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Abstract
Tuberculosis (TB) is characterized by extensive pulmonary matrix breakdown. Interleukin-17 (IL-17) is key in host
defence in TB but its role in TB-driven tissue damage is unknown. We investigated the hypothesis that respiratory
stromal cell matrix metalloproteinase (MMP) production in TB is regulated by T-helper 17 (TH-17) cytokines.
Biopsies of patients with pulmonary TB were analysed by immunohistochemistry (IHC), and patient bronchoalveolar
lavage fluid (BALF) MMP and cytokine concentrations were measured by Luminex assays. Primary human airway
epithelial cells were stimulated with conditioned medium from human monocytes infected with Mycobacterium
tuberculosis (Mtb) and TH-17 cytokines. MMP secretion, activity, and gene expression were determined by ELISA,
Luminex assay, zymography, RT-qPCR, and dual luciferase reporter assays. Signalling pathways were examined
using phospho-western analysis and siRNA. IL-17 is expressed in TB patient granulomas and MMP-3 is expressed
in adjacent pulmonary epithelial cells. IL-17 had a divergent, concentration-dependent effect on MMP secretion,
increasing epithelial secretion of MMP-3 (p < 0.001) over 72 h, whilst decreasing that of MMP-9 (p < 0.0001);
mRNA levels were similarly affected. Both IL-17 and IL-22 increased fibroblast Mtb-dependent MMP-3 secretion
but IL-22 did not modulate epithelial MMP-3 expression. Both IL-17 and IL-22, but not IL-23, were significantly
up-regulated in BALF from TB patients. IL-17-driven MMP-3 was dependent on p38 MAP kinase and the PI3K
p110 subunit. In summary, IL-17 drives airway stromal cell-derived MMP-3, a mediator of tissue destruction in
TB, alone and with monocyte-dependent networks in TB. This is regulated by p38 MAP kinase and PI3K pathways.
© 2017 The Authors. The Journal of Pathology published by John Wiley & Sons Ltd on behalf of Pathological Society of Great Britain
and Ireland.
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Introduction

Mycobacterium tuberculosis (Mtb) has evolved adaptive
mechanisms to evade host immunity with such success
that today it is the number 1 infectious killer in the world
and caused 1.3 million deaths in 2016 (http://www.who
.int/tb/publications/global_report/en/). Cavities are
pivotal to the spread of TB but the mechanisms that
drive them are less well understood [1]. Diverse studies
indicate that host matrix metalloproteinases (MMPs)
are key [2,3] and we recently showed that collagen
destruction may be a key initial event triggering caseous
necrosis [4]. MMPs can degrade all ECM components
including type I collagen at neutral pH [5]. High MMP-9
concentrations correlated with disease severity and the
presence of granulomas in tuberculous pleurisy [6].
A matrix-degrading phenotype in human TB where
MMP activity was relatively unopposed by specific

tissue inhibitors of matrix metalloproteinases (TIMPs)
was first described by our group [7]. MMP-1 and
MMP-3 concentrations are increased in respiratory
secretions of TB patients [8]. In the rabbit model,
MMP-1 expression was greater in TB cavities and
an MMP-1/TIMP imbalance was associated with the
development of cavities containing very high bac-
terial burdens [9]. A study in the zebrafish model
showed that MMP-9 from epithelial cells, induced by
the mycobacterial virulence factor ESAT-6, enhanced
macrophage recruitment [10], thereby implicating
MMPs in immunoregulatory as well as tissue destructive
roles in TB.

Respiratory epithelial and other stromal cells are
central in host defence to Mtb in addition to phago-
cytic cells such as alveolar macrophages. Respiratory
epithelial cells secrete inflammatory mediators such
as chemokines [11,12], interferon-γ (IFN-γ), and
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anti-microbial human β-defensins [13]. MMP-1 and
MMP-9 secretion from bronchial epithelial cells is
up-regulated via TB-dependent cellular networks [14].
Another stromal cell, the lung fibroblast, also secretes
mediators that limit the local growth of Mtb [15].
Such networks between leukocytes and stromal cells
appear key, both in host defence and in driving innate
inflammatory tissue damage.

T-helper 1 (TH-1) cells have historically been thought
to be necessary in the control of Mtb infection but
TH-17 cells have now been identified as pivotal in Mtb
control [16]. IL-17 is a pro-inflammatory cytokine
that functions via mesenchymal and myeloid cells to
induce the secretion of diverse cytokines, chemokines,
anti-microbial peptides, and MMPs [17–19]. Mice with
a genetically inactivated IL-17 receptor were unable to
exert long-term control of Mtb, despite a functional TH-1
response [20]. IL-17 knockout mice failed to develop
mature granulomas in bacillus Calmette–Guérin
(BCG)-infected lung and had impaired protection
from virulent Mtb [21]. Although IL-17 is dispensable
for immunity against laboratory-adapted strains of
Mtb, infection with the hypervirulent W-Beijing strain
HN878 required IL-17 for early immunity [22]. In
cynomolgus macaques, sterile granulomas had a higher
frequency of T cells producing IL-17 [23] and pul-
monary delivery of BCG vaccine triggered a mucosal
immune response orchestrated by IL-17 [24]. Finally,
in a study in the Chinese Han population, genetic poly-
morphisms in IL-17A and IL-17F were associated with
host susceptibility to TB [25].

IL-22, a second TH-17 family cytokine, has both anti-
and pro-inflammatory activity at mucosal interfaces
[26]. IL-22 produced by human NK cells inhibits the
growth of Mtb by enhancing phagolysosomal fusion due
to enhanced expression of calgranulin A [27]. IL-22 was
also produced by human NK cells in TB pleural fluid in
response to BCG and Mtb-related antigens, suggesting
that it might participate in the recall immune response
for Mtb infection [28]. IL-17 and IL-22 function syner-
gistically to induce epithelial mediators such as human
β-defensin-2, S100 and lipocalin-2 [29]. IL-23, a mem-
ber of the IL-12 family, is essential for stabilization and
polarization of lymphocytes towards a TH-17 phenotype
and promotes IL-17 secretion by activated TH-17 cells
[30]. IL23A mRNA was up-regulated in unfractionated
BAL cells from TB patients compared with controls [31]
and pulmonary IL-23 gene delivery with a vaccine adju-
vant augmented the expansion of Mtb-specific CD4+ T
cells which produced IL-17 [32,33], with a simultane-
ous reduction in mycobacterial burden and pulmonary
inflammation.

Therefore, accumulating evidence suggests a cen-
tral role for TH-17 cytokines in host–pathogen inter-
actions in TB. We hypothesized that in TB-dependent
networks, stromal cell MMP secretion is regulated by
TH-17 cytokines. First, we identified IL-17 expression
in lymphocytes around pulmonary granulomas in TB
patients. Next, we showed that IL-17 increased mRNA
expression and secretion of epithelial MMP-3, which

was highly expressed in respiratory epithelial cells in
TB patients. In contrast, IL-17 decreased respiratory
epithelial cell MMP-9 production. Both IL-17 and IL-22
increased fibroblast MMP-3 secretion and we demon-
strated for the first time that both of these cytokines are
elevated in BALF from TB patients. Finally, we investi-
gated the mechanisms involved in IL-17 signalling and
show that p38 mitogen-activated protein kinase (MAPK)
and the p110α subunit phosphoinositide 3-kinase (PI3K)
signalling paths are key.

