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ABSTRACT Mpycoplasma gallisepticum, the primary etiologic agent of chronic respi-
ratory disease (CRD) in poultry, leads to prolonged recruitment and activation of in-
flammatory cells in the respiratory mucosa. This is consistent with the current model
of immune dysregulation that ostensibly allows the organism to evade clearance
mechanisms and establish chronic infection. To date, studies using quantitative re-
verse transcription-PCR (qRT-PCR) and microarrays have shown a significant transient
upregulation of cytokines and chemokines from tracheal epithelial cells (TECs) in
vitro and tracheal tissue ex vivo in response to virulent strain R, that contributes to
the infiltration of inflammatory cells into the tracheal mucosa. To expand upon
these experiments, RNA was isolated from tracheas of 20 chickens infected with M.
gallisepticum R, and 20 mock-infected animals at days 1, 3, 5, and 7 postinocula-
tion, and samples were analyzed for differential gene expression using Illumina RNA
sequencing. A rapid host response was observed 24 h postinfection, with over 2,500
significantly differentially expressed genes on day 3, the peak of infection. Many of
these genes have immune-related functions involved in signaling pathways, including
Toll-like receptor (TLR), mitogen-activated protein kinase, Jak-STAT, and the nucleotide
oligomerization domain-like receptor pathways. Of interest was the increased expression
of numerous cell surface receptors, including TLR4 and TLR15, which may contribute to
the production of cytokines. Metabolic pathways were also activated on days 1 and 3
postinfection, ostensibly due to epithelial cell distress that occurs upon infection. Early
perturbations in tissue-wide gene expression, as observed here, may underpin a pro-
found immune dysregulation, setting the stage for disease manifestations characteristic
of M. gallisepticum infection.
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ycoplasma gallisepticum is the primary etiologic agent of chronic respiratory
disease (CRD) in poultry. Infection with this pathogen results in decreased feed
efficiency, reduced weight gain, subsequent downgrading of carcasses, and limited egg
production and hatchability. Three commercial vaccines are available to control M.
gallisepticum infection; however, further development of an improved vaccine that is
safe and efficacious for susceptible birds of multiple ages and species is needed (1, 2).
To ensure eradication, broiler industries cull their entire flocks in the event of a sporadic
outbreak. However, with M. gallisepticum infection frequently being found in US.
egg-laying facilities, culling is not economically feasible (1-3). These flocks often remain
infected for life and provide the opportunity for further spread of infection to other
facilities and wild birds (1, 4).
The host mounts a vigorous inflammatory response to M. gallisepticum, resulting in
respiratory distress in chickens (1). Lesions of various severities are found lining the
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trachea and air sacs due to colonization of the bacteria and the excessive recruitment
and activation of inflammatory cells. This is one aspect of the immune dysregulation
orchestrated by M. gallisepticum that allows it to establish chronic infection (5-10). In
addition, virulent strains of M. gallisepticum, such as R,,,, are able to avoid clearance by
the host’s natural defense mechanisms of the respiratory tract by cytadhering to
tracheal epithelial cells. This is established by the function and coexpression of the
primary cytadherence molecules GapA and CrmA, which play a critical role in coloni-
zation and pathogenesis (11-13).

Previous studies assessing the host tracheal response to M. gallisepticum have
utilized methods such as exposure of cultured tracheal epithelial cells in vitro and whole
trachea ex vivo (9, 10, 14, 15). The most relevant to the current study, however, is an in
vivo analysis of chemokine and cytokine expression profiles of the tracheal host
response to R, (14). Over the course of an 8-day infection, increased expression of
proinflammatory chemokines and cytokines, including lymphotactin, CXCL13, CXCL14,
RANTES, interleukin-6 (IL-6), and IL-13, was observed, while decreased expression was
seen in CCL20, IL-8, and IL-12p40. While ex vivo and in vitro studies have revealed similar
expression profiles, some discrepancies exist regarding the significance and expression
kinetics of inflammatory genes. Irrespective of these differences, these studies further
support the premise that the overwhelming host response is ineffective at clearing the
organism and contributory to the immunopathogenesis observed upon infection,
thereby contributing to the development and progression of CRD (9, 10, 14).

Studies to date have provided beneficial but limited insight into the host response
to M. gallisepticum through methods such as quantitative reverse transcription-PCR
(gRT-PCR) and microarrays. Given the potential interactions and downstream effects of
the proinflammatory genes that have been implicated to date, we hypothesized that
the tracheal host response will show much broader changes in differential expression
than what has currently been identified. To expand on previous studies, we have
utilized RNA sequencing (RNA-Seq) of the host tracheal tissue transcripts subsequent to
infection with virulent M. gallisepticum strain R,,,, over a 7-day time course. This will
provide a comprehensive, unbiased assessment of the changes in gene expression that
comprise the maladaptive host response.

RESULTS

Global DEGs between infected and control chickens. Sampling directly from the
tracheal lumen yielded sufficient quantities of RNA to assess transcripts from each
chicken and mapped to 17,935 Gallus gallus genes. We found 1,913 differentially
expressed genes (DEGs) on day 1 postinfection (p.i.), 2,523 on day 3, 435 on day 5, and
351 on day 7. This indicated that the host mounts a rapid response to M. gallisepticum
strain R, that peaked at day 3 and decreased toward baseline levels by day 7. Days
1 and 3 postinfection contained the largest numbers of unique DEGs, likely due to the
numerous metabolic pathways seen to be involved during early infection, as indicated
by pathway analysis (Fig. 1a and 2). At each time point, the number of DEGs with
increased expression values exceeded those with decreased expression (Fig. 1b).

Pathway analysis. The number of pathways affected by M. gallisepticum R,,,, as
identified by containing a minimum of two DEGs, was 117 on day 1, 126 on day 3, 51
on day 5, and 39 on day 7. Out of 168 total metabolic pathways identified in chickens,
on days 1 and 3 postinfection we found 65 and 72 metabolism-related pathways,
respectively, containing DEGs (Fig. 2). As the course of infection continued, the number
of metabolic pathways involved decreased to 18 on day 5 and 9 on day 7, reflecting a
return to homeostasis. There were 46 pathways involving immune-related functions
categorized as immune signaling, signal transduction, and signaling molecule func-
tions. Less variability was seen within immune-related pathway categories throughout
the time course, with 21 pathways identified as being affected by infection on days 1
and 3, 15 on day 5, and 18 on day 7.

Functional GO. Functional gene ontology (GO) assessment of the DEGs allowed the
genes to be categorized based on enriched biological processes (Fig. 3). On day 1
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FIG 1 Number of DEGs between infected and control chickens per time point as identified by Cuffdiff. (a) Venn diagram displaying the total
number of DEGs. The gray scale is based on the number and percentage of genes identified. (b) The number of DEGs with increased or decreased
expression.

postinfection, there were 195 genes with a log, fold change of =2.00. While a large
proportion of pathways were metabolic on days 1 and 3 postinfection (Fig. 2), very few
differentially expressed metabolic genes had a log, fold change of =2.00, which
resulted in a minimal number of metabolic genes being assessed. The biological

Day 1 N

A - Metabolism F - Development K - Replication/Repair

B - Cell Death/Growth G - Endocrine System L - Signaling Molecules

C - Cellular Community H - Folding/Sorting/Degradation M - Transport and Catabolism
D - Circulatory | - Signal Transduction N - Membrane Transport

E - Cytoskeleton Proteins  J - Immune Signaling O -Translation

FIG 2 Pathway analysis. Pathways containing =2 DEGs were categorized based on function using DAVID
bioinformatics software. The number of identified pathways per category is indicated.
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FIG 3 Functional gene ontology. Significant DEGs with a log, fold change of =2.00 were analyzed for enriched biological processes using the ClueGO
application for Cytoscape. Bars represent the percentage of associated genes assigned to a unique GO term with the absolute number of associated genes
located at the end of the bars. The color of the bars indicates functionally related groups based on the similarity of associated genes. The significance levels
of enriched biological processes are indicated (¥, P = 0.05; **, P = 0.001).

