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Figure S1. Sequencing reads of each library of C. psittaci 02DC15, C. abortus 26/3 and
W. chondrophila 2032/99 were quality filtered, assembled and aligned to host and pathogen
genomes (left panel). Reads that mapped to mitochondrial and human genome resemble host

derived contaminations. However, most of the reads could be aligned to the chlamydial

genomes and these were analyzed for distribution to various RNA classes (right panel).



Raw data processing and alignment results

A summary of the trimming, assembling and alignment results is shown in Figure S1 (left panel). Trimming
of low quality and technical sequences resulted in 6% - 21% read depletion. The W. chondrophila libraries
had a slightly lower quality than C. psittaci and C. abortus libraries. Because of overall short length of cDNA
libraries the majority of reads were overlapping and assembled. In each sample a portion of reads mapped
to the mitochondrial and human genome resembling minor host contaminations in EB and RB fractions.
Non-coding RNAs, that make up to 95% of the total RNA content in a bacterial cell, were drastically
reduced by rRNA depletion (Figure S1, right panel). Antisense and intergenic transcripts were detected in a
range from 3.3% to 40.7% depending on the ratio of initially depleted rRNAs. Transcription in intergenic
regions and antisense to known features in chlamydia was already demonstrated for major human

pathogens C. trachomatis [1] and C. pneumoniae [2].

1. Albrecht M, Sharma CM, Reinhardt R, Vogel J, Rudel T. Deep sequencing-based discovery of the

Chlamydia trachomatis transcriptome. Nucleic Acids Res. 2009;38(3): 868-77.

2. Albrecht M, Sharma CM, Dittrich MT, Miiller T, Reinhardt R, Vogel J, et al. The transcriptional landscape

of Chlamydia pneumoniae. Genome Biol. 2011;12(10): R98.



C. psittaci EB > C. abortus EB

Virulence Factors:
known

,_’__I_\ ’*’:I?I_‘ potential <« flog

CPSOB_RS01335; CAB_RS01330; AAD I 14
12

CPS0B_RS00795; CAB_RS00795; recO; DNA
CPS0B_RS03335; CAB_RS03260; HP

CPS0B_RS04960; CAB_RS04895; HP

CPS0B_RS02820; CAB_RS02810; PZ gene <
CPS0B_RS02020; CAB_RS02010; pINC -
CPS0B_RS02660; CAB_RS02650; T3E -
CPS0B_RS00355; CAB_RS00355; n.d. 10
CPS0B_RS00730; CAB_RS00735; pINC
CPS0B_RS02605; CAB_RS02595; HP

