Supplementary Tables
Table S1. Mutations in plasmid borne pfkA genes isolated from fast growing Z. mobilis transformants. Location of changed amino acids and possible defect in function was determined from the crystal structure of E. coli Pfk I (PDB accession number 1PFK (Shirakihara and Evans, 1988)).
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Figure S1. A. pRL814 expresses gfp from an IPTG inducible promoter, T7A1-O34 and contains spectinomycin resistance gene, aadA1 (Ghosh et al., 2019). B. In pRLpfkA, the gfp gene was replaced with E. coli pfkA and a FLAG sequence was added to C-terminus. C. Expression of Pfk I-FLAG in E. coli Mach I.  Western blot of whole cell lysate with or without IPTG induction (100 µM). Equivalent of 0.006 OD600 was loaded on 4-20% gradient SDS-PAGE. Protein was detected using an anti-FLAG antibody. Numbers to the left indicate molecular weights of protein standards in kDa.
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[bookmark: _GoBack]Figure S2. (A) In pRLpfkA_tpi_fbaA, gfp of pRL814 was replaced with pfkA, tpi and fbaA genes from E. coli. Each of the E. coli genes carried an identical FLAG-tag sequence at the C-terminus. (B) Expression of Pfk I, FbaA and Tpi genes in E. coli Mach I and (C) in Z. mobilis PK15407. Equivalent of 0.006 OD600 was loaded on 4-20% gradient SDS-PAGE. Protein was detected using an anti-FLAG antibody. Numbers to the left of blots show molecular weight of protein standards in kDa.
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Figure S3. Expression of Pfk I, Tpi and Fba proteins bearing non-redundant FLAG sequences at in Z. mobilis. pRLpfkA_tpi_fbaA’ bearing unique FLAG sequences at the C-terminus of each of the genes was introduced to ZM4 by electroporation. Spectinomycin-resistant transformants to ZM4 were used for inoculation of rich media w/o or with 100 µM IPTG and grown for 48 hrs, anaerobically, at 30OC. Equivalent of 0.006 OD600 of whole cell lysate was loaded on 4-20% gradient SDS-PAGE. Proteins were detected with anti-FLAG antibody. Numbers to the left of each blot show molecular weight of protein standards in kDa.
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Figure S4. Chromatograms from HPLC analysis of supernatants from pfkA_tpi_fbaA and pfkA tpi cultures, collected by refractive index (RI) and UV detectors. Cells were grown in rich medium in 15 mL tubes (large scale) anaerobically or on 96-well microtiter plates, (plate), aerobically, to stationary phase. Culture supernatants or DHA and glycerol standards were run on an Aminex HPX-87H column and eluted with 5 mM H2SO4. RI, green; UV271, purple
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