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Plasmