMP-CMP) kinase 2, 9.66 X 1071 2.55
mitochondrial
XAF1 XIAP associated factor 1 7.89 x 10~ 2.49
MX1 Myxovirus (influenza virus) resistance 1, 222 X 10712 2.47
interferon-inducible protein p78
EIF24K2 Eukaryotic translation initiation factor 2-alpha kinase 2 512 x 1071¢ 2.46
USP41 Ubiquitin specific peptidase 41 6.27 X 10713 2.39
IFIH] Interferon induced with helicase C domain 1 813 x 107 2.28
SERPINGI Serpin peptidase inhibitor, clade G (C1 inhibitor), member 1 1.31 X 1071 2.25
IGHAI Immunoglobulin heavy constant alpha 1 6.84 X 1073 2.16
SAMD9YL Sterile alpha motif domain containing 9-like 2.63 X 107 2.16
LY6E Lymphocyte antigen 6 complex, locus E 1.05 x 10713 2.14
IFIT2 interferon-induced protein with tetratricopeptide repeats 2 7.69 x 10713 2.12
RTP4 Receptor (chemosensory) transporter protein 4 3.64 X 10712 2.08
TNFAIP6 Tumor necrosis factor, alpha-induced protein 6 137 x 10710 2.08
MMPS Matrix metallopeptidase 8 (neutrophil collagenase) 0.001315 2.06
IFITS Interferon-induced protein with tetratricopeptide repeats 5 432 x 10712 2.05
DDX58 DEAD (Asp-Glu-Ala-Asp) box polypeptide 58 1.05 X 1071 2.04
HERC6 HECT and RLD domain containing E3 ubiquitin 735 x 1071 2.04
protein ligase family member 6
SIGLECI Sialic acid binding Ig-like lectin 1, sialoadhesin 1.87 X 10712 2.04
CARD17 Caspase recruitment domain family, member 17 433 x107° 1.96
SPATS2L Spermatogenesis associated, serine-rich 2-like 3.59 x 10712 1.96
FCGRIC Fc fragment of IgG, high affinity 1.92 x 1071 1.92
Fc receptor (CD64), pseudogene
ZCCHC2 Zinc finger, CCHC domain containing 2 218 x 107 1.87
DDX60L DEAD (Asp-Glu-Ala-Asp) box polypeptide 60-like 6.8 x 10713 1.86
CCRI Chemokine (C-C motif) receptor 1 3.92 x 107! 1.85
PARPI2 Poly (ADP-ribose) polymerase family, member 12 9.63 X 10712 1.84
PARP9Y Poly (ADP-ribose) polymerase family, member 9 324 X 107 1.82
GBPI Guanylate binding protein 1, interferon-inducible 8.56 X 10~ 1 1.81
PARPI14 Poly (ADP-ribose) polymerase family, member 14 1.5x 1071 1.78
IGLC7 Immunoglobulin lambda constant 7 0.000513 1.77
CEACAM1 Carcinoembryonic antigen-related cell adhesion 343 x 1071 1.75
molecule 1 (biliary glycoprotein)
CCL2 Chemokine (C-C motif) ligand 2 6.22 X 1077 1.73
IGKV1D-27 Immunoglobulin kappa variable 1D-27 0.001748 1.73
IGHV3-9 Immunoglobulin heavy variable 3-9 0.00233 1.72
CXCL10 Chemokine (C-X-C motif) ligand 10 3.64 X 1076 1.71

* Genes are ranked from high to low based on the difference in expression between patients with systemic lupus ery-
thematosus (SLE) and healthy control subjects. Statistical significance is shown as a q value.
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a single protein-coding gene were considered in this analysis
(n =19,818) (20-22). Complete methodologic details are pro-
vided in Supplementary Material (available on the Arthritis &
Rheumatology web site at http://onlinelibrary.wiley.com/doi/10.
1002/art.39950/abstract). Unprocessed files containing raw data

and the corresponding metadata have been deposited in the GEO
database repository (GEO accession no. GSE0000) (online at
http://www.ncbi.nlm.nih.gov/geo/).