CPS0B_RS00690; CAB_RS00695; HP

CPSOB_RS01835; CAB_RS01825; HP 8
CPSOB_RS01425; CAB_RS01430; PMP

CPS0B_RS04435; CAB_RS04375; HP

CPS0B_RS02550; CAB_RS02540; pINC < 6
CPS0B_RS04745; CAB_RS04685; HP

CPS0B_RS02980; CAB_RS02925; HP

CPS0B_RS04805; CAB_RS04740; CopB_1; T3E
CPS0B_RS00340; CAB_RS00340; sinC; T3E -
CPS0B_RS04485; CAB_RS04425; HP

CPS0B_RS02595; CAB_RS02585; pINC -

CPS0B_RS00090; CAB_RS00090; DUF582 protein -
CPS0B_RS03090; CAB_RS03035; T3E -
CPS0B_RS00080; CAB_RS00080; T3E -
CPS0B_RS01085; CAB_RS01090; HP
CPS0B_RS04800; CAB_RS04735; HP
CPS0B_RS04810; CAB_RS04745; copD_1; T3E -
CPS0B_RS00820; CAB_RS00820; pINC; T3E -
F = CPSOB_RS01260; CAB_RS01260; T3E -
CPS0B_RS01080; CAB_RS01085; HP
CPS0B_RS02160; CAB_RS02150; pINC; T3E
CPS0B_RS03590; CAB_RS03520; T3E
CPS0B_RS00350; CAB_RS00350; HP
CPS0B_RS01815; CAB_RS01805; n.d.
CPS0B_RS02905; CAB_RS02855; pINC
CPS0B_RS03115; CAB_RS03060; pINC
CPS0B_RS03085; CAB_RS03030; n.d.
CPS0B_RS03805; CAB_RS03745; HP
CPS0B_RS01325; CAB_RS01320; CVPG
CPS0B_RS02475; CAB_RS02465; n.d.
CPS0B_RS04155; CAB_RS04085; HP
CPS0B_RS00135; CAB_RS00135; HP
CPS0B_RS00940; CAB_RS00940; T3E
CPS0B_RS02730; CAB_RS02720; pINC; T3E -
CPS0B_RS02185; CAB_RS02175; pINC -
CPS0B_RS03685; CAB_RS03620; n.d.
CPS0B_RS04160; CAB_RS04090; HP
CPS0B_RS01265; CAB_RS01265; HP
CPS0B_RS00345; CAB_RS00345; n.d.
CPS0B_RS01505; CAB_RS01490; pINC
CPS0B_RS03665; CAB_RS03600; ArcD; AAD
CPS0B_RS03120; CAB_RS03065; T3E
CPS0B_RS03655; CAB_RS03590; orpB -
CPS0B_RS03660; CAB_RS03595; AAD
CPS0B_RS03700; CAB_RS03635; HP
CPS0B_RS05070; CAB_RS05000; HP
CPS0B_RS04035; CAB_RS03965; HP
CPS0B_RS02530; CAB_RS02520; pINC; T3E -
CPS0B_RS03255; CAB_RS03180; n.d.

0B

lg3 qed
c¢d3 ged
ed3 qed

193 1sdD
g3 1sdD

€93 1sdD
2g3 1sdp

Figure S2. Heatmap showing the expression of 59 transcripts that are more abundant in EBs of C. psittaci
than in C. abortus. Hierarchical clustering was performed using hclust with regularized log transformed
(rlog) gene expression values of and the complete linkage method. The genes are specified by NCBI locus
tags, gene names and the functional categories in which they are involved. Assigned functional categories
are abbreviated as follows: Amino Acids and Derivatives (AAD); Cofactors, Vitamins and Prosthetic Groups
(CVPG); DNA Metabolism (DNA); Gene within the Plasticity Zone (PZ); Hypothetical Protein (HP); not
determined (n.d.); predicted Inclusion Membrane Protein (pINC); predicted T3SS Effector (T3E) and
Polymorphic Membrane Protein (PMP).
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Figure S3. Heatmap showing the expression of 61 transcripts that are more abundant in EBs of C. abortus
than in C. psittaci. Hierarchical clustering was performed using hclust with regularized log transformed
(rlog) gene expression values of and the complete linkage method. The genes are specified by NCBI locus
tags, gene names and the functional categories in which they are involved. Assigned functional categories
are abbreviated as follows: Amino Acids and Derivatives (AAD); Carbohydrates (CARB); Cofactors,
Vitamins and Prosthetic Groups (CVPG); Fatty Acids, Lipids and Isoprenoids (FALI); Hypothetical Protein
(HP); Miscellaneous (MISC); Membrane Transport (MT); not determined (n.d.); Nucleosides and
Nucleotides (NN); predicted Inclusion Membrane Protein (pINC); predicted T3SS Effector (T3E) and RNA
Metabolism (RNA).



C. psittaci RB > C. abortus RB

Virulence Factors:

known
potential - rlog
[ ——
CPS0B_RS00960; CAB_RS00960; omcA 16
CPS0B_RS00890; CAB_RS00890; tarP; T3E
CPS0B_RS02090; CAB_RS02075; hctB; DNA; MISC - 14

CPS0B_RS01385; CAB_RS01380; T3E
CPS0B_RS00340; CAB_RS00340; sinC; T3E -
CPS0B_RS01285; CAB_RS01285; T3E 12
CPS0B_RS04595; CAB_RS04535; DUF582 protein -
CPS0B_RS02250; CAB_RS02240; HP

CPS0B_RS03800; CAB_RS03740; known T3SS effectors 10
CPS0B_RS01380; CAB_RS01375; HP

