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Figure S1. ilv4A homologous recombination knockout vector construction and transformation
of the vector. A Amplification of HLarm (M: DL5000marker, line 1: blank, line 2: HLarm). B
Amplification of HRarm (M: DL5000marker, line 1: blank, line 2: HRarm). C Amplification of cat
(M: DL2000marker, line 1: cm). D Double digestion of the knockout vector by Kpn I and sal/ I (M:
DL5000marker, line 1-2: double digestion). E Double-exchange PCR validation of ilv4 DEDP F
and cm R (M: DL5000marker, line 1: BJ3-2, line 2: transformants). F Double-exchange PCR
validation of ilvA ¢m F and DEDP R (M: DL5000marker, line 1: BJ3-2, line 2: transformants).

a. b. C.

a is the original diagram of Figure SI1A. b is the original diagram of Figure S1B. ¢ is the original

diagram of Figure S1C. d is the original diagram of Figure S1D. e is the original diagrams of Figure
S1E and F.
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Figure S2. serA homologous recombination knockout vector construction and transformation
of the vector. A Amplification of ser4A (M: DL5000marker, line 1: ser4). B Double digestion of the
knockout vector by Sa/ I and Sph I (M: DL5000marker, line 1: double digestion). C Amplification
of erm (M: DL2000marker, line 1: erm). D Digestion of the knockout vector by Pst 1 (M:
DL5000marker, line 1: digestion). E Double-exchange PCR validation of ser4 DEDP F and DEDP
R (M: DL5000marker, line 1: BJ3-2, line 2 : transformants).
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a,b is the original diagram of Figure S1A and B. ¢ is the original diagram of Figure SIC. d is the
original diagram of Figure S1D. e is the original diagram of Figure S1E.




Figure S3. Sequencing of BJ3-2AilvA.



ser4 HLarm Erm
, L | L \
CATCAACGAAAGAAGCACAGCT CAAT GTCGCGGCACAAGT GT CAGAAGAAGT TATTAAGT CGTTAAACCGTGTGCTCTACGACCAAAACTATAA
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ser4A HRarm Erm

Pst1 A
GACCTTTTGCGALTGCAGIAGGTGTCACAAG ACACTCTTTTTTCGCACCAACG AAAACTGGTTTAAGCCGACTGCGCAAAAGACAT A
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Figure S4. Sequencing of BJ3-2AserA.
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Figure S5. PCR validation of BJ3-2AserAAilvA. A Double-exchange PCR validation by ser4
DEDP2 F and serA DEDP2 R (M: DL5000 Marker, lane 1: BJ3-2, lane 2: transformant). B Double-
exchange PCR validation of ilv4 DEDP F and cat R (M: DL5000 Marker, lane 1: BJ3-2Aser4, lane
2-3: transformants). C d Double-exchange PCR validation of cat F and ilv4 DEDP R (M: DL5000
Marker, lane 1: BJ3-2AserA4, lane 2-3: transformants). D Double-exchange PCR validation of i/lvA4
DEDP F and ilv4 DEDP R (M: DL5000 Marker, lane 1: BJ3-2AserA, lane 2-3: transformants).

b,c, d

a is the original diagram of Figure S5A. b, ¢, d is the original diagram of Figure S5B, Cand D.



ser4 HLarm Erm
A Pstl X '
gAACGAAAGAAGCACAGCTCAATGTCGCGGCACAAGTGTCAGAAGAAG TIcTGCAGAATTAAGTCGTTAAACCGTGTGCTCTACGACCAAAACTATAAAACCTT

Pst 1 ( )

CATAGCAGGCAGGTTAATAGCTGACATAACAGGTAGACCTTTTGCGAACTGCAGAGGTGTCACAAGACACTCTTTTTTCGCACCAACGAAAACTGGTTTAA

Cat

A A
[ | Kpnl | )
TTATAATGGCATATTAAATAGGGAT TTAAAACAAGAAAGGAATCTGTACIGGTACCATAGTGACTGGCGATGCTGTCGGAATGGACGACGGCAATAGTTACCC”

ilvA HRarm Cat

A | Sall A \
TATGATGCCAGCCTGGCT GTCTGTCATTTTGCGCGGTTGCGAAAAAAAETCGAC}[TAAGTTATT GGTATGACTGGTTTTAAGCGCAAAAAAAGTTGCTTTT
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Figure S6. Sequencing of BJ3-2AserAAilvA.