NanoString analysis. Select IFN response gene
expression findings using HTA 2.0 arrays were tested for
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Figure 1. Estimation of the interferon (IFN) response gene signature in 164 individual prespecified genes. A total of 1,760 patients (881 from
ILLUMINATE-1 and 879 from ILLUMINATE-2) and 60 control subjects were studied. A and B, The 164 prespecified genes are represented
on the x-axes; control subjects and patients are represented on the y-axes for ILLUMINATE-1 (A) and ILLUMINATE-2 (B). At least 3 broad
patterns of gene expression can be visualized on both 164-gene expression heatmaps, although when reduced to a 34-gene signature this could
be clearly discerned as high and low expression subgroups. C, Distribution of IFN response gene expression among patients and controls. Of the
1,760 patients studied, 75% had elevated expression of IFN response genes compared with healthy controls (see Patients and Methods for addi-
tional details). Data are depicted at the top as a box plot, where the box represents the 25th to 75th percentiles, the line within the box repre-
sents the median, and the lines outside the box represent the 10th and 90th percentiles. The diamond represents results from healthy controls.

correlation by mRNA expression profiling using a NanoString
nCounter gene expression system (NanoString Technologies)
23).

* Gene coexpression analysis. Weighted correlation net-
work analysis (WGCNA), a standard approach to describing
groups of genes whose expression is correlated (coexpressed),
was performed (24,25). Briefly, preservation of modules between
the group with a high IFN signature and the group with a low
IFN signature was evaluated by Fisher’s exact test. For network
visualization of the SLE Yellow module, only edges from the
topologic overlap matrix =0.45 are shown in Figure 2, providing
a simplified view of the most connected genes.

Statistical analysis. Complete methodologic details
on the statistical analysis plan and its execution are shown in
Supplementary Patients and Methods, available on the Arthri-
tis & Rheumatology web site at http://onlinelibrary.wiley.com/
doi/10.1002/art.39950/abstract (26-29).

RESULTS

Characteristics of the patients studied. The
samples studied were obtained from a subset of patients
who participated in ILLUMINATE-1 (876 of 1,164) and
ILLUMINATE-2 (880 of 1,124), including only those
patients who had given written informed consent for
genetic testing and for whom samples were available
(11,12). The ILLUMINATE-1 patients studied were pre-
dominantly female (93% female and 7% male) with a
mean age of 41 years (range 18-87 years). The majority
of patients were Caucasian (67% Caucasian, 12% Afri-
can descent, and 19% American Indian/Alaska Native).
In ILLUMINATE-2, the patients were also predomi-
nantly female (92% female and 8% male), with a mean
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Table 2.
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Baseline organ system involvement, complete blood cell count, and concomitant medications in the

IFN response gene—positive and IFN response gene—negative subgroups®

ILLUMINATE-1

ILLUMINATE-2

IFN response
gene negative

IFN response
gene positive

IFN response
gene negative

IFN response
gene positive

(n=211) (n = 668) (n=221) (n =660)
SELENA-SLEDAI organ
system involvement
Central nervous system 2 (0.9) 13 (1.9) 8 (3.6) 11 (1.7)
Vascular 9 (4.3) 51 (7.6) 6 (2.7) 61 (9.3)F
Musculoskeletal 194 (91.9) 567 (84.9)F 206 (93.2) 574 (87.1)F
Renal 11 (5.2) 68 (10.2)F 16 (7.2) 52 (7.9)
Mucocutaneous 200 (94.8) 613 (91.8) 195 (88.2) 598 (90.7)
Cardiorespiratory 17 (8.1) 54 (8.1) 20 (9) 51(7.7)
Immunologic 94 (44.5) 515 (77.1)F 101 (45.7) 497 (75.4)F
Constitutional 1(0.5) 10 (1.5) 3(14) 17 (2.6)
Hematologic 7 (3.3) 83 (12.4)F 5(2.3) 56 (8.5)F
Hematology, mean + SD
Leukocytes, X1,000/ul 72+27 55*+2.1% 72+27 5.6 +2.2F
Lymphocytes, X1,000/ul 1.8+0.8 1.2 +0.67 1.8+0.8 1.3*0.67
Monocytes, X1,000/ul 04=0.1 03*=0.1F 04=02 0.3+0.2}
Neutrophils, X1,000/ul 49+x24 3.8+ 1.8t 48+23 39+1.9%
Platelets, X1,000/ul 285.1+84 273.4 £ 88 281.2 81 262.4 + 83+
Medications
Antimalarials 170 (80.6) 551 (82.5) 189 (85.5) 554 (83.9)
Any immunosuppressant 116 (55) 424 (63.5)F 93 (42.1) 395 (59.8)F
Corticosteroids 152 (72) 587 (87.9)+ 154 (69.7) 579 (87.7)F

* Concomitant medications allowed at baseline were stable doses of antimalarials (e.g., chloroquine or hydroxy-
chloroquine), immunosuppressants (e.g., azathioprine, methotrexate, mycophenolate, cyclophosphamide, or
cyclosporine), and corticosteroids. Continuous variables were compared by 2-sample ¢-test. Discrete variables
were compared by Fisher’s exact test. Except where indicated otherwise, values are the number (%). SELENA-
SLEDAI = Safety of Estrogens in Lupus Erythematosus National Assessment-Systemic Lupus Erythematosus

Disease Activity Index.