Materials and methods

Further details, including experimental design and sta-
tistical methods, may be found in the supplementary
material, Supplementary materials and methods.

Immunohistochemical analysis of patient biopsies
The project was approved by the Hammersmith
and Queen Charlotte’s and Chelsea Research Ethics
Committee, London (ref 07/H0707/120). Immunohisto-
chemistry (IHC) was performed on paraffin-embedded
lung biopsies. Antibodies were purchased from Abcam,
Cambridge, UK.

Clinical study
BALF samples were collected from patients being rou-
tinely investigated for respiratory symptoms at Nalanda
University Hospitals, Patna, India. The study was
approved by the ethics review board at Nalanda Medical
College and University Hospitals (ref SS/0810/TB).
Samples were centrifuged and sterile-filtered to remove
cellular debris and Mtb [34].

Monocyte purification, infection, and generation
of CoMTb
Primary blood mononuclear cells (PBMCs) were from
two donor buffy coats from healthy donors (National
Blood Transfusion Service, UK). Monocytes were
infected with the Mtb H37Rv strain at a multiplicity of
infection (MOI) of 1. For epithelial cells, Ziehl–Nielsen
staining demonstrated that 30% cells were infected at
a MOI of 10, which is similar to previous reports
[35]. Medium from infected monocytes was termed
conditioned medium from monocytes infected with
Mtb (CoMTb). Control medium was generated in an
identical manner but without infection and was called
CoMCont.

Cell culture and experimental design
Primary small airway epithelial cells (SAECs) and
normal human bronchial epithelial (NHBE) cells
were cultured in bronchial epithelial growth media
(Lonza Biosciences, Basel, Switzerland) and human
MRC-5 fibroblasts were grown in Eagle’s medium
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(Sigma-Aldrich, Gillingham, Dorset, UK), according to
the suppliers’ instructions. Epithelial cells were stimu-
lated with a 1 in 5 dilution of CoMTb and MRC-5 cells
with a 1 in 50 dilution. Supernatants were harvested at
72 h for secretion analysis and mRNA extraction was
performed at 24 h [14,36].

Promoter-reporter assay
Promoter-reporter studies were performed using
FuGENE HD Transfection Reagent and Promega’s
Dual-Luciferase Reporter Assay System (Promega-UK,
Southampton, UK). The MMP-3 promoter (1206 base
pairs) was linked to firefly luciferase and the reference
gene thymidine kinase promoter was linked to Renilla
luciferase.

Phospho-western analysis and gelatin zymography
After electrophoresis, proteins were electro-transferred
to nitrocellulose membranes and probed with a primary
antibody, then washed and incubated with a secondary
antibody. Luminescence was produced using the ECL
system. MMP-9 gelatinolytic activity was detected by
zymography using standard methodology [37].

Small interfering RNA (siRNA) transfection
All siRNAs pools targeted the transcription products
from four alleles of the gene of interest. Conditions
for transfection were optimized using a transfection
control and a negative control (non-targeting siRNA;
supplementary material, Figure S1).

RNA extraction, cDNA synthesis, and reverse
transcription–quantitative polymerase chain
reaction (RT-qPCR)
RNA extraction was performed using the Qiagen
RNeasy Minikit (QIAGEN Ltd, Manchester, UK).
cDNA synthesis was performed using a Qiagen Quanti-
tect reverse transcription kit (QIAGEN Ltd). Real-time
quantitative PCR was performed using the Brilliant II
QPCR master mix on the Stratagene Mx3000P plat-
form (Stratagene, Cambridge, UK). MMP primers and
probes have been described previously [38]. Experi-
mental MMP data were normalized to three reference
genes. Analysis of MMP mRNA expression was first
undertaken by the standard curve method, and results
were corroborated by CT values assessing levels of gene
expression.

Results

IL-17 is expressed in human TB granulomas and has
divergent effects on epithelial cell MMP-3
and MMP-9 secretion
First, we investigated the expression of IL-17 in five TB
and five control human lung biopsy specimens. IL-17

was expressed in TB granulomas (Figure 1A) but not in
control lung biopsies of normal tissue (Figure 1B). As
a positive control, we detected colonic T-lymphocyte
immunoreactivity (supplementary material, Figure
S2A). No staining was seen when the primary anti-
body was omitted as a negative control (supplementary
material, Figure S2B). Next, we investigated MMP
secretion from human distal small airway epithelial
cells (SAECs). MMP-1, MMP-3, and MMP-9 secretion
from SAECs was all increased following stimulation
by CoMTb at a 1 in 5 dilution. MMP-3 secretion
increased 2.2-fold from 534 ± 34 pg/ml to 1171 ± 44
pg/ml (Figure 1C, p = 0.005) and MMP-9 secretion
increased 10.5-fold from 11 446 ± 15 pg/ml to 119 561
± 77 pg/ml (Figure 1D, p = 0.002). MMP-1 secretion
increased 4.5-fold from a baseline of 490 ± 30 pg/ml to
2247 ± 25 pg/ml (Figure 1E, p = 0.008). SAECs con-
stitutively secrete MMP-2 at a baseline which was not
altered significantly by CoMTb (Figure 1F). MMP-8
was detectable but only at very low concentrations
(Figure 1G). MMP-7, MMP-12, and MMP-13 were
almost undetectable (data not shown).

Next, we investigated the effect of IL-17 on MMP
secretion. In SAECs, maximal MMP-3 secretory effect
was observed with 30 ng/ml IL-17 (supplementary
material, Figure S3A) [39,40]. In co-stimulation experi-
ments with CoMTb, IL-17 increased baseline epithelial
MMP-3 secretion from 534 ± 34 pg/ml to 1612 ±
17 pg/ml (p < 0.001), and CoMTb-driven MMP-3
secretion from 1171 ± 44 pg/ml to 4196 ± 28 pg/ml
(Figure 1C, p < 0.001). In contrast, CoMTb-driven
MMP-9 secretion was suppressed by IL-17 from 119
561 ± 77 pg/ml to 7483 ± 50 pg/ml (Figure 1D, p <

0.0001). MMP-9-induced gelatinolysis, measured by
zymography, was similarly decreased by IL-17 (data
not shown). Changes in gene expression were consistent
with secretion data (data not shown). IL-17 did not alter
MMP-1, MMP-2 or MMP-8 secretion from SAECs
(Figure 1E–G). Lastly, we investigated TIMP-1/2
secretion as the MMP/TIMP ratio is functionally impor-
tant in determining net matrix degradation. CoMTb
suppressed TIMP-1 secretion (supplementary material,
Figure S3B, p < 0.5) but IL-17 did not significantly
modulate this. TIMP-2 secretion was also unaffected by
IL-17 (supplementary material, Figure S3C); therefore,
these results confirm that up-regulation of MMP-3 in
TB is unopposed by inhibitor secretion.

