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Table S1. List of primers used in the study and their purpose. 

Nº Primer Sequence (5’ – 3’) Purpose 

1 Histag_FW 
CGTCTGTTCTGAAGAAGCACCACCACCACCACCACTAACCATGGGCGAC

GTGGAAAAGG Histag insertion 

2 Histag_RV CTTCTTCAGAACAGACGCAGAAGTACGGCCATCGTCATGGC 

3 ΔCycI_FW CTTCATCATGAAAGGCTCGCAGGGCCACACGGTGG 
CycI removal 

4 ΔCycI_RV CCACCGTGTGGCCCTGCGAGCCTTTCATGATGAAG 

5 H1_FW CGGATCAAAAATTAGCAGGCTTCCATCTTTTCTCAGGTGGTTGTGAGAG Insertion of recognition 

sequence in Heme 1 
6 H1_RV CTCTCACAACCACCTGAGAAAAGATGGAAGCCTGCTAATTTTTGATCCG 

7 H2_FW GTACCCCTTCTGCTGGCGGTGCCTTATTTTTTGCACAATGCCAA Insertion of recognition 

sequence in Heme 2 
8 H2_RV TTGGCATTGTGCAAAAAATAAGGCACCGCCAGCAGAAGGGGTAC 

9 H4_FW GCCATGCGGTACATGCTGGGAATGTACTCTTTAAACCTACTTGTG Insertion of recognition 

sequence in Heme 4 
10 H4_RV CACAAGTAGGTTTAAAGAGTACATTCCCAGCATGTACCGCATGGC 

 

 

  



 

 

 

Figure S1. Bluesafe SDS-PAGE gel of STC mutants produced by System III 

 

 

 

Figure S2. Heme-stained SDS-PAGE gel of STC mutants produced by System III 
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Figure S3. Mass spectrometry of the STC mutants produced by System III in E. coli. Data 

obtained by the Mass Spectrometry Unit (UniMS), ITQB/iBET, Oeiras, Portugal. 
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Figure S4. A. WWD domain in the cytochrome maturation Systems I (CcmC and CcmF), II 

(CcsBA) and III (CcHL), proposed to be homologous and important to recognise the heme 

binding region and insert the heme in the apo-protein (Babbitt et al. 2015; Mendez et al. 

2022). B. Cartoon representation of the active site of CcHL (predicted by alpha-fold: AF-

P06182-F1) and CcsBA (PDB: 7S9Y) composed by the WWD domain. 
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