CPS0B_RS02825; CAB_RS02815; pINC; PZ gene; T3E
CPS0B_RS01150; CAB_RS01155; pINC; T3E

’l

8
CPS0B_RS02530; CAB_RS02520; pINC; T3E
CPS0B_RS01505; CAB_RS01490; pINC - 6
CPS0B_RS03795; CAB_RS03735; HP
CPSOB_RS02160; CAB_RS02150; pINC; T3E -
CPS0B_RS00820; CAB_RS00820; pINC; T3E- 4
CPSO0B_RS02595; CAB_RS02585; pINC .
CPS0B_RS03090; CAB_RS03035; T3E
CPS0B_RS00700; CAB_RS00705; glgC; CARB
CPS0B_RS03790; CAB_RS03730; T3E
CPSOB_RS01340; CAB_RS01335; T3E
CPS0B_RS00345; CAB_RS00345; n.d.
CPS0B_RS00805; CAB_RS00805; PROT
CPS0B_RS01080; CAB_RS01085; HP
CPS0B_RS01260; CAB_RS01260; T3E
CPS0B_RS01085; CAB_RS01090; HP
CPSO0B_RS00080; CAB_RS00080; T3E
CPS0B_RS02285; CAB_RS02275; T3E
CPS0B_RS03850; CAB_RS03790; HP
CPS0B_RS04485; CAB_RS04425; HP
CPSOB_RS04800; CAB_RS04735; HP
CPS0B_RS00090; CAB_RS00090; DUF582 protein -
CPS0B_RS01785; CAB_RS01775; pINC-
CPS0B_RS04805; CAB_RS04740; copB_1; T3E -
CPS0B_RS04810; CAB_RS04745; copD_1; T3E -
CPSO0B_RS02280; CAB_RS02270; n.d.
CPS0B_RS02980; CAB_RS02925; HP
CPS0B_RS04135; CAB_RS04065; HP
CPSO0B_RS03540; CAB_RS03470; T3E
CPS0B_RS03685; CAB_RS03620; n.d.
CPS0B_RS04435; CAB_RS04375; HP
CPS0B_RS04160; CAB_RS04090; HP
CPS0B_RS02115; CAB_RS02100; HP
CPS0B_RS02660; CAB_RS02650; T3E
CPS0B_RS02665; CAB_RS02655; T3E
CPS0B_RS04155; CAB_RS04085; HP
CPS0B_RS02905; CAB_RS02855; pINC
CPS0B_RS03120; CAB_RS03065; T3E -
CPS0B_RS00775; CAB_RS00775; HP
CPS0B_RS03590; CAB_RS03520; T3E
CPS0B_RS01975; CAB_RS01965; HP
CPS0B_RS05000; CAB_RS04935; HP

CPS0B_RS02095; CAB_RS02080; n.d.