process with the highest percentage of DEGs per GO term was “antimicrobial humoral
response,” at nearly 43%. Of interest was the number of DEGs found in biological
processes related to the host immune, inflammatory, and defense responses as well as
“immune cell migration.” One hundred seventy-six DEGs were categorized on day 3
postinfection and indicated additional mitogenic and cytokine-related cellular re-
sponses, as shown by the presence of the “regulation of ERK1 and ERK2 cascade,”
“response to interferon gamma,” and “cytokine-mediated signaling pathway” biological
processes that were not seen on day 1. For day 5 postinfection, 165 DEGs were
categorized, including two unique biological processes, “phagocytosis” and “antigen
processing and presentation of exogenous antigen,” with the highest percentage of
genes per GO term at 43%. There were 184 DEGs categorized on day 7 postinfection,
and while there was still an indication of the continued host response to the bacterial
pathogen, there were many more processes related to the regulation of the immune
response. In addition, this was the first time that processes related to “T-cell selection
and differentiation” were identified, potentially reflecting antigen processing, cellular
activation, and proliferation/differentiation over time.
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FIG 4 Immune-related pathways. Pathway analysis using DAVID bioinformatics software identified the number of DEGs involved in immune-related pathways
at each time point.

Immune response. Due to the significant enrichment of immune genes, further
assessment of immune-related pathways was conducted. Pathways containing DEGs
included, but were not limited to, cytokine-cytokine receptor interaction, the Toll-like
receptor (TLR) pathway, the mitogen-activated protein kinase (MAPK) pathway, and the
nucleotide oligomerization domain (NOD)-like receptor pathway (Fig. 4). Each of the
aforementioned pathways are involved in pathogen recognition and the proinflamma-
tory environment initiated by the production of chemokines and cytokines. The num-
ber of DEGs per pathway increased from day 1 to day 3 (peak), decreased at day 5, and
appeared to level out by day 7. The cytokine-cytokine receptor interaction pathway
contained the greatest number of DEGs, and these predominantly encoded cytokine
receptors (Fig. 5).

As expected, TLR2 and TLR1A showed significant differential expression on days 3
and 7 postinfection (Fig. 6). Interestingly, TLR4, traditionally a pattern recognition
receptor (PRR) for lipopolysaccharide, a ligand that is absent from Mycoplasma species,
was significantly increased at each time point. TLR15, unique to avian species, was also
found to be significantly increased at all time points.

Genes with greatest differential expression. Fold change values for the top 25
genes per time point ranged from a log, fold change value of —5.0 to +9.2 (Table 1).
Protein functions encoded by these genes are involved in pathogen recognition,
receptor ligation, proinflammatory cytokines and chemokines, catalytic activity, nega-
tive feedback of inflammation, and the maintenance and remodeling of tissue struc-
ture. Of the 131 DEGs common to all four time points, many of the genes with the
greatest log, fold change were involved with the host’s proinflammatory response,
defense, and repair mechanisms, including CCL5, TLR15, TLR4, IL-1p, IL-8, bactericidal
permeability-increasing protein (BPI), and matrix metalloprotease 9 (MMP9) (Table 2).
The fold change of differential expression for many of the proinflammatory genes was
transient and peaked at either day 3 or day 5 postinfection, while the fold change of
other genes was stable over the course of infection. Importantly, the continued
significant differential expression of multiple cell receptors, proinflammatory cytokines,
and chemokines highlights the sustained signaling of immune-related pathways.

DISCUSSION

This study examined global transcriptomic analysis of differential gene expression in
chicken tracheal cells following exposure to Mycoplasma gallisepticum R,,,, over a 7-day
time course. In keeping with prior studies, this analysis provided copious data reaffirm-
ing the vigorous proinflammatory response mounted in the chicken trachea subse-
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FIG 5 Cytokine-cytokine receptor interaction. DEGs identified on day 3 postinfection involved in this pathway are indicated with red stars, as identified by

DAVID bioinformatics software. Green shading represents the completeness of the pathway identified within the Gallus gallus genome.

quent to M. gallisepticum infection. This response ostensibly is due to prolonged
signaling through epithelial cell receptors, resulting in increased production of cyto-
kines and chemokines paired with tissue infiltration of inflammatory cells (7, 10, 14, 15).
Previous ex vivo analysis of host tracheal epithelial cells had suggested that the
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FIG 6 Toll-like receptors. TLRs identified by RNA-Seq are displayed. Differential expression of TLRs

between infected and control birds is expressed as log, fold change. Those with significant differential
expression (g = 0.05) are indicated with an asterisk.
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TABLE 1 Top 25 DEGs for each time point based on log, fold changes as indicated by

Cuffdiff

DEG and day p.i. Log, fold change q value

Day 1
OGCHI 6.04088 0.0124222
ORM1 5.74098 0.0199122
MMP7 5.59571 0.00074413
TAC1 5.46247 0.0199122
IL13RA2 5.40911 0.00074413
CA4 5.40011 0.00074413
OLFM4 5.36158 0.00074413
AVD 5.28292 0.00074413
NOXO1 5.10679 0.00792793
TNXB —5.08516 0.0124222
CALCA 5.0309 0.00074413
TLR4 496328 0.00074413
NOX1 4.88366 0.00074413
CXCL1-like 4.6884 0.00074413
BPI-like 4.63326 0.00074413
MR1-11 4.58371 0.00074413
EX-FABP 452168 0.00074413
IL1R2 448184 0.00243919
ENPP3 4.47861 0.00074413
LOC428141 4.33948 0.00074413
TLR15 4.3237 0.00074413
SOCS3 43124 0.00074413
CSF3R 430121 0.00074413
DIO2 4.21007 0.00074413
CcCL4 4.19982 0.0130504

Day 3
MMP7 9.22771 0.000540175
AVD 6.35072 0.000540175
BPI-like 5.96431 0.000540175
IL13RA2 5.81634 0.0264145
CCL5 5.716 0.00216963
IL-8L1 5.66709 0.000540175
DUOXAT1 5.5092 0.00452629
OLFM4 5.33946 0.000540175
ENPP3 5.31691 0.000540175
NOX1 5.30958 0.000540175
EX-FABP 5.11639 0.000540175
GVIN1 5.08679 0.000540175
RARRES1 4.95679 0.000540175
LYG2 4.8369 0.000540175
ccLno 4.83626 0.00356638
TLR4 470113 0.000540175
CXCL1-like 4.68996 0.000540175
TLR15 4.67092 0.000540175
SEMA3G 4.63938 0.00100296
SOCS3 4.60883 0.000540175
FAM26F 4.54028 0.013978
CSF3R 452223 0.000540175
ENSGALG00000004041 4.45456 0.000540175
IL411 441317 0.000540175
MMP9 4.38006 0.000540175

Day 5
CCL5 7.14783 0.00272989
MMP9 6.95883 0.00272989
BPI-like 6.62699 0.00272989
IL-8L1 6.42486 0.00272989
TLR4 6.11835 0.0429958
EX-FABP 5.81914 0.00272989
SEMA3G 5.24163 0.024569
ccLno 5.21577 0.0174307
IL-1BETA 5.21417 0.00272989

(Continued on next page)
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TABLE 1 (Continued)

DEG and day p.i. Log, fold change q value
TLR15 492173 0.00272989
LYG2 4.90495 0.00272989
NOX1 4.89579 0.00272989
IL411 4.88468 0.0148475
ENPP3 4.6874 0.00272989
CXCL13L2 4.67038 0.00272989
ENSGALG00000004159 4.62434 0.0387631
IL-8L2 4.62414 0.00272989
IRG1 4.58645 0.00272989
ENSGALG00000001520 4.47759 0.0222941
INPPL1 4.42783 0.0134262
ENSGALG00000002902 436105 0.00272989
LY96 4.28532 0.00272989
SPP1 4.26922 0.00272989
SOCS3 4.19433 0.00272989
CALCA 4.16685 0.00272989

Day 7
AVD 8.65253 0.0451375
MMP7 7.59615 0.00314431
CD72 5.86627 0.0123263
ENSGALG00000023370 5.22307 0.0229971
CSF3R 5.1408 0.00314431
BPI-like 4.99055 0.00314431
MMP9 4.96884 0.00314431
TLR15 493934 0.0271603
CCLIno 4.89954 0.0142561
CCL5 457728 0.0189036
IL-8L1 4.57668 0.0159813
IL2RG 4.46378 0.00314431
ENSGALG00000005941 4.45204 0.00824764
IRF-4 4.439 0.00314431
ANG 4.35225 0.00314431
CYBB 4.30937 0.00314431
IL1R2 4.27765 0.00314431
NOX1 4.21683 0.00314431
K123 4.19358 0.00314431
ENPP3 4.15996 0.00314431
ENSGALG00000004041 4.11758 0.00314431
INPPL1 4.02408 0.0365979
MGAT5B 3.99352 0.00314431
RGS1 3.96458 0.00314431
CXORF9 3.8988 0.00314431

exaggerated influx of inflammatory cells into the respiratory lamina propria is depen-
dent upon robust TLR2 signaling that occurs as early as 1.5 h postexposure to M.
gallisepticum (10). Furthermore, in vitro exposure of tracheal epithelial cells to R,
resulted in a rapid response with increased expression of inflammatory genes encoding
CCL20, IL-8, IL-6, IL-12p40, NOS2, CXCL13, CXCL14, MIP-1B3, and IL-18 within 24 h of
exposure (10). Previous in vivo analysis, however, indicated that CCL20, IL-8, and
IL-12p40 had decreased expression upon infection with R,,,, while minimal changes
were seen with IL-18 over the course of 8 days (14). The findings of the current study
differed from those of earlier in vitro and in vivo studies; TLR2 was found to be
increased, but not to the extent seen with TLR4 or TLR15. CCL20 (MIP-3«) showed
decreased expression; however, this was found to be significant only on day 5, while
differential expression of IL-12p40 (IL-12B) was observed only on day 1. IL-1, IL-8L1,
and IL-8L2 showed significantly increased expression at each time point, which differed
from the findings of the previous in vivo study. Given the important proinflammatory
function of IL-18 and chemotactic properties of IL-8L1 and IL-8L2, significantly in-
creased expression was expected. Differences found among these studies are likely a
reflection of the difference in experimental methodology and, hence, the cell types
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TABLE 2 Top 30 DEGs common to all time points?

Log, fold change on day p.i.:

DEG 1 3] 5 7
BPI-like 4.63326 5.96431 6.62699 4.99055
CCL5 4.19982 5716 7.14783 4.57728
IL-8L1 3.24065 5.66709 6.42486 4.57668
DUOXA1 264219 5.5092 3.67084 3.25108
OLFM4 536158 5.33946 3.3068 3.02132
ENPP3 4.47861 531691 4.6874 4.15996
NOX1 4.88366 5.30958 4.89579 4.21683
RARRES1 3.83189 4.95679 3.30349 291255
LYG2 3.0302 4.8369 4.90495 2.41283
CCLI10 2.69156 4.83626 5.21577 4.89954
TLR4 4.96328 4.70113 6.11835 3.53102
TLR15 4.3237 4.67092 492173 4.93934
SOCS3 43124 4.60883 419433 3.76184
LOC428141 4.33948 4.45456 4.08157 4.11758
1L411 348615 441317 4.88468 2.5721
MMP9 391132 4.38006 6.95883 4.96884
IL1R2 448184 4.34042 4.09522 4.27765
IRG1 3.83225 4.33338 4.58645 3.81257
ENSGALG00000019325 1.44738 4.27359 2.82898 2.63588
CALCA 5.0309 4.24828 4.16685 3.16541
IL-1BETA 3.37598 4.14312 521417 2.70404
IL-8L2 3.26202 3.85625 462414 3.81967
MLKL 3.11988 3.7713 3.86533 217199
DPYSL3 0.982301 3.66839 3.90804 3.09111
SLC5A11 336215 3.61828 2.95951 2.1136
ENSGALG00000002902 2.30604 3.53979 4.36105 2.19814
LY96 2.82024 3.5325 4.28532 3.65581
SPP1 3.36144 3.50817 4.26922 3.19621
LGALS2 0.928863 3.30387 3.40564 3.20535
BPI 3.34441 3.20803 3.7472 2.7993