MMP-3 is expressed by epithelial cells in TB
and secretion is up-regulated by IL-17 in a TB
network, whereas direct infection with Mtb does
not modulate expression
In TB patient lung biopsies, pulmonary epithelial cells
adjacent to TB granulomas strongly expressed MMP-3
(Figure 2A), whereas minimal staining was observed
in normal lung biopsies (Figure 2B). After confirming
that upper airway epithelial cells (NHBE) and SAECs
had similar secretion profiles, we performed all further
experiments on NHBE cells. Our immunohistochemical
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Figure 1. IL-17 is expressed in granulomas of TB patients and has a divergent effect on epithelial MMP secretion in a TB network. (A) IL-17
is expressed around granulomas in patients with TB. The figure is representative of lung biopsies from five patients with Mtb infection (scale
bar = 200 μm). (B) Control normal lung tissue showed no immunoreactivity for IL-17 (scale bar = 200 μm). (C) MMP-3 secretion increased
2.2-fold after stimulation with CoMTb and this was further augmented four-fold by IL-17. IL-17 also increased the baseline secretion of
MMP-3 from SAECs by three-fold (p < 0.001). (D) CoMTb increased MMP-9 secretion 10.5-fold (p = 0.002), but this was suppressed by
IL-17 (p < 0.0001). (E) MMP-1 secretion from SAECs was augmented 4.5-fold by CoMTb (p < 0.001), but was not altered by IL-17. (F) SAECs
constitutively secrete MMP-2, which was not altered significantly by CoMTb. (G) MMP-8 was augmented by CoMTb but only at very low
concentrations. In the figures, * indicates p < 0.05, **p < 0.01, ***p < 0.001, and ****p < 0.0001.

studies showed MMP-3 expression by epithelial cells
in the relatively larger airways, which we felt were best
modelled by NHBE cells, and hence we used these
for further studies. In NHBE cells, maximal MMP-3
secretory effect was observed with 10 ng/ml IL-17
(supplementary material, Figure S3D) [41,42]. Kinetic
experiments in NHBE cells showed that the MMP-3

concentration peaked at 72 h when stimulated with
IL-17, after which it declined (Figure 2C, p < 0.001),
and IL-17-driven MMP-3 mRNA accumulation peaked
at 24 h (Figure 2D, p < 0.01). These kinetics are similar
to our published data on MMP-1 and MMP-9 secretion
[14,36]. Next, we investigated the regulation of MMP-3
and MMP-9 by IL-22 and IL-23 and found no change
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Figure 2. MMP-3 is expressed in human respiratory epithelial cells in TB patients and MMP-3 gene expression and secretion are driven
by IL-17. (A) Pulmonary epithelial cells adjacent to TB granulomas express MMP-3. The figure is representative of lung biopsies from five
patients with TB (scale bar = 20 μm). (B) Minimal staining for MMP-3 was observed in five normal lung specimens (scale bar = 20 μm). (C)
Kinetic experiments in NHBE cells demonstrated that MMP-3 secretion increased progressively until 72 h after stimulation with 10 ng/ml
IL-17 (p < 0.001). (D) IL-17-driven MMP-3 mRNA accumulation peaked at 24 h, rising to four-fold above baseline (p < 0.01). (E) Direct
infection of NHBE cells with Mtb at an MOI from 0.1 to 10 did not alter MMP-3 secretion and there was no synergy between Mtb infection
and IL-17 stimulation.

(supplementary material, Figure S4A–D). Direct
infection with Mtb at MOI from 0.1 to 10 had no
significant effect on MMP-3 secretion from NHBE cells
in the presence or absence of IL-17 (Figure 2E). Infec-
tion at a higher MOI did not increase the uptake of bacte-
ria and MMP production remained unchanged (data not
shown).

To further dissect the IL-17 and CoMTb-driven
MMP-3 up-regulation, we performed cytokine and
chemokine analyses in the supernatants from NHBE
cells stimulated with IL-17 alone or in combination
with CoMTb. The cytokines and chemokines analysed
were IL-1β, IL-6, IL-10, TNF-α, IL-1Ra, IFN-α, IFN-γ,
IL-13, IL-15, IL-17, IL-12, IL-5, IL-2, IL-7, IL-2R,
IL-4, RANTES, eotaxin, MIP-1β, MIP-1α, MCP-1,
IP-10, MIG, and CXCL-8. We found that although
TNF-α, IL-1RA, CXCL-8, and MIP-1α were elevated
in both groups, only the CXCL-8 concentration was
significantly different between groups (supplementary
material, Table S1, p < 0.001). Stimulating NHBE cells
with TNF-α alone and in the presence of IL-17 did not
drive MMP-3 secretion (supplementary material, Figure

S5). These experiments demonstrate that the synergy
between multiple mediators drives maximal MMP-3
production from stromal cells in TB.

IL-17 and IL-22 augment TB-dependent MMP-3
secretion from fibroblasts
Next, we investigated MMP secretion from fibrob-
lasts, stromal cells that can secrete high concentra-
tions of MMPs [43]. CoMTb stimulation drove a
concentration-dependent increase in MMP-3 secretion
from MRC-5 fibroblasts at 72 h (Figure 3A). Although
maximal MMP-3 secretion was observed at a CoMTb
dilution of 1 in 5 (p < 0.0001), this was accompanied
with significant cell death. In subsequent experiments,
CoMTb was used at a dilution of 1 in 50, which also
significantly up-regulated MMP-3 secretion (p < 0.01)
with no effect on cell viability. To investigate further,
promoter-reporter studies were performed using a
wild-type construct of the MMP-3 promoter. Acti-
vation in response to CoMTb was detectable at 6 h,
peaking at 24 h, and thereafter remaining stable for 48
h (Figure 3B, p < 0.001).
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Figure 3. IL-17 and IL-22 increase TB-dependent MMP-3 secretion from fibroblasts. (A) CoMTb caused a concentration-dependent
increment in MMP-3 secretion from MRC-5 fibroblasts (p < 0.01). (B) MMP-3 full-length promoter activation in response to CoMTb
was detectable at 6 h, peaking at 24 h (p < 0.001), and thereafter remaining stable for 48 h. Results are expressed as relative luminescence
(RLU) for firefly/Renilla luciferase. (C) IL-17 and (D) IL-22 both increased CoMTb-driven MMP-3 secretion from MRC-5 fibroblasts in a
concentration-dependent manner (p < 0.001 for both cytokines), but neither affected MMP-3 secretion as a single stimulus.

