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Figure S1. Expression of the pilX, fliM and epsF genes in the wild-type and mutant strains Azoarcus 

sp. CIBdpilX, Azoarcus sp. CIBdfliM and Azoarcus sp. CIBdepsF. (A) Electrophoresis in agarose gel 

of the RT-PCR product of the pilX gene obtained from RNA extracted from the Azoarcus sp. CIB 

(WT) and Azoarcus sp. CIBdpilX (dpilX) grown in VM medium to an A600 of 0.6. RNA extraction 

and RT-PCR technique was performed following the protocol detailed in Materials and Methods, 

using the 5'RTpilX/3'RTpilX oligonucleotide pair for amplification of the pilX gene fragment (Table 

S2). (B) Electrophoresis in agarose gel of the RT-PCR product of fliM gene obtained from total 

RNA isolated from strains of Azoarcus sp. CIB (WT) and Azoarcus sp. CIB dfliM grown in VM me-

dium to an A600 of 0.6. RNA extraction and RT-PCR were performed following the protocol de-

tailed in Materials and Methods, using the 5'RTfliM/3'RTfliM oligonucleotide pair for the amplifi-

cation of fliM gene fragment (Table S2). (C) Gel electrophoresis of the RT-PCR product of the epsF 

gene obtained from total RNA extracted from the Azoarcus sp. CIB (WT) and Azoarcus sp. CIBdepsF 

(depsF) grown in VM medium until an A600 of 0.6, using for amplification of epsF gene the oligonu-

cleotides 5'RTepsF/3'RTepsF (Table S2). 
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Table S1. Azoarcus sp. CIB genes putatively involved in type IV pili, flagellum and exopolysaccha-

ride production. 

Function Putative Genes Involved 
Position in the 

Genome 

Type IV pili AzCIB_3113-3119 (pil) 3487 kb - 3494 kb 

Type IV pili AzCIB_3883-3887 (pil) 4334 kb – 4344 kb 

Type IV pili AzCIB_4164-4168 (pil) 4640 kb – 4645 kb 

Flagellum AzCIB_0942-0980 (fli/flg) 1060 kb – 1093 kb 

Flagellum AzCIB_3163-3166 (flh/mot) 3535 kb – 3538 kb 

Flagellum AzCIB_3565-3571 (flh/mot) 3984 kb – 3992 kb 

Exopolysaccharide AzCIB_0813-0833 (eps) 918 kb -942 kb 

Exopolysaccharide AzCIB_1833-1852 (eps) 2049 kb – 2071 kb 

Exopolysaccharide AzCIB_3666-3696 (eps) 4093 kb – 4134 kb 

 

 

Adapted from [1] 
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Table S2. Oligonucleotides used in this study. 

Primers Sequence (5 t́o 3 )́ Use 

5’pilX 
CGGGATCCCTGCTGGCCGTCTCCGCGATC 

(BamHI) 

451-bp pilX internal fragment cloned into double-digested 

pK18mob to 

generate pK18mobpilX used to construct CIBdpilX mutant 

3’pilX 
CCCAAGCTT-

GTCATTTCCCACAGCGAAGTGG (HindIII) 

451-bp pilX internal fragment cloned into double-digested 

pK18mob to 

generate pK18mobpilX used to construct CIBdpilX mutant 

5’ext-pilX AGGGTGCAGTCCTTTTCGT Confirmation of the Azoarcus sp.CIBdpilX mutant 

3’ext-pilX CTCAGGTAGTCCAAGGCGTC Confirmation of the Azoarcus sp. CIBdpilX mutant 

5’fliM 
CGGGATCCCCGACGAACCTGAAC-

CTCATC (BamHI) 

508-bp fliM internal fragment cloned into double-digested 

pK18mob to 

generate pK18mobfliM used to construct CIBdfliM mutant 

3’fliM 
CCCAAGCTTAC-

GTCGGCGCTGCCCAGATTG (HindIII) 

508-bp fliM internal fragment cloned into double-digested 

pK18mob to 

generate pK18mobfliM used to construct CIBdfliM mutant 

5’ext-fliM CAACTACATGCACCGGAATG Confirmation of the Azoarcus sp. CIBdfliM mutant 

3’ext-fliM ACCTTGATCGCGTAGTTCGT Confirmation of the Azoarcus sp. CIBdfliM mutant 

5’epsF 
CGGGATCCGTCGTCGACGCGAAATCGG 

(BamHI)  

650-bp epsF internal fragment cloned into double-digested 

pK18mob to 

generate pK18mobepsF used to construct CIBdepsF mutant 

3’epsF 
CCCAAGCTTGAGATCGGCCTTCAGGTTCG 

(HindIII) 

650-bp epsF internal fragment cloned into double-digested 

pK18mob to 

generate pK18mobepsF used to construct CIBdepsF mutant 

5’ext-epsF ATGAATCTGGGGCAATTCCTG Confirmation of the Azoarcus sp. CIBdepsF mutant 

3’ext-epsF GTGCCTGGCTCTCCAGGCT Confirmation of the Azoarcus sp. CIBdepsF mutant 

F24 CGCCAGGGTTTTCCCAGTCACGAC Check insertion mutant constructions in Azoarcus sp. CIB 

R24 AGCGGATAACAATTTCACACAGGA Check insertion mutant constructions in Azoarcus sp. CIB 

5’RTpilX CATACTGATCACGCTGCTGG 119-bp pilX fragment amplified in RT-PCR 

3’RTpilX GATCGAGGTGGTAATTCGCG 119-bp pilX fragment amplified in RT-PCR 

5’RTpilY1 GGCGGTCATAGAAGAACTCG 80-bp pilY1 fragment amplified in qRT-PCR 

3’RTpilY1 TGCCCGAGGTATAAAGCATC 80-bp pilY1 fragment amplified in qRT-PCR 

5’RTfliC GCGTGGATGCGTTTATTACC 97-bp fliC fragment amplified in qRT-PCR 

3’RTfliC TCGGTACCGTCAGCCTTG 97-bp fliC fragment amplified in qRT-PCR 

5’RTfliM TGTTCAACTACATGCACCGG 120-bp fliM fragment amplified in RT-PCR 

3’RTfliM GTTTGGCCAGGATGAGGTTC 120-bp fliM fragment amplified in RT-PCR 
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5’RTepsF CCAGTATGCGCATTGGTTC 97-bp epsF fragment amplified in qRT-PCR and RT-PCR 

3’RTepsF GCCGTGCTTCTGCTGATAGT 97-bp epsF fragment amplified in qRT-PCR and RT-PCR 

5’POLIIIHK CGAAACGTCGGATGCACGC 166-bp dnaE fragment amplified in qRT-PCR 

3’POLIIIHK GCGCAGGCCTAGGAAGTCGAAC 166-bp dnaE fragment amplified in qRT-PCR 
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