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Supplemental Fig. S1 Mouse TNF-a standard curve (A); Mouse IL-6 standard curve (B);
Mouse MCP-1 standard curve (C).
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Supplemental Fig. S2 Growth curve of constitutive engineered bacteria EcN-TNF-a Nb
(A) and EcN-IL10 (B).
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Supplemental Fig. S3 Standard curve of anti-TNF-a nanobody (A) and IL-10 (B).
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Supplemental Fig. S4 Schematic diagram of the thiosulfate two-component system
(Daeffler et al. 2017)
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Supplemental Fig. S5 Growth curve of inducible engineered bacteria thio-EcN-TNF-a Nb
(A) and thio-EcN-IL10 (B).



Suppl. Tables

Supplemental Table S1 Strains and plasmids used in this work.

Strain/Plasmid References/Sources
Escherichia coli DH5a TransGen Biotech, Beijing, China
Escherichia coli BL21(DE3) TransGen Biotech, Beijing, China
pET28a-TNFa Nb-BL21 This study
pET28a-1L10-BL21 This study
Escherichia coli Nissle 1917 (EcN) DSMZ Cat# DSM6601
EcN-hlyBD (Zou et al. 2023)
EcN-mcherry This study
pWT-TNFaNb This study
EcN-TNFa Nb This study
pWT-IL10 This study
EcN-IL10 This study
thio-EcN-TNFa Nb This study

thio-EcN-I1L10 This study




Supplemental Table S2 Overview of all sequences of genetic parts used in this work.

Gene/encoded protein

Nucleotide sequences

Amino acid sequences

Anti-TNF-a antibody

IL-10

CAGGTGCAGCTGCAAGATAGCGGTGGTGGTCTGGTTCAGG
CAGGTGGTAGTCTGCGCCTGAGTTGCGCAGCCAGTGGCGG
TACATTTAGTAGCATTATTATGGCCTGGTTCCGTCAGGCACC
GGGCAAAGAACGTGAATTTGTGGGCGCAGTGAGCTGGAGT
GGTGGCACCACCGTTTATGCAGATAGTGTTCTGGGTCGTTT
TGAAATTAGCCGCGATAGTGCCCGTAAAAGTGTGTATCTGC
AAATGAATAGCCTGAAACCGGAAGATACCGCCGTTTATTATT
GCGCAGCCCGCCCGTATCAGAAATATAATTGGGCCAGCGC

AAGCTATAATGTGTGGGGCCAGGGCACCCAGGTGACCGTT

AGTAGT

AGCCGTGGCCAGTATAGTCGTGAAGATAATAATTGCACCCA
CTTTCCGGTGGGTCAGAGCCACATGCTGCTGGAACTGCGC
ACCGCATTTAGCCAGGTGAAAACCTTTTTTCAGACCAAAGAT
CAGCTGGATAACATTCTGCTGACCGATAGTCTGATGCAGGA
TTTTAAAGGTTACCTGGGCTGCCAGGCACTGAGTGAAATGA
TTCAGTTTTATCTGGTGGAGGTGATGCCGCAGGCAGAAAAA
CATGGCCCGGAAATTAAAGAACATCTGAATAGTCTGGGCGA
AAAACTGAAAACCCTGCGCATGCGCCTGCGTCGCTGTCATC
GTTTTCTGCCGTGTGAAAATAAAAGCAAAGCCGTTGAACAG
GTTAAGAGCGATTTTAATAAGCTGCAGGATCAGGGTGTTTAT

QVQLOQDSGGGLVQAGGSLRLSCAASGGTFSSII
MAWFRQAPGKEREFVGAVSWSGGTTVYADSVL
GRFEISRDSARKSVYLQMNSLKPEDTAVYYCAAR
PYQKYNWASASYNVWGQGTQVTVSS

MSRGQYSREDNNCTHFPVGQSHMLLELRTAFS
QVKTFFQTKDQLDNILLTDSLMQDFKGYLGCQAL
SEMIQFYLVEVMPQAEKHGPEIKEHLNSLGEKLK
TLRMRLRRCHRFLPCENKSKAVEQVKSDFNKLQ

DQGVYKAMNEFDIFINCIEAYMMIKMKS




mcherry

hlyA secretory peptide

AAAGCCATGAATGAATTTGACATCTTCATCAACTGCATCGAA
GCCTATATGATGATTAAGATGAAGTCC

ATGGTGAGCAAGGGCGAGGAGGATAACATGGCCATCATCA
AGGAGTTCATGCGCTTCAAGGTGCACATGGAGGGCTCCGT
GAACGGCCACGAGTTCGAGATCGAGGGCGAGGGCGAGGG
CCGCCCCTACGAGGGCACCCAGACCGCCAAGCTGAAGGTG
ACCAAGGGTGGCCCCCTGCCCTTCGCCTGGGACATCCTGT
CCCCTCAGTTCATGTACGGCTCCAAGGCCTACGTGAAGCAC
CCCGCCGACATCCCCGACTACTTGAAGCTGTCCTTCCCCGA
GGGCTTCAAGTGGGAGCGCGTGATGAACTTCGAGGACGGC
GGCGTGGTGACCGTGACCCAGGACTCCTCCCTGCAGGACG
GCGAGTTCATCTACAAGGTGAAGCTGCGCGGCACCAACTTC
CCCTCCGACGGCCCCGTAATGCAGAAGAAGACCATGGGCT
GGGAGGCCTCCTCCGAGCGGATGTACCCCGAGGACGGCG
CCCTGAAGGGCGAGATCAAGCAGAGGCTGAAGCTGAAGGA
CGGCGGCCACTACGACGCTGAGGTCAAGACCACCTACAAG
GCCAAGAAGCCCGTGCAGCTGCCCGGCGCCTACAACGTCA
ACATCAAGTTGGACATCACCTCCCACAACGAGGACTACACC
ATCGTGGAACAGTACGAACGCGCCGAGGGCCGCCACTCCA
CCGGCGGCATGGACGAGCTGTACAAG

TTAGCCTATGGAAGTCAGGATAATCTTAATCCATTAATTAAT

GAAATCAGCAAAATCATTTCAGCTGCAGGTAATTTTGATGTT

AAAGAGGAAAGAGCTGCAGCTTCTTTATTGCAGTTGTCCGG

TAATGCCAGTGATTTTTCATATGGACGGAACTCAATAACTTT
GACAGCATCAGCA

MVSKGEEDNMAIIKEFMRFKVHMEGSVNGHEFEI
EGEGEGRPYEGTQTAKLKVTKGGPLPFAWDILS

PQFMYGSKAYVKHPADIPDYLKLSFPEGFKWER

VMNFEDGGVVTVTQDSSLQDGEFIYKVKLRGTN

FPSDGPVMQKKTMGWEASSERMYPEDGALKGE
IKQRLKLKDGGHYDAEVKTTYKAKKPVQLPGAYN
VNIKLDITSHNEDYTIVEQYERAEGRHSTGGMDE

LYK

LAYGSQDNLNPLINEISKIISAAGNFDVKEERAAAS
LLQLSGNASDFSYGRNSITLTASA
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