Next, MRC-5 fibroblasts were stimulated with IL-17
alone and in combination with CoMTb. IL-17 further
up-regulated CoMTb-induced MMP-3 secretion from
107 005 ± 6729 pg/ml to 191 829 ± 11057 pg/ml
(Figure 3C, p < 0.001), but did not affect MMP-3 as a
single stimulus. Similarly, IL-22 almost doubled fibrob-
last MMP-3 secretion from 16 694 ± 1734 pg/ml to
27 638 ± 483 pg/ml (Figure 3D, p < 0.001), but did
not affect baseline MMP-3 secretion in the absence of
CoMTb.

IL-17 and IL-22 are up-regulated in TB patient
bronchoalveolar lavage fluid
To examine the relevance of these findings to human TB
infection, we investigated IL-17, IL-22, and IL-23 con-
centrations in BALF from 17 well-characterized patients
with confirmed pulmonary TB and 18 well-matched res-
piratory symptomatic patients with other diagnoses that
may cause a clinically similar picture, which we have
previously reported [44]. There were no significant dif-
ferences between the two groups with regard to age,
gender, and smoking history. None of the subjects had a

previous history of TB. The median IL-17 concentration
was increased in TB patients compared with other res-
piratory symptomatic patients (p = 0.02), although the
absolute concentrations detectable in BALF were low
(Figure 4A). The median IL-22 concentration in BALF
from TB patients was four-fold higher than in control
patients (Figure 4B, p = 0.006). IL-23 concentrations
were virtually all below the level of detection in both
control and TB groups (supplementary material, Figure
S6). This demonstrates that the IL-17 expression seen in
lymphocytes by IHC leads to increased concentrations
in bronchial lining fluid.

IL-17-driven MMP-3 secretion is p38
MAPK-dependent
Next, we investigated the mechanisms regulating
IL-17-dependent MMP-3 secretion from NHBE cells.
First, we studied the MAPK pathways. Both CoMTb
and IL-17 as single stimuli caused phosphorylation of
p38 MAPK, peaking at 30 min, after which it returned to
baseline. Phosphorylation of p38 was further increased
when cells were co-stimulated with 10 ng/ml IL-17 and
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Figure 4. IL-17 and IL-22 are up-regulated in BALF from patients
with TB. Concentrations of IL-17 and IL-22 were measured in BALF
from 17 TB subjects and 18 well-matched respiratory symptomatic
patients. (A) Median IL-17 concentration was increased in TB
patients compared with other respiratory symptomatic patients (p
= 0.02), although the absolute detectable concentrations were low.
(B) Median IL-22 concentration in TB patients was four-fold higher
than in control patients (p = 0.006) (Mann–Whitney U-test).

CoMTb (Figure 5A). Densitometric analysis confirmed
increased phosphorylation. ERK 1/2 and JNK MAPKs
are constitutively phosphorylated in NHBE cells and
were not investigated further.

Next, we investigated the effect of chemical and
siRNA-mediated inhibition of p38 on IL-17-dependent
MMP-3 secretion. The p38-specific chemical inhibitor
SB203580 suppressed IL-17-driven MMP-3 secre-
tion in a concentration-dependent manner to baseline
(Figure 5B, p < 0.001). Concurrently, inhibition of
IL-17-dependent MMP-3 mRNA accumulation was
also observed (Figure 5C, p < 0.001). Confirming
these data, p38 MAPK-specific siRNA decreased
IL-17/CoMTb-driven MMP-3 secretion by 50%
(Figure 5D, p < 0.01) and mRNA expression to base-
line levels (Figure 5E, p < 0.01). The suppression was
maximal with 30 nM siRNA. Cells were also transfected
with non-targeting siRNA (NT siRNA) and no change
was observed. siRNA knockdown of phospho-p38 was
confirmed by western blotting and at the mRNA level
(supplementary material, Figure S7A, B). Significant
knockdown was observed at 10 nM p38 siRNA and
levels were undetectable with 30 nM siRNA in NHBE

cells stimulated with CoMTb and 10 ng/ml IL-17.
Non-targeting siRNA had no effect on p38 expression.
Similar results with p38 chemical and siRNA-mediated
inhibition were observed in SAECs (data not shown).
In summary, these data show that p38 MAPK signalling
regulates IL-17-driven MMP-3 secretion from NHBE
cells in a TB network.

Epithelial MMP-3 secretion in TB is regulated
by the PI3K p110α subunit and AKT
Finally, we investigated whether the PI3-kinase
(PI3K) pathway had a role in IL-17-driven MMP-3
up-regulation, since this path has been implicated in
the IL-17A-mediated regulation of several other genes
in human airway epithelial cells [39]. The non-specific
PI3K proximal catalytic subunit inhibitor LY294002
suppressed IL-17-dependent MMP-3 secretion to con-
trol concentrations (Figure 6A, p < 0.0001). To identify
the specific p110 catalytic subunit involved, NHBE
cells were transfected with siRNAs specific for the
p110 catalytic subunit isoforms. MMP-3 mRNA was
suppressed to baseline with the p110α-specific inhibitor
(Figure 6B, p < 0.0001). There was no change upon
pre-incubation with non-targeting siRNA, the negative
control. In contrast, p110β subunit-specific inhibition
did not alter MMP production (data not shown). siRNA
knockdown of the p110α subunit was confirmed by
western blotting and at the mRNA level (supplementary
material, Figure S7C, D). Significant knockdown was
observed at 10 nM and levels were undetectable with
30 nM siRNA, with no effect seen with non-targeting
siRNA.

As the γ and δ isoforms are almost exclusively
expressed in leukocytes, they were not investigated.
Downstream of PI3K, inhibition of AKT similarly sup-
pressed MMP-3 secretion to baseline (Figure 6C, p
< 0.0001). Thus, both proximal and distal nodes of
the PI3K signalling pathway regulate IL-17-mediated
MMP-3 gene expression and secretion in TB.

Discussion

We have demonstrated for the first time that IL-17
is expressed within human TB granulomas and that
adjacent epithelial cells express MMP-3. IL-17 causes
up-regulation of MMP-3 gene expression and secretion
from epithelial cells exposed to a monocyte-dependent
infection in vitro network. Since SAECs and NHBE
cells have different immunological roles [45], we first
investigated their secretion profiles and identified these
to be similar. IHC showed epithelial MMP-3 expression
in the relatively larger airways, which we felt were
best modelled by NHBE cells, and hence we used them
for further studies. We have previously shown that
MRC-5 fibroblasts and human lung (HL) fibroblasts
have similar MMP production profiles in a TB network
[43] and therefore we chose to focus on one fibroblast
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Figure 5. IL-17 regulation of MMP-3 secretion is p38 MAP kinase-dependent. (A) Phosphorylation of p38 after 30 min of stimulation was
increased by both CoMTb and IL-17. p38 phosphorylation was significantly increased when cells were co-stimulated with IL-17 and CoMTb.
There was no change in total p38. Densitometric analysis was performed using Scion image software. (B) MMP-3 secretion and (C) MMP-3
mRNA accumulation driven by IL-17 was inhibited in a concentration-dependent manner by SB203580, a specific p38 chemical inhibitor
(p < 0.001 for both protein and mRNA). (D) Transfection of the epithelial cells with p38 siRNA decreased IL-17/CoMTb-driven MMP-3
secretion by 50% (p < 0.01). The suppression was maximal with 30 nM of siRNA (E) Similarly, IL-17-driven MMP-3 mRNA decreased to
baseline by siRNA inhibition of p38 (p < 0.01). Cells were also transfected with non-targeting (NT) siRNA, which had no effect.

cell line for this study. Both TH-17 cytokines, IL-17 and
IL-22, drive MMP-3 secretion from MRC-5 fibroblasts
exposed to CoMTb. In contrast, IL-17 did not modulate
the effects of direct infection by Mtb. The concentra-
tions of both of these cytokines were elevated in BALF
from pulmonary TB patients but not from other patients
with similar respiratory symptoms. We have defined key
mechanisms through which IL-17 regulates MMP-3,
which is a mediator of tissue damage in TB, in part

through its action activating the collagenase MMP-1
[46]. Together, these data define a new role for IL-17
in up-regulating tissue-destructive proteases in TB, in
addition to previously described functions in granuloma
development and control of infection [20,21].

The action of IL-17 to increase baseline and
CoMTb-driven epithelial cell MMP-3 gene expression
and secretion is consistent with other studies. In murine
embryonic fibroblasts, IL-17 regulated chemokine and
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Figure 6. Epithelial MMP-3 secretion is regulated by the
PI3K p110α subunit and AKT. (A) IL-17-dependent MMP-3
secretion was reduced to baseline after incubation of NHBE
cells with LY294002, a non-specific PI3K proximal subunit
inhibitor (p < 0.0001). Suppression was maximal at 10 μM.
(B) siRNA transfection of NHBE cells identified that the p110α
subunit was key in this suppression (p < 0.0001). MMP-3 mRNA
was suppressed to baseline with 30 nM siRNA. Cells were also
transfected with non-targeting (NT) siRNA, which had no effect.
(C) Downstream, inhibition of AKT by a specific inhibitor (AKT
inhibitor VIII) resulted in MMP-3 suppression to baseline. The
effect was dose-dependent and maximal at 2.5 μM of the AKT
inhibitor (p < 0.0001).

MMP (MMP-3, MMP-9, and MMP-13) expression
to recruit both neutrophils and monocytes [47]. IL-17
and MMP-3 were expressed in TB lymphocytes and
lung epithelial cells, but IL-17 did not drive epithelial
MMP-3 when cells were directly infected with Mtb. A
biologically relevant feature of IL-17 is its strong coop-
erative and synergistic effect via mRNA stabilization of
other inflammatory cytokines [48], which may account
for its effect on MMP-3 secretion in the TB network
between epithelial cells and monocytes. In contrast,
CoMTb-driven MMP-9 secretion and gene expression
were suppressed by IL-17 and functional activity of
MMP-9 was also reduced. Oriss et al [49] recently
showed that IL-23-dependent IL-17 gene expression in
lung dendritic cells is negatively regulated by MMP-9
enzymatic activity, suggesting that inhibition of MMP-9
could facilitate a strong TH-17 response, which is
desirable for vaccination against Mtb.

To further dissect the IL-17 and CoMTb-driven
MMP-3 up-regulation, we performed extensive cytokine
and chemokine analyses in the supernatants from stim-
ulated NHBE cells and found that only the CXCL-8
concentration was significantly higher in the TB/IL-17
network. Stimulating NHBE cells with TNF-α alone
and in the presence of IL-17 did not drive MMP-3
secretion. The TNF-α concentration in CoMTb is 157
pg/ml when used at a 1 in 5 dilution (supplementary
material, Table S2). When NHBE cells were stimulated
with 5 ng/ml TNF-α (30-fold more), this was a weak
stimulus to MMP-9 secretion, alone and in combination
with lipoarabinomannan (LAM) [14]. Similarly, TNF-α
alone was a weak stimulus to MMP-1 secretion from
epithelial cells [36]. In a previous study investigating the
direct infection of human macrophages with Mtb, other
stimuli such as LPS, BCG, and individual cytokines
including TNF-α, IL-1β or IFN-γ did not drive MMP-1
production [50]. Thus, the synergy between different
mediators appears key in Mtb-driven MMP production
from stromal cells.

We also demonstrated that MMP-3 secretion and pro-
moter activity were increased in fibroblasts as a result of
a monocyte-dependent network in TB and that this effect
was increased synergistically by both IL-22 and IL-17.
This is consistent with data in rheumatoid arthritis,
where TH-17 cells induced MMP-1 and MMP-3 produc-
tion [51]. In human cardiac fibroblasts, IL-17 stimulated
MMP-1 expression via p38 and ERK-dependent AP-1,
NF-κB, and C/EBP-β activation [52]. In the lung, fibrob-
lasts can secrete very high MMP-1 concentrations [43].
IL-22 did not drive MMP secretion in epithelial cells
(supplementary material, Figure S3), which may reflect
the divergent signalling paths activated in epithelial cells
compared with fibroblasts. Unlike IL-17, IL-22 signals
mainly via the Stat3 pathway and has a clonogenic and
protective effect on human airway epithelial cells [53].

Next, we investigated whether the TH-17 cytokines
were elevated in BALF from patients with pulmonary
TB. In a study of 17 pulmonary TB patients and 18
matched controls, plasma IL-17 levels were elevated
in patients. IL-17 levels substantially decreased after
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treatment and correlated with both CRP and ESR [54].
Previous studies showed that IL-22 may be detected in
tuberculous BALF, pleural fluid, and pericardial fluid
[55,56]. We confirmed that IL-22 was significantly
up-regulated in BALF from TB patients and identified
for the first time that IL-17 concentrations were also
elevated in TB patients, although concentrations were
low (Figure 4). It has been proposed that low levels
of soluble IL-17 in TB are a result of inhibition of
TH-17 effectors by the TH-1 effectors at the site of dis-
ease [57]. However, IL-17 levels in BALF and pleural
fluid, even in the absence of such an inhibitory TH-1
response, are frequently low or undetectable [56,58],
and IL-17 cell-mediated inflammation is independent of
IL-22 [59]. In contrast, IL-17 mRNA expression in pleu-
ral fluid mononuclear cells was increased by the Mtb
peptides ESAT-6 and culture filtrate protein (CFP)-10
[57]. In situ hybridization could be used as a further
method to confirm increased IL-17 expression in the
lungs of TB patients.