CPS0B_RS02110; CAB_RS02095; T3E
CPS0B_RS01695; CAB_RS01685; n.d.
CPS0B_RS01965; CAB_RS01955; n.d.
CPSOB_RS04410; CAB_RS04345; n.d.
CPS0B_RS01720; CAB_RS01710; T3E
CPS0B_RS03255; CAB_RS03180; n.d.
CPS0B_RS01325; CAB_RS01320; CVPG
CPS0B_RS00350; CAB_RS00350; HP
CPS0B_RS02780; CAB_RS02770; n.d.
CPS0B_RS04035; CAB_RS03965; HP
CPS0B_RS03700; CAB_RS03635; HP
CPSOB_RS02185; CAB_RS02175; pINC ¥
CPS0B_RS02290; CAB_RS02280; HP
CPS0B_RS00985; CAB_RS00985; HP
CPS0B_RS04040; CAB_RS03970; T3E
CPS0B_RS02720; CAB_RS02710; pINC <
CPS0B_RS03205; CAB_RS03130; HP
CPS0B_RS01020; CAB_RS01020; HP
CPS0B_RS03615; CAB_RS03545; bioA; CVPG
CPS0B_RS04740; CAB_RS04680; HP
CPS0B_RS02820; CAB_RS02810; PZ gene -4
CPS0B_RS03985; CAB_RS03925; pINC <
CPS0B_RS04030; CAB_RS03960; HP
CPS0B_RS00730; CAB_RS00735; T3E
CPS0B_RS02915; CAB_RS02860; RNA
CPS0B_RS00840; CAB_RS00840; HP
CPS0B_RS01795; CAB_RS01785; pINC
CPS0B_RS02020; CAB_RS02010; pINC
CPSOB_RS02155; CAB_RS02145; pINC -
CPS0B_RS04750; CAB_RS04690; HP
CPS0B_RS02550; CAB_RS02540; pINC
CPS0B_RS04745; CAB_RS04685; HP
CPS0B_RS01790; CAB_RS01780; pINC
CPS0B_RS03115; CAB_RS03060; pINC <
CPS0B_RS03585; CAB_RS03515; RNA
CPS0B_RS00955; CAB_RS00955; HP
CPS0B_RS02605; CAB_RS02595; HP
CPS0B_RS00355; CAB_RS00355; n.d.
CPS0B_RS03575; CAB_RS03505; dapB; AAD
CPS0B_RS00795; CAB_RS00795; recO; DNA
CPS0B_RS01335; CAB_RS01330; AAD
CPSOB_RS02670; CAB_RS02660; T3E
CPS0B_RS01425; CAB_RS01430; PMP <
CPS0B_RS01835; CAB_RS01825; HP
CPS0B_RS02835; CAB_RS02825; PZ gene; T3E <
CPS0B_RS01160; CAB_RS01165; hemD
CPS0B_RS02925; CAB_RS02870; HP

___ﬁ'ﬁ';;_—.;mﬁzﬁ
Ihl

m‘

|

———e L =T ———

e e B

r'—fmﬁl.—.—._-—\

lgd geo
2¢gd qed

€94 qed
Lgy 1sdo

egy 1sdo

¥ay 1sdp
zay 1sdp

Figure S4. Heatmap showing the expression of 101 transcripts that are more abundant in RBs of
C. psittaci than in C. abortus. Hierarchical clustering was performed using hclust with regularized log
transformed (rlog) gene expression values of and the complete linkage method. Assigned functional
categories are abbreviated as follows: Amino Acids and Derivatives (AAD); Carbohydrates (CARB);
Cofactors, Vitamins and Prosthetic Groups (CVPG); DNA Metabolism (DNA); Gene within the Plasticity
Zone (PZ); Hypothetical Protein (HP); not determined (n.d.); Miscellaneous (MISC); predicted Inclusion
Membrane Protein (pINC); predicted T3SS Effector (T3E) and Polymorphic Membrane Protein (PMP);
Protein Metabolism (PROT) and RNA Metabolism (RNA).
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Figure S5. Heatmap showing the expression of 69 transcripts that are more abundant in RBs of C. abortus
than in C. psittaci. Hierarchical clustering was performed using hclust with regularized log transformed
(rlog) gene expression values of and the complete linkage method. The genes are specified by NCBI locus
tags, gene names and the functional categories in which they are involved. Assigned functional categories
are abbreviated as follows: Amino Acids and Derivatives (AAD); Carbohydrates (CARB); Cofactors,
Vitamins and Prosthetic Groups (CVPG); Hypothetical Protein (HP); not determined (n.d.); Nucleosides
and Nucleotides (NN); predicted Inclusion Membrane Protein (pINC); predicted T3SS Effector (T3E);
Protein Metabolism (PROT); RNA Metabolism (RNA); Stress Response (SR) and T3SS Apparatus (T3A).
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Figure S6. Confirmation of the RNA-seq results with RT-gPCR for four virulence factors shared among
C. psittaci, C. abortus and W. chondrophila. Correlation between the log2 ratio of expression determined by
RT-gPCR and RNA-seq in the inter-species comparison of EBs (upper panel) and RBs (mid-panel) as well
as in the intra-species comparison (lower panel) are shown. Standard deviation of log2-fold changes are

indicated. The Pearson correlation coefficients demonstrate a high degree of correlation between the RT-

gPCR and RNA-seq results.
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