T P <0.05 versus interferon (IFN) response gene negative.

age of 43 years (range 18-83 years). Overall, the majority
of patients were white (72% white, 14% African descent,
and 10% American Indian/Alaska Native). Patients in
both trials were stratified according to anti-dsDNA anti-
body status at the time of randomization. The treatment
and placebo groups were well balanced in both studies,
and additional demographic and baseline clinical features
have been previously reported (11,12).

Baseline gene expression in SLE patients com-
pared with healthy controls. The most significant differ-
ences at baseline in gene expression between SLE patients
and healthy controls are shown in Table 1, ranked in the
order of fold difference. The top-ranked genes were IFN
response genes. Baseline expression of other genes that
strongly differentiated SLE patients from control subjects
included those involved with immunoglobulin production,
modification or binding, ubiquitination, and poly(ADP-
ribose) polymerization. The number and magnitude of
change of genes that were down-regulated in SLE patients
compared with healthy blood donors were small. Supple-
mentary Table 1 (available on the Arthritis & Rheumatology
web site at http://onlinelibrary.wiley.com/doi/10.1002/art.

39950/abstract) includes down-regulated genes with the
greatest fold change, which ranged from —1.4 to —1.9.
Subgroups of SLE patients identified at baseline
among patients expressing high versus low levels of IFN
response genes. As shown in Table 1, in the SLE patient
population, the most prevalent up-regulated genes were
those that are responsive to stimulation by type I IFNs, the
so-called IFN response genes. A predefined panel of 164
IFN response genes was selected for testing based on an
analysis of the literature (a full list of the 164-gene panel and
final 34 genes selected is shown in Supplementary Table 2,
available on the Arthritis & Rheumatology web site at http://
onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract). At
least 3 broad patterns of gene expression can be visualized
on the 164-gene expression heatmaps (Figures 1A and B).
Expression data were pooled from ILLUMINATE-1 and
ILLUMINATE-2 and normalized using the mean of a set
of housekeeping genes to account for a small study/array
batch effect on gene expression. An IFN response gene sig-
nature was estimated from the pooled data using the first
principal component derived from 34 of the highest co-
varying 164 IFN response genes. At baseline, 75% of the


http://onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract
http://onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract
http://onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract
http://onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract

648 HOFFMAN ET AL

)N
XS

p \>

Y W

]

=

Ay

T R
VS
lb.-::h\g,es‘-..

TP AD
e %
ﬁ‘\‘l

i >
d S AL
<X SR

—<

y ‘_\W,/..g{iﬁiy,.,
R

PARP12

Figure 2. Characterization of network connectivity between highly expressed interferon (IFN) response genes. As shown by the lines connecting
individual genes, a network of highly correlated genes is expressed in the systemic lupus erythematosus (SLE) cohorts, the majority of which have
been identified previously as IFN response genes. There is, however, substantially greater complexity of the IFN network than has been previously
described (for additional information, see Patients and Methods, and Supplementary Material, available on the Arthritis & Rheumatology web site at
http://onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract). Briefly, the Weighted correlation network analysis module (“Yellow module”) con-
taining this network is correlated with all 3 clinical end points: (IFN signature [p=0.90, P <2 X 1073%], Safety of Estrogens in Lupus Erythemato-
sus National Assessment version of the SLE Disease Activity Index [p=0.22, P=35 X 1072!], anti-DNA activity [p= 032, P=4 X 10™*]) (see
Supplementary Figure 2 and Supplementary Table 3, available on the Arthritis & Rheumatology web site at http://onlinelibrary.wiley.com/doi/10.1002/
art.39950/abstract) and is enriched for the MetaCore-defined SLE disease pathway (P = 1.14 X 10~*? by hypergeometric test) and the gene ontol-
ogy (GO) “response to type I interferon” gene set (GO:0034340 [P=6.60 X 107°°]) (see Supplementary Figure 1, available on the Arthritis &

Rheumatology web site at http://onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract).