Finally, we dissected key pathways regulating
IL-17-dependent MMP-3 secretion. We demonstrated
for the first time that inhibition of p38 MAPK, the
PI3K p110α subunit, and AKT resulted in the abro-
gation of IL-17-driven MMP-3 up-regulation in a
TB network. This finding is consistent with studies
which showed that IL-17 regulates mucosal neutrophil
immunity via chemokines and growth factors [40]. It
has been shown in human airway epithelial cells that
IL-17-mediated induction of IL-19, CXCL-1, CXCL-2,
CXCL-3, CXCL-5, and CXCL-6 human defence genes
was mediated via the PI3K pathway [39]. In airway
epithelial cells, regulation of MMPs in Mtb-dependent
respiratory networks was identified to be via the distal
rapamycin-sensitive PI3K/p70S6K cascade, with the
proximal p110α subunit augmenting MMP production
[60]. IL-17 may enhance the migration of periodontal
ligament fibroblasts by increasing MMP-1 expression
through p38 MAPK and NFκB signal transduction path-
ways [61]. IL-17 has been shown to limit Mtb-driven
HIF-1α expression [62], showing that there is a complex
interplay between inflammatory signalling, hypoxia,
and tissue destruction [63].

In summary, we investigated the effect of TH-17
cytokines on epithelial MMP production by immuno-
histochemical analysis of patient biopsies, by inves-
tigating a cellular TB network model and finally by
cytokine analysis of BALF from TB patients. We specif-
ically focused on intercellular networks between lym-
phocytes and airway epithelial cells in TB, and have
shown for the first time that lymphocyte-derived IL-17
drives both epithelial- and fibroblast-derived MMP-3 in
a TB network, whereas direct infection does not. IL-17
was expressed in the lymphocytes associated with TB
granulomas and MMP-3 was expressed in the epithe-
lial cells around these TB granulomas. MMP-3 expres-
sion was regulated by the p38 MAP kinase pathway and
the proximal (p110α subunit) and distal nodes (AKT)
of the PI3K pathway. The effects are MMP-specific as
MMP-9 secretion was down-regulated. On examination

of BALF from patients with TB, IL-17 and IL-22 were
both detectable. Several biologics such as monoclonal
antibodies that neutralize IL-17 signalling are now in
clinical development [64,65]. In the context of TB, mod-
ulating the TH-17 pathway may alter MMP activity,
reduce tissue destruction, and improve outcomes. In
the present era of increasing anti-mycobacterial drug
resistance, host-directed therapy is emerging as a key
paradigm for future TB treatment [66].

Acknowledgements

We thank Dr Rajniti Singh, Mr Ramji Prasad, Mr Balram
Singh, Dr Ajay Singh, and Dr Sandeep Sen for help
with the clinical study in India. We are grateful to Dr
Ashley Whittington at Imperial College London for his
overall help with the project. We would also like to
thank Mr Alex Bowman, Histopathology Core Facility
Laboratory Manager at the Respiratory Research Centre,
Royal Brompton Hospital and Mr Steve Rothery at
FILM, Imperial College London for their help with
immunohistochemistry. SS was funded by a Medical
Research Council (UK) Training Fellowship. JSF and
PE acknowledge support of the Imperial College NIHR
Biomedical Research Centre.

Author contributions statement

SS designed and performed experiments, analysed data,
and prepared the first draft of the manuscript. GMG
performed experiments on MRC-5 fibroblasts. UKS
designed and conducted the clinical study. FM per-
formed the immunohistochemical analyses. PTE was
involved in experimental design, analysis and inter-
pretation of data, as well as preparation of the final
manuscript. JSF was the principal investigator who con-
ceived the project and was responsible for overall direc-
tion of the study, interpretation of data, and writing of
the final manuscript.

References
1. Chang KC, Yew WW, Tam CM, et al. WHO group 5 drugs and

difficult multidrug-resistant tuberculosis: a systematic review with
cohort analysis and meta-analysis. Antimicrob Agents Chemother
2013; 57: 4097–4104.

2. Elkington PT, D’Armiento JM, Friedland JS. Tuberculosis
immunopathology: the neglected role of extracellular matrix
destruction. Sci Transl Med 2011; 3: 71ps76.

3. Ong CW, Elkington PT, Friedland JS. Tuberculosis, pulmonary
cavitation, and matrix metalloproteinases. Am J Respir Crit Care Med
2014; 190: 9–18.

4. Al Shammari B, Shiomi T, Tezera L, et al. The extracellular matrix
regulates granuloma necrosis in tuberculosis. J Infect Dis 2015; 212:
463–473.

5. Brinckerhoff CE, Matrisian LM. Matrix metalloproteinases: a tail of
a frog that became a prince. Nat Rev Mol Cell Biol 2002; 3: 207–214.

6. Hrabec E, Strek M, Zieba M, et al. Circulation level of matrix
metalloproteinase-9 is correlated with disease severity in tuberculosis
patients. Int J Tuberc Lung Dis 2002; 6: 713–719.

© 2017 The Authors. The Journal of Pathology published by John Wiley & Sons Ltd J Pathol 2018; 244: 311–322
on behalf of Pathological Society of Great Britain and Ireland. www.pathsoc.org www.thejournalofpathology.com



Interleukin-17 and MMPs in human tuberculosis 321

7. Price NM, Farrar J, Tran TT, et al. Identification of a matrix-
degrading phenotype in human tuberculosis in vitro and in vivo.
J Immunol 2001; 166: 4223–4230.

8. Elkington P, Shiomi T, Breen R, et al. MMP-1 drives immunopathol-
ogy in human tuberculosis and transgenic mice. J Clin Invest 2011;
121: 1827–1833.

9. Kubler A, Luna B, Larsson C, et al. Mycobacterium tuberculosis

dysregulates MMP/TIMP balance to drive rapid cavitation and unre-
strained bacterial proliferation. J Pathol 2015; 235: 431–444.

10. Volkman HE, Pozos TC, Zheng J, et al. Tuberculous granuloma
induction via interaction of a bacterial secreted protein with host
epithelium. Science 2010; 327: 466–469.

11. Wickremasinghe MI, Thomas LH, Friedland JS. Pulmonary epithe-
lial cells are a source of IL-8 in the response to Mycobacterium tuber-

culosis: essential role of IL-1 from infected monocytes in a NF-kappa
B-dependent network. J Immunol 1999; 163: 3936–3947.

12. Sauty A, Dziejman M, Taha RA, et al. The T cell-specific CXC
chemokines IP-10, Mig, and I-TAC are expressed by activated human
bronchial epithelial cells. J Immunol 1999; 162: 3549–3558.

13. Rivas-Santiago B, Contreras JC, Sada E, et al. The potential role
of lung epithelial cells and beta-defensins in experimental latent
tuberculosis. Scand J Immunol 2008; 67: 448–452.

14. Elkington PT, Green JA, Emerson JE, et al. Synergistic up-regulation
of epithelial cell matrix metalloproteinase-9 secretion in tuberculosis.
Am J Respir Cell Mol Biol 2007; 37: 431–437.

15. O’Kane CM, Boyle JJ, Horncastle DE, et al. Monocyte-dependent
fibroblast CXCL8 secretion occurs in tuberculosis and limits sur-
vival of mycobacteria within macrophages. J Immunol 2007; 178:
3767–3776.

16. Torrado E, Cooper AM. IL-17 and Th17 cells in tuberculosis.
Cytokine Growth Factor Rev 2010; 21: 455–462.

17. Trajkovic V, Stosic-Grujicic S, Samardzic T, et al. Interleukin-17
stimulates inducible nitric oxide synthase activation in rodent astro-
cytes. J Neuroimmunol 2001; 119: 183–191.

18. Fossiez F, Djossou O, Chomarat P, et al. T cell interleukin-17
induces stromal cells to produce proinflammatory and hematopoietic
cytokines. J Exp Med 1996; 183: 2593–2603.

19. Jovanovic DV, Di Battista JA, Martel-Pelletier J, et al. IL-17 stimu-
lates the production and expression of proinflammatory cytokines,
IL-β and TNF-α, by human macrophages. J Immunol 1998; 160:
3513–3521.

20. Freches D, Korf H, Denis O, et al. Mice genetically inactivated
in interleukin-17A receptor are defective in long-term control of
Mycobacterium tuberculosis infection. Immunology 2013; 140:
220–231.

21. Okamoto Yoshida Y, Umemura M, Yahagi A, et al. Essential role
of IL-17A in the formation of a mycobacterial infection-induced
granuloma in the lung. J Immunol 2010; 184: 4414–4422.

22. Gopal R, Monin L, Slight S, et al. Unexpected role for IL-17 in pro-
tective immunity against hypervirulent Mycobacterium tuberculosis

HN878 infection. PLoS Pathog 2014; 10: e1004099.
23. Gideon HP, Phuah J, Myers AJ, et al. Variability in tuberculo-

sis granuloma T cell responses exists, but a balance of pro- and
anti-inflammatory cytokines is associated with sterilization. PLoS

Pathog 2015; 11: e1004603.
24. Aguilo N, Alvarez-Arguedas S, Uranga S, et al. Pulmonary but

not subcutaneous delivery of BCG vaccine confers protection to
tuberculosis-susceptible mice by an interleukin 17-dependent mech-
anism. J Infect Dis 2016; 213: 831–839.

25. Wang M, Xu G, Lu L, et al. Genetic polymorphisms of IL-17A,
IL-17F, TLR4 and miR-146a in association with the risk of pul-
monary tuberculosis. Sci Rep 2016; 6: 28586.

26. Sonnenberg GF, Fouser LA, Artis D. Border patrol: regulation of
immunity, inflammation and tissue homeostasis at barrier surfaces by
IL-22. Nat Immunol 2011; 12: 383–390.

27. Dhiman R, Venkatasubramanian S, Paidipally P, et al. Interleukin
22 inhibits intracellular growth of Mycobacterium tuberculosis by
enhancing calgranulin A expression. J Infect Dis 2014; 209: 578-587.

28. Fu X, Yu S, Yang B, et al. Memory-like antigen-specific human
NK cells from TB pleural fluids produced IL-22 in response to
IL-15 or Mycobacterium tuberculosis antigens. PLoS One 2016; 11:
e0151721.

29. McAleer JP, Kolls JK. Directing traffic: IL-17 and IL-22 coordinate
pulmonary immune defense. Immunol Rev 2014; 260: 129–144.

30. Aggarwal S, Ghilardi N, Xie MH, et al. Interleukin-23 promotes a
distinct CD4 T cell activation state characterized by the production
of interleukin-17. J Biol Chem 2003; 278: 1910–1914.

31. Dheda K, Chang JS, Lala S, et al. Gene expression of IL17 and IL23
in the lungs of patients with active tuberculosis. Thorax 2008; 63:
566–568.

32. Wozniak TM, Ryan AA, Britton WJ. Interleukin-23 restores immu-
nity to Mycobacterium tuberculosis infection in IL-12p40-deficient
mice and is not required for the development of IL-17-secreting T
cell responses. J Immunol 2006; 177: 8684–8692.

33. Happel KI, Lockhart EA, Mason CM, et al. Pulmonary
interleukin-23 gene delivery increases local T-cell immunity
and controls growth of Mycobacterium tuberculosis in the lungs.
Infect Immun 2005; 73: 5782–5788.

34. Elkington PT, Green JA, Friedland JS. Filter sterilization of highly
infectious samples to prevent false negative analysis of matrix met-
alloproteinase activity. J Immunol Methods 2006; 309: 115–119.

35. Bermudez LE, Goodman J. Mycobacterium tuberculosis invades
and replicates within type II alveolar cells. Infect Immun 1996; 64:
1400–1406.

36. Elkington PT, Emerson JE, Lopez-Pascua LD, et al. Mycobacterium

tuberculosis up-regulates matrix metalloproteinase-1 secretion from
human airway epithelial cells via a p38 MAPK switch. J Immunol

2005; 175: 5333–5340.
37. Leber TM, Balkwill FR. Zymography: a single-step staining method

for quantitation of proteolytic activity on substrate gels. Anal

Biochem 1997; 249: 24–28.
38. Nuttall RK, Pennington CJ, Taplin J, et al. Elevated membrane-type

matrix metalloproteinases in gliomas revealed by profiling proteases
and inhibitors in human cancer cells. Mol Cancer Res 2003; 1:
333–345.

39. Huang F, Kao CY, Wachi S, et al. Requirement for both JAK-
mediated PI3K signaling and ACT1/TRAF6/TAK1-dependent
NF-kappaB activation by IL-17A in enhancing cytokine expression
in human airway epithelial cells. J Immunol 2007; 179: 6504–6513.

40. McAllister F, Henry A, Kreindler JL, et al. Role of IL-17A, IL-17F,
and the IL-17 receptor in regulating growth-related oncogene-alpha
and granulocyte colony-stimulating factor in bronchial epithelium:
implications for airway inflammation in cystic fibrosis. J Immunol

2005; 175: 404–412.
41. Wong CK, Cao J, Yin YB, et al. Interleukin-17A activation on

bronchial epithelium and basophils: a novel inflammatory mecha-
nism. Eur Respir J 2010; 35: 883–893.

42. Zijlstra GJ, Ten Hacken NH, Hoffmann RF, et al. Interleukin-17A
induces glucocorticoid insensitivity in human bronchial epithelial
cells. Eur Respir J 2012; 39: 439–445.

43. O’Kane CM, Elkington PT, Jones MD, et al. STAT3, p38 MAPK, and
NF-kappaB drive unopposed monocyte-dependent fibroblast MMP-1
secretion in tuberculosis. Am J Respir Cell Mol Biol 2010; 43:
465–474.

44. Singh S, Kubler A, Singh UK, et al. Antimycobacterial drugs modu-
late immunopathogenic matrix metalloproteinases in a cellular model
of pulmonary tuberculosis. Antimicrob Agents Chemother 2014; 58:
4657–4665.