aSorted by day 3 postinfection log, fold changes as indicated by Cuffdiff.

captured in the analysis. It should be pointed out that the sampling methods used here
and postcollection analysis were quite different from those in the previous in vivo study
(14). Previously, whole tracheal tissues were assessed, whereas the current study
preferentially sampled cells from the tracheal lumen by pipetting TRIzol through the
lumen. Based on the gene expression profiles observed in the current study, it appears
that heterophils and lymphocytes were present in the samples collected; however, the
extent of tissue penetration is unknown, and certain cell populations may have been
excluded (e.g., cells trapped in the connective tissue of the lamina propria). However,
this TRIzol method is quite relevant to the study of differential gene expression in that
the recovered cells are in close contact with the pathogen.

While increased expression of TLRs may not be a direct reflection of ligand binding
and subsequent signaling, it is of interest that the host response increases the sensi-
tivity of the epithelial and immune cells involved through increased expression of
receptors. TLR15, specific to avian and reptilian lineages and largely expressed on the
surface of heterophils, macrophages, and fibroblasts, shares approximately 30% iden-
tity with TLR2 (16-18). It has been suggested that TLR15 is a broad-spectrum TLR that
recognizes heat-stable components of both Gram-negative and -positive bacteria, CpG
oligonucleotides, tripalmitoylated lipopeptide, and lipopolysaccharide (LPS) (17, 18).
More recently, it has been shown to be activated in the presence of diacylated
lipopeptide from Mycoplasma synoviae (19). In the current study, TLR15 had an average
log, fold change of 4.71 throughout the course of the 7-day infection and may reflect
the persistent presence of M. gallisepticum (data not shown). The stable differential
expression of TLR15 was greater than that observed for TLR1A and TLR2, unlike what
was seen in previous in vitro work with M. gallisepticum (10). Its importance with respect
to M. gallisepticum pathogenesis, however, remains uncertain. The increase in differ-
ential expression of TLR4, while partly due to increased numbers of immune cells, may
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also indicate increased cellular responses to extrinsic signals. Although M. gallisepticum
does not contain lipopolysaccharide (LPS), the hallmark TLR4 ligand, other studies have
shown TLR4 signaling due to the presence of damage-associated molecular pattern
molecules (DAMPs) such as heparin sulfate, fibrinogen, fibronectin, or heat shock
proteins 60 and 70 as a result of damaged extracellular matrix (ECM) or injured cells
(20-23). Associated with this may be the significantly increased differential expression
of matrix metalloprotease 7 (MMP7) and/or MMP9 genes found within the top 25 DEGs
at every time point. On day 3, the MMP7 gene had the greatest increase in differential
expression of all genes, with a log, fold change of 9.22. In mucosal epithelium, MMP7
has been shown to play an important role in the injury response, with increased
expression found in cells surrounding the site of injury (24). Research on equine chronic
obstructive pulmonary disease (COPD) suggested that MMP9 serves as a marker for
ongoing tissue remodeling (25). It has also been proposed that disproportionate
expression of MMPs, likely a result of increased cytokine production, coupled with
deficient expression levels of tissue inhibitors of metalloproteinases (TIMPs), results in
excess ECM degradation (20, 26, 27). Components of the ECM may then ligate TLR4 and
result in signaling through MyD88 (16, 20-22). In addition, increased expression of TLR4
may provide greater accessibility of endogenous Gram-negative bacteria to this recep-
tor. Ligation of TLR4 and TLR15 and subsequent increase of proinflammatory cytokines
may contribute to and perpetuate the exaggerated and dysregulated host immune
response.