SLE patients in ILLUMINATE-1 (Figure 1A) and
ILLUMINATE-2 (Figure 1B) exhibited increased expres-
sion of the IFN response gene signature compared with
healthy controls (Figure 1C).

NanoString confirmation of findings from HTA
2.0 exon array using probes for individual genes. The
custom NanoString assays generated for this study were
used to examine sequences from key probe sets on exon
arrays (as opposed to full genes). There was a highly statisti-
cally significant correlation between mRNA expression
using HTA 2.0 exon array and individual genes probed using
NanoString (see Supplementary Figure 1, available on the
Arthritis & Rheumatology web site at http://onlinelibrary.
wiley.com/doi/10.1002/art.39950/abstract). These results and
published studies support the validity of findings for the
HTA 2.0 exon arrays (23).

Comparison of IFN response gene—positive and
IFN response gene—negative subgroups at baseline. As
shown in Table 2, analysis of organ system involvement (as

defined by SELENA-SLEDAI organ domain scores),
complete blood count, and concomitant medication
use between the IFN response gene—positive and IFN
response gene—negative groups showed a number of statis-
tically significant differences between the 2 groups. There
were significantly higher proportions of patients with
organ involvement in the immunologic and hematologic
systems in the IFN signature—positive groups in both
ILLUMINATE-1 and ILLUMINATE-2 at baseline.
There was a slightly lower proportion of the patients with
musculoskeletal system involvement in the IFN response
gene—positive group in both ILLUMINATE-1 and
ILLUMINATE-2. Numerically small imbalances in the
proportions of SELENA-SLEDAI vascular and renal
organ systems were present but were not consistently
observed in both studies.

Coexpression analysis and the IFN response
gene subnetworks characterized in SLE. The large size
of this data set provided a unique opportunity to examine
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Table 3. Cox proportional hazards regression modeling of baseline
variables to predict a severe disease flare over 52 weeks in the
ILLUMINATE-1 and ILLUMINATE-2 studies™

RR X P

ILLUMINATE-1

IFN response gene signature 5.6 10.1 0.0015

Baseline SLEDAI 73 16.5 <0.0001

Baseline low C3 14.2 12.3 0.0005

Anti-dsDNA 1.8 52 0.0232
ILLUMINATE-2

IFN response gene signature 59 13.9 0.0002

Geographic region 1.8 10.6 0.01

Baseline SLEDAI 355 30.2 <0.0001

Anti-dsDNA 2.0 9.6 0.002

* Baseline covariate screening was performed using backward elimi-
nation (P to leave = (.05) with Cox proportional hazards regression
for ILLUMINATE-1 and ILLUMINATE-2. Baseline covariates
included in the full model were age, sex, interferon (IFN) response
gene signature, geographic region of the US/Canada/Europe, and
serum C3, C4, and anti-double-stranded DNA (anti-dsDNA) anti-
body levels. Disease flares were defined by the Safety of Estrogens
in Lupus Erythematosus National Assessment version of the Sys-
temic Lupus Erythematosus Disease Activity Index (SLEDAI) flare
index. Risk ratios (RRs) across the range of variables are shown.

the relationships between expression of multiple genes at
the individual patient level as well as the global gene
coexpression relationships across the entire SLE popula-
tion. A WGCNA-generated gene subnetwork is shown in
Figure 2 (24,25). The WGCNA produced a set of
coexpression modules that significantly correlate with 3 key
clinical end points (the type I IFN signature, SELENA-
SLEDALI, and anti-dsDNA antibodies), and these are anno-
tated by Gene Ontology terms including immune response,
IFN signaling, and cell cycle (see Supplementary Results,
available on the Arthritis & Rheumatology web site at http://
onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract). A
striking result from the coexpression analysis is the high
degree of conservation of module structure across the IFN
signature. Figure 2 shows a network of the most correlated
genes among all SLE patients. These results demonstrate
the previously unreported complexity of IFN response gene
expression networks among individual patients and across
the SLE population as a whole. There is complex coordi-
nate expression of gene families, with large numbers of
members that are highly expressed in SLE (30,31). Interest-
ingly, in certain select cases, the connectivity is limited (e.g.,
IFIT2, USP41, HERC6, ZCCHC2, and USP18), while the
connectivity for the others is extensive (e.g., MX1, OASI,
OAS2, and IFITS) (see also Supplementary Material, avail-
able on the Arthritis & Rheumatology web site at http:/
onlinelibrary.wiley.com/doi/10.1002/art.39950/abstract).
Association between high IFN-inducible gene expres-
sion at baseline and time to severe disease flare. Gene
expression profiling results were compared with baseline
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clinical features to determine whether these could be used
as prognostic biomarkers for clinical response. Results of
analysis using a Cox proportional hazards model and back-
ward elimination of IFN response gene profile expression
and the other baseline measurements of race, geographic
region, sex, SELENA-SLEDALI, C3, C4, and anti-dsDNA
are shown in Table 3. Baseline characteristics prognostic of
time to severe flare events for ILLUMINATE-1 included
the following: baseline higher disease activity measured by
SELENA-SLEDAI (relative risk [RR] 7.3, P =0.0001),
IFN response gene signature (RR 5.6, P = 0.0015), pres-
ence of anti-dsDNA antibodies (RR 1.8, P = 0.02), and low
C3 level (RR 14.3, P=10.0005). The ILLUMINATE-2
study showed a similarly increased RR for SELENA-
SLEDAI score (RR 35.5, P<0.0001), IFN response gene
signature (RR 5.9, P = 0.0002), anti-dsDNA antibodies (RR
2.0, P = 0.002), and geographic region (RR 1.84, P = 0.01).
Taken together, these studies demonstrated that the IFN
response gene signature was prognostic of future severe dis-
ease flares independent of other baseline patient covariates.

Stable IFN response gene expression over 52
weeks of study. No change was apparent in elevated gene
expression profiles at baseline over the 52-week duration of
the study in the placebo or tabalumab treatment group. This
IFN signature was also not significantly down-modulated in
patients who showed improvement in disease activity,
regardless of treatment.

Gene expression profile at baseline does not
predict the response to tabalumab. Whether examined
as a single predefined gene or in multiple gene combina-
tions, no associations between gene expression at baseline
and the clinical response to tabalumab treatment (i.e., no
tailoring biomarker was identified) were observed (data not
shown). The IFN gene signature at baseline did not predict
greater improvement at week 52 as measured by the pri-
mary end point (SRI-5) in placebo-treated or tabalumab-
treated patients. When the analysis was restricted to those
patients who received tabalumab, the responders did not
have statistically significant differences in BAFF levels
compared with the nonresponders (data not shown).

Pharmacodynamic gene expression changes are
consistent with the predicted mechanism of action of
BAFF blockade by tabalumab. A total of 410 statistically
significant drug-induced pharmacodynamic changes in
gene expression were identified. The 20 most significant of
these posttreatment expression changes are summarized in
Table 4, listed according to the categories of immunoglobu-
lin and B cell-related gene changes. As expected, some of
these changes appeared to reflect the tabalumab-induced
impact on the B cell number. For example, the CD20 cell
number as enumerated by flow cytometry was significantly
correlated with CD20/CD19 mRNA expression; however,
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Table 4. Pharmacodynamically induced changes in gene expression™
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Fold change in gene expression

ILLUMINATE-1 ILLUMINATE-2

Baseline to Baseline to Baseline to Baseline to

Gene symbol Gene name week 16 week 52 week 16 week 52
BLK B lymphoid tyrosine kinase —1.09 -1.25 —1.09 —1.30
BLNK B-cell linker —1.24 —1.42 -1.21 —1.41
CDI19 CD19 molecule -1.14 —1.24 -1.16 -1.31
CD20 CD20, membrane-spanning 4-domains, subfamily A —-1.35 -1.95 —1.36 —1.95
CD200 CD200 molecule -1.31 -1.52 -1.39 —1.65
CD22 CD22 molecule —1.36 -1.85 —1.41 -1.99
CD40 CD40 molecule, TNF receptor superfamily member 5 —1.10 —-1.14 —-1.12 —1.18
CD72 CD72 molecule -1.29 —1.48 -1.34 -1.51
CD79A4 CD79a molecule, immunoglobulin-associated alpha -1.31 —1.65 -1.29 -1.71
CD79B CD79b molecule, immunoglobulin-associated beta —1.16 -1.26 -1.15 —1.28
IGHD2-15 Immunoglobulin heavy diversity 2-15 —1.59 —1.86 —-1.77 —1.91
IGHD3-10 Immunoglobulin heavy diversity 3-10 —1.99 —245 —1.76 —2.17
IGHD3-16 Immunoglobulin heavy diversity 3-16 —1.64 —1.83 —-1.72 —-1.91
IGHD3-3 Immunoglobulin heavy diversity 3-3 -2.13 -2.79 —2.00 —2.43
IGHM Immunoglobulin heavy constant mu —1.59 -2.14 —1.61 —2.22
IGHVI-18 Immunoglobulin heavy variable 1-18 —1.60 -1.69 —1.61 —1.79
IGHV3-13 Immunoglobulin heavy variable 3-13 —1.60 —1.81 -1.57 -1.83
IGHV3-15 Immunoglobulin heavy variable 3-15 —-1.74 =2.01 -1.72 —2.06
IGHV3-23 Immunoglobulin heavy variable 3-23 —1.64 —1.88 —1.68 —1.98
IGHV3-53 Immunoglobulin heavy variable 3-53 —1.45 —1.68 —1.52 —1.66