45. Wickremasinghe MI, Thomas LH, O’Kane CM, et al. Transcrip-
tional mechanisms regulating alveolar epithelial cell-specific CCL5

© 2017 The Authors. The Journal of Pathology published by John Wiley & Sons Ltd J Pathol 2018; 244: 311–322
on behalf of Pathological Society of Great Britain and Ireland. www.pathsoc.org www.thejournalofpathology.com



322 S Singh et al

secretion in pulmonary tuberculosis. J Biol Chem 2004; 279:
27199–27210.

46. Treadwell BV, Towle CA, Ishizue K, et al. Stimulation of the syn-
thesis of collagenase activator protein in cartilage by a factor present
in synovial-conditioned medium. Arch Biochem Biophys 1986; 251:
724–731.

47. Qiu Z, Dillen C, Hu J, et al. Interleukin-17 regulates chemokine and
gelatinase B expression in fibroblasts to recruit both neutrophils and
monocytes. Immunobiology 2009; 214: 835–842.

48. Ruddy MJ, Wong GC, Liu XK, et al. Functional cooperation
between interleukin-17 and tumor necrosis factor-alpha is mediated
by CCAAT/enhancer-binding protein family members. J Biol Chem

2004; 279: 2559–2567.
49. Oriss TB, Krishnamoorthy N, Raundhal M, et al. Cutting Edge:

MMP-9 inhibits IL-23p19 expression in dendritic cells by targeting
membrane stem cell factor affecting lung IL-17 response. J Immunol
2014; 192: 5471–5475.

50. Elkington PT, Nuttall RK, Boyle JJ, et al. Mycobacterium tuber-

culosis, but not vaccine BCG, specifically upregulates matrix
metalloproteinase-1. Am J Respir Crit Care Med 2005; 172:
1596–1604.

51. van Hamburg JP, Asmawidjaja PS, Davelaar N, et al. Th17 cells,
but not Th1 cells, from patients with early rheumatoid arthritis
are potent inducers of matrix metalloproteinases and proinflam-
matory cytokines upon synovial fibroblast interaction, including
autocrine interleukin-17A production. Arthritis Rheum 2011; 63:
73–83.

52. Cortez DM, Feldman MD, Mummidi S, et al. IL-17 stimulates
MMP-1 expression in primary human cardiac fibroblasts via p38
MAPK- and ERK1/2-dependent C/EBP-β, NF-κB, and AP-1 activa-
tion. Am J Physiol Heart Circ Physiol 2007; 293: H3356–H3365.

53. Aujla SJ, Chan YR, Zheng M, et al. IL-22 mediates mucosal host
defense against Gram-negative bacterial pneumonia. Nat Med 2008;
14: 275–281.

54. Xu L, Cui G, Jia H, et al. Decreased IL-17 during treatment of sputum
smear-positive pulmonary tuberculosis due to increased regulatory T
cells and IL-10. J Transl Med 2016; 14: 179.

55. Matthews K, Wilkinson KA, Kalsdorf B, et al. Predominance of
interleukin-22 over interleukin-17 at the site of disease in human
tuberculosis. Tuberculosis (Edinb) 2011; 91: 587–593.

56. Scriba TJ, Kalsdorf B, Abrahams DA, et al. Distinct, specific
IL-17- and IL-22-producing CD4+ T cell subsets contribute to the
human anti-mycobacterial immune response. J Immunol 2008; 180:
1962–1970.

57. Qiao D, Yang BY, Li L, et al. ESAT-6- and CFP-10-specific Th1,
Th22 and Th17 cells in tuberculous pleurisy may contribute to the
local immune response against Mycobacterium tuberculosis infec-
tion. Scand J Immunol 2011; 73: 330–337.

58. Molet S, Hamid Q, Davoine F, et al. IL-17 is increased in asth-
matic airways and induces human bronchial fibroblasts to produce
cytokines. J Allergy Clin Immunol 2001; 108: 430–438.

59. van Hamburg JP, Corneth OB, Paulissen SM, et al. IL-17/Th17
mediated synovial inflammation is IL-22 independent. Ann Rheum

Dis 2013; 72: 1700–1707.
60. Singh S, Saraiva L, Elkington PT, et al. Regulation of matrix

metalloproteinase-1, -3, and -9 in Mycobacterium tuberculo-
sis-dependent respiratory networks by the rapamycin-sensitive
PI3K/p70(S6K) cascade. FASEB J 2014; 28: 85–93.

61. Wu Y, Zhu L, Liu L, et al. Interleukin-17A stimulates migra-
tion of periodontal ligament fibroblasts via p38 MAPK/NF-κB-
dependent MMP-1 expression. J Cell Physiol 2014; 229: 292–299.

62. Belton M, Brilha S, Manavaki R, et al. Hypoxia and tissue destruction
in pulmonary TB. Thorax 2016; 71: 1145–1153.

63. Domingo-Gonzalez R, Das S, Griffiths KL, et al. Interleukin-17 lim-
its hypoxia-inducible factor 1α and development of hypoxic granulo-
mas during tuberculosis. JCI Insight 2017; 2: e92973.

64. Miossec P, Kolls JK. Targeting IL-17 and TH17 cells in chronic
inflammation. Nat Rev Drug Discov 2012; 11: 763–776.

65. van den Berg WB, McInnes IB. Th17 cells and IL-17A – focus
on immunopathogenesis and immunotherapeutics. Semin Arthritis

Rheum 2013; 43: 158–170.
66. Mayer-Barber KD, Andrade BB, Oland SD, et al. Host-directed

therapy of tuberculosis based on interleukin-1 and type I interferon
crosstalk. Nature 2014; 511: 99–103.

SUPPLEMENTARY MATERIAL ONLINE
Supplementary materials and methods

Supplementary figure legends

Figure S1. Transfection efficiency was confirmed with siGLO

Figure S2. Positive and negative controls for IL-17 immunohistochemistry

Figure S3. IL-17 drives concentration-dependent MMP-3 secretion in both SAEC and NHBE cells but does not alter TIMP-1/-2 secretion

Figure S4. Epithelial MMP-3 and MMP-9 secretion was not altered by IL-22 or IL-23

Figure S5. TNF-α did not increase MMP-3 secretion from NHBE cells

Figure S6. IL-23 was not detectable in TB or control BALF samples

Figure S7. siRNA-mediated knockdown of p38 and PI3K p110α was confirmed by phospho-western analysis and by suppression of mRNA expression

Table S1. Cytokine and chemokine concentrations in the culture medium of normal human bronchial epithelial cells stimulated with CoMTb or CoMTb
+ IL-17

Table S2. Cytokine and chemokine concentrations in the culture medium of monocytes stimulated with CoMCont or CoMTb

© 2017 The Authors. The Journal of Pathology published by John Wiley & Sons Ltd J Pathol 2018; 244: 311–322
on behalf of Pathological Society of Great Britain and Ireland. www.pathsoc.org www.thejournalofpathology.com