Significant differential expression of many cytokine and chemokine receptors was
also observed over the course of infection. For example, on day 3, the peak of infection
as indicated by gross and histological analyses (data not shown) and the point at which
the highest number of DEGs was observed, the number of cytokine/chemokine recep-
tor genes found to be differentially expressed outnumbered the cytokine genes by a
4-to-1 ratio. This indicates that M. gallisepticum infection results in increased cell
sensitivity to inflammatory agonists by virtue of upregulating receptors for signaling
molecules not present on mycoplasmas.

Pathway analysis showed that the greatest change in proportion of pathway cate-
gories occurred in those with metabolic function, with the number of immune-related
pathways remaining constant. However, further analysis for GO revealed that the
majority of DEGs with a log, fold change of =2.00 were related to pathogen recogni-
tion and the subsequent host immune response. A recent study assessing the changes
in microRNA (miRNA) due to M. gallisepticum strain HS in the lung identified numerous
miRNAs with gene targets found in immune pathways. These included, but were not
limited to, genes found within the MAPK, TLR, and Jak-STAT pathways (28). While the
RNA-Seq data presented cannot explicitly show gene regulation changes in individual
cells, analysis of miRNAs and their targets further supports the differential expression
seen in the tracheal host response presented here.

Collectively, the differential gene expression data observed in this study further
revealed the complexity of the host response to M. gallisepticum, especially at early
time points. It is easy to envisage how the myriad differentially expressed inflammatory,
signaling, and immune response genes could result in a profoundly dysregulated host
response. Numerous genes were found to have significant differential expression over
the course of infection, and while there were significantly fewer DEGs observed on days
5 and 7 postinfection, many proinflammatory genes maintained their expression
throughout the time course. Both pathogen-associated molecular patterns (PAMPs)
and DAMPs likely contributed to the ligation of receptors that may not have been
activated based solely on the components of M. gallisepticum and subsequent down-
stream signaling. The presence of PAMPs and DAMPs, coupled with the increased
expression of PRRs and cytokine receptors, may underpin the robust host response that
results in the recruitment and activation of inflammatory/immunoregulatory cells,
thereby establishing an ecological niche favoring pathogen persistence. As previously
mentioned, various immune cells are recruited into the lamina propria during the
course of M. gallisepticum infection. While the changing cell populations may also
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contribute to differences in expression observed here, it does not mitigate the potential
importance of these changes in the local host response.

This study has provided global assessment of the chicken tracheal response to M.
gallisepticum over the course of early infection and further elucidated the complex
response contributing to the early development of CRD. A better understanding of
these molecular events is critical to identifying those which lead to a maladaptive rather
than beneficial host response and may be important in the development of future
therapeutics and vaccines.

MATERIALS AND METHODS

Animals. Four-week-old female specific-pathogen-free White Leghorn chickens (SPAFAS, North
Franklin, CT, USA) were received and divided randomly into groups, placed in HEPA-filtered avian
isolators, and allowed to acclimate for 1 week. Nonmedicated feed and water were provided ad libitum
throughout the experiment. All components of the study were performed in accordance with approved
UConn IACUC protocol number A13-001.

Chicken infection. Stocks of M. gallisepticum strain R, (passage 17) were grown in Hayflick's
complete medium overnight at 37°C until mid-log phase was reached, as indicated by a color shift from
red to orange. Bacterial concentrations were determined by the optical density at 620 nm (ODy,,), and
10-fold serial dilutions were conducted to confirm viable color-changing unit titers. Bacteria were
pelleted by centrifugation at 10,000 X g for 10 min and resuspended at 5 X 108 CFU/ml in Hayflick’s
complete medium. Chickens were challenged by pipetting 1 X 108 CFU/200 ul (infected animals) or 200
ul of Hayflick's medium alone (control animals) into the tracheal lumen as previously described (29).