* Statistically significant pharmacodynamically induced gene expression changes following tabalumab treatment were observed for 410 genes and
were consistent with the predicted mechanism of action of BAFF blockade impacting immunoglobulin genes, B cell-related genes, and other
genes with immune function. The largest changes associated with treatment were observed in immunoglobulin- and B cell-related genes. The B
cell-related genes and immunoglobulin genes that exhibited the largest overall fold changes from baseline to week 16 and from baseline to week

52 are shown. All results shown had an overall q value of <0.00001.

changes were observed in gene expression among many
other transcripts that were not clearly associated with B
cells (see Supplementary Table 3, available on the Arthritis
& Rheumatology web site at http://onlinelibrary.wiley.com/
doi/10.1002/art.39950/abstract). For example, mRNA tran-
scripts that are associated with cell cycle and cell signaling
were also detected (see Supplementary Table 3), and cell
cycle associations were similarly observed in the WGCNA
(see Supplementary Table 4).

DISCUSSION

ILLUMINATE-1 and ILLUMINATE-2 were
global, phase 111, 52-week, randomized, placebo-controlled,
double-blind, parallel studies of patients with moderate-to-
severe SLE treated with the fully human IgG4 BAFF-
targeting mAb, tabalumab. The patients participating in
ILLUMINATE-1 and ILLUMINATE-2 were predomi-
nantly white females with moderate disease activity and a
mean disease duration of 9 years. Gene expression at base-
line was similar to that observed in previous studies of SLE,
demonstrating a statistically significant increase in expres-
sion of IFN response genes in 75% of the patients studied
(13-17). The genes with the greatest fold increase as com-
pared with healthy matched controls were the IFN response

genes. Previously published studies of SLE, although
smaller in size, have also shown increased expression of [FN
response genes, particularly in patients with more active dis-
ease and the presence of high levels of autoantibodies
(13-17). Observations from these 2 large, independent
cohorts substantially extend those from previous studies by
directly comparing IFN response gene signature—positive
versus IFN response gene signature-negative groups among
these 1,760 patients. Statistically significant associations
were observed in both cohorts between the presence of the
IFN signature and a cluster of clinical, immunologic, and
laboratory manifestations of SLE at baseline (Table 2).

In addition to the IFN response genes, other genes
were highly expressed in the lupus population compared
with healthy controls, including those genes involved with
immunoglobulin production, immunoglobulin modification,
immunoglobulin binding, ubiquitination, and poly(ADP-
ribose) polymerization (Table 1). This is consistent with
lymphoid cell proliferation and high levels of autoantibody
production seen in SLE and aligns with current views of the
overall pathogenesis of SLE (1,2). Consistent with high
expression of ubiquitination, recent genome-wide associa-
tion studies have demonstrated an association between the
IFN signature and select genotypes of the ubiquitin enzyme
gene, UBEZ2L3, suggesting that this high-expression
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phenotype may be controlled by regulatory genes associated
with SLE (30-33).

The large size of the SLE data set presented here
provides a unique opportunity to examine the relationships
between the expression of multiple genes at the individual
patient level and to examine global gene expression rela-
tionships across the entire SLE population (Figures 1 and
2). We observed that although there are distinctive individ-
ual gene expression patterns, there is a network of strongly
correlated genes, the majority of which have been identified
previously as IFN response genes (Figure 1 and Table 1).
However, in select cases, the connectivity between these is
limited when the WGCNA was used to construct and com-
pare gene coexpression modules (Figure 2 and Supplemen-
tary Material, available on the Arthritis & Rheumatology
web site at http://onlinelibrary.wiley.com/doi/10.1002/art.
39950/abstract). The expression of IFIT2, USP41, HERCG,
ZCCHC2, and USPIS revealed limited connectivity, while
connectivity with other IFN response genes was extensive.

Overall, a high degree of similarity of network con-
nectivity was observed between the expression of these
groups of genes in both the subgroup with high expression
of the IFN response gene and the subgroup with low
expression of the IFN response gene. These findings are
consistent with those from a recent genetic association
study demonstrating that transcriptional factors are highly
represented among the susceptibility genes in SLE (33)
and from a model in which aberrantly regulated gene net-
works, controlling expression of the innate and adaptive
immune systems, are central to disease pathogenesis in
SLE. The novel findings observed in the ILLUMINATE
studies of complex gene networks in SLE are reminiscent
of the gene networks observed in psoriatic skin lesions, in
which mRNA transcripts from >1,000 individual genes
have been shown to demonstrate coordinate expression in
skin plaques and can be substantially modulated with highly
effective therapy (34).

In the current study, we took advantage of newly
available technologic advances to provide a more detailed
analysis of gene expression in SLE. The recently developed
Affymetrix HTA 2.0 array allows for a rapid survey of rela-
tive expression of large numbers of gene transcripts using
multiple probe sets (70,753 transcript clusters). In addition,
to further support HTA 2.0 array results, a newly developed
method for quantifying gene expression, NanoString, was
tested (23). We observed that there were highly significant
correlations between mRNA expression using the HTA 2.0
exon array and regions of individual genes probed using
NanoString (see Supplementary Figure 1, available on the
Arthritis & Rheumatology web site at http://onlinelibrary.
wiley.com/doi/10.1002/art.39950/abstract) (23). This high-
resolution expression data set may be of value to other
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investigators studying SLE using the data deposited into the
Gene Expression Omnibus repository (35).

The relationship between gene expression at base-
line and future clinical response was also a focus of the
current study. Results of the analysis using the Cox propor-
tional hazards model and backward elimination of IFN
response gene profile expression and the other baseline
measurements of race, geographic region, sex, SELENA-
SLEDAI, C3, C4, and anti-dsDNA are shown in Table 3.
In ILLUMINATE-1 and ILLUMINATE-2, the IFN
response gene signature was an independent risk factor
for severe disease flare (Table 3). In ILLUMINATE-1,
the IFN response gene signature, the baseline SELENA-
SLEDAI, the baseline C3 level, and anti-dsSDNA were
independent risk factors for severe flare. In
ILLUMINATE-2, baseline SELENA-SLEDAI conferred
the greatest risk ratio (RR 35), while the IFN response
gene signature, anti-dsDNA, and geographic region con-
ferred RRs of 5.9, 2.0, and 1.8, respectively (Table 3).
Taken together, these observations support the IFN
response gene signature as being an independent predic-
tor of clinical disease flare.

Although some previous reports have described an
association between an IFN response gene signature and
disease activity, subsequent studies have failed to consis-
tently confirm these findings (36—40). Comparison of pub-
lished studies can be challenging due to differences in the
patient populations and the methods defining the IFN
gene response signature. Previous studies have varied
regarding the specific IFN response genes that have been
interrogated, the methods used to measure gene expres-
sion, and the scoring systems used to classify patients as
IFN response gene signature positive or IFN response
gene signature negative.

The current study provided the opportunity to
address the relationship between disease activity and gene
expression in a large, controlled clinical trial setting, using
standardized approaches. In this study, the elevated gene
expression profile seen at baseline for IFN response genes
remained stable over the 52-week duration of the study in
both the standard-of-care and tabalumab arms. Although
the IFN response gene signature did not change with the
modest effects of tabalumab or background standard-of-
care medication, it remains possible that it can be changed
with therapies specifically targeting the IFNs or the IFN
receptor, via blocking intracellular signaling by the IFN
receptor or by robustly impacting other mechanisms
involved in disease pathogenesis. Delineating the response
in the IFN response gene signature—positive and IFN
response gene signature-negative populations may lead
to identification of patient subpopulations in which a
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precision-medicine
applied (35).

The findings reported here are also consistent with
recent observations of a genetic association between SLE
and factors in the IFN pathway. They support the concept
that the IFN response gene signature is a heritable risk fac-
tor for SLE and may be less sensitive as a disease activity
measure (41,42). Consistent with this, high serum levels of
IFNa have been shown to be a heritable trait in both SLE
patients and their first-degree relatives (40,41).

Mechanistically, the data reported here are consis-
tent with a model in which dysregulation of IFN expression
in SLE, once initiated, tends to be self-perpetuating. This
persistence of IFN expression could be the result of epige-
netic changes that are induced in genes/regulator elements
controlling expression of the IFN response genes. Also con-
sistent with this model are the observations described
herein and reported in the literature that expression of the
IFN response gene signature is associated with more severe
disease including disease flares, high levels of anti-dsDNA
antibodies, and low serum complement levels (see Tables 2
and 3) (40,41).

A major focus of the current study was to deter-
mine which genes were modulated following tabalumab
treatment. A total of 410 statistically significant drug-
induced pharmacodynamic changes in gene expression
were identified. The 20 most significant of these are
summarized in Table 4 and are categorized as B cell-
associated and immunoglobulin-associated gene changes.
As expected, some of these changes appear to reflect a
tabalumab-induced pharmacodynamic impact on the B
cell number. For example, the CD20 cell number as enu-
merated by flow cytometry was significantly correlated
with CD20/CD19 mRNA expression, consistent with the
observed decrease in IgG, IgM, and IgA levels and the
decreased number of anti-dsDNA antibodies during treat-
ment with tabalumab (11,12). However, changes in other
transcripts (Table 4) were less clearly associated with B
cells (see Supplementary Table 3, available on the Arthritis
& Rheumatology web site at http://onlinelibrary.wiley.com/
doi/10.1002/art.39950/abstract). For example, changes in
mRNA transcripts that are associated with cell cycle and
cell signaling were also detected. This is consistent with
WGCNA modules associated with clinical correlates
(Supplementary Table 4, http://onlinelibrary.wiley.com/
doi/10.1002/art.39950/abstract), which also identified cell
cycle module connectivity in addition to connectivity to
humoral immune responses, antigen processing and pre-
sentation, and IFN pathways.

A limitation to the present study is that although
pooled components of whole blood mRNA were interro-
gated using the HTA 2.0 array, and selective genes were

approach can successfully be
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confirmed using the alternative method of NanoString,
only general inferences regarding the individual cellular
sources contributing to the total pool of mRNA can
be made. Currently, no published, broadly accepted,
lineage-specific mRNA transcripts have been identified
for immune cells, and therefore only general inferences
can be derived from any study that examined whole
blood mRNA (43,44). Identification and characterization
of gene expression profiles for specific cell lineages would
require correlation with alternative methods such as flow
cytometry to enumerate the cell populations being
studied (as was done on a limited basis in the current
study) or ideally, by characterizing mRNA expression on
flow cytometry—sorted cell lines or individual cells (45).
Characterizing mRNA for individual cell lines and/or sin-
gle cells will be of considerable interest for future studies
but remains technically challenging.

No association between changes in gene expres-
sion and the clinical response to tabalumab treatment
was observed. Neither BAFF mRNA expression in
whole blood nor the serum BAFF protein level pre-
dicted response to treatment with tabalumab.

This large study confirms increased expression of
IFN response genes in SLE patients compared with
healthy controls, with 75% of the patients participating
in the tabalumab phase III trials having the IFN gene
signature. In both studies, patients with the IFN signa-
ture had significantly more SELENA-SLEDAI score—
defined immunologic and hematologic system involve-
ment, and more patients in the IFN response gene—posi-
tive group used corticosteroids and immunosuppressant
medications. There was substantial heterogeneity of
expression among individual IFN response genes, and
complex relationships were identified among IFN gene
networks. The IFN signature remained stable over 52
weeks of study and was not reduced when patients
showed improvement. The high baseline IFN signature
was an independent predictor of deterioration as mea-
sured by time to flare but did not predict improvement
as measured by the SRI-5. Pharmacodynamic changes
in gene expression associated with tabalumab treatment
were extensive and occurred predominantly, although
not exclusively, in B cell-related and immunoglobulin
genes, consistent with changes in other pharmacody-
namic markers including B cell number, anti-dsSDNA
autoantibody level, and serum immunoglobulin levels.
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