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[bookmark: _Hlk62404446][bookmark: _Hlk62335259]Fig. S3 Efficiency evaluation of UMCS based subcloning for Top10 and BL21(DE3). Dedicated vectors were first linearized (a) by PCR, EcoRV digestion, or SalI digestion, then co-transformed into Top10 (b) and BL21(DE3) (c) chemically competent cells with the mCherry sequence flanked by 15-bp homologous linkers (n=4).
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mCherry CDS Flanked by 15-bp Linkers (741 bp, 13 ng for Top10, 52 ng for BL21(DE3))
v v

GGCAGCACT [NISCII I VYTV VY A CAAGCGAC
CCGTCGTGA iV NeoINe A RN TG TTCGCTG

GGCAGCACT ACAAGCGAC P L
CCGTCGTGA TGTTCGCTG

pUC19-UMCS-S-EGFP (3127 bp, 10 ng for Top10, 40 ng for BL21(DE3), Linearized by PCR)

mCherry CDS Flanked by 15-bp Linkers (741 bp, 13 ng for Top10, 52 ng for BL21(DE3))
v v

GGCAGCACT SIS I VYTV VY A CAAGCGAC
CCGTCGTGA hVNeoINe VA NI TG T TCGCTG

GGCAGCACT |GAT P—ATC|ACAAGCGAC P L
CCGTCGTGA|CTA—P TAGITGTTCGCTG

pUC19-UMCS-E-EGFP (3133 bp, 10 ng for Top10, 40 ng for BL21(DE3), Linearized by EcoRV Digestion)

mCherry CDS Flanked by 15-bp Linkers (741 bp, 13 ng for Top10, 52 ng for BL21(DE3))
v v

GGCAGCACT |[NEEX RPN VYTV VY A.C AAGCGAC
CCGTCGTGA v NeloINe A N eN TG T TCGCTG

GGCAGCACT|G PHTCGACIACAAGCGAC P L
CCGTCGTGA|CAGCT—P GTGTTCGCTG

pUC19-UMCS-S-EGFP (3133 bp, 10 ng for Top10, 40 ng for BL21(DE3), Linearized by Sal/l Digestion)
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