RNA extraction. Five infected and five control chickens were humanely sacrificed each day for seven
consecutive days. Tracheas were excised, and total RNA was collected by pipetting 1 ml TRIzol reagent
four times through the lumen of each individual trachea (30) to minimize the changes in gene expression
that may occur during the time between specimen collection and RNA purification (Invitrogen, Carlsbad,
CA, USA). Total RNA was then purified using the Zymo Direct-zol RNA miniprep kit according to the
manufacturer’s instructions (Zymo Research Corporation, Irvine, CA, USA).

Illumina sequencing. cDNA libraries were created from RNA isolated from individual chickens on
days 1, 3, 5, and 7 postinfection using the lllumina TruSeq stranded mRNA library preparation kit (lllumina
Inc., San Diego, CA, USA) according to the Illumina TruSeq RNA sample preparation v2 (HT) protocol.
Briefly, poly(A) selection was performed using RNA purification beads on 0.1 to 4 ug of total RNA per
sample to obtain mRNA. Ten to 400 ng of purified mRNA was fragmented and used to synthesize
first-strand ¢cDNA using reverse transcriptase and random hexamer primers. Second-strand cDNA
synthesis was performed using deoxynucleoside triphosphates (dNTPs), including dUTP, DNA poly-
merase, and RNase. End repair was performed by adding dATP to all free 3' ends, and adaptor
ligation added unique index sequences to the fragments. The products were then amplified by PCR
and purified.

The cDNA libraries were quantified using a Qubit 2.0 fluorometer (Invitrogen) and assessed for
correct fragment size (~260 bp) using the Agilent TapeStation 2200 (Agilent Technologies). Libraries
were normalized to 2 nM, pooled, denatured, and sequenced on the NextSeq500 sequencing
platform (lllumina Inc.) using a 75-bp paired-end approach targeting approximately 10 million reads
per sample.

RNA-Seq analysis. Fastq data from individual birds were mapped using the TopHat package (version
2.0.1) utilizing the Bowtie2 engine (version 2.2.5) to align reads to the Gallus gallus reference genome
(WASHUC2), producing BAM alignment files (31). BAM files for each day were processed as experimental
condition groups with Cufflinks (version 2.2.1) to assess aligned reads against reference transcripts using
Cuffdiff to calculate treatment group-specific expression values and statistical significance of between-
group differential expression. Within-condition normalization of data using Cuffdiff was achieved by
calculating the fragments per kilobase of exon per million fragments mapped (FPKM) for each gene. The
generated P value was then used to determine the significance of the differential expression based on
the Benjamini-Hochberg correction with a false discovery rate (FDR) of <5% to generate the g value.
Between-condition differences in expression values were considered significant at a g value of <0.05,
thus addressing within-condition variation for all biological replicates on each day. Fold change was
determined from the log, transformation of the ratio of FPKM between conditions (31, 32). For this study,
all references to DEGs implies statistical significance.

Pathway analysis. Identification of biological pathways that significant DEGs were involved in was
performed using DAVID (Database for Annotation, Visualization, and Integrated Discovery), version 6.7
(33). Pathways containing =2 significant DEGs were categorized and displayed.

Functional gene ontology. DEGs with a log, fold change of =2.00, as identified by Cuffdiff, were
analyzed to identify enriched biological processes based on GO. This was performed using ClueGO v2.3.2,
a plugin of the software platform Cytoscape v3.5.0-RC1 (34). Processes that had a P value of =0.05 for
each time point were considered significant and are displayed.

Accession number(s). The data discussed in this publication have been deposited in NCBI's Gene
Expression Omnibus and are accessible through GEO Series accession number GSE101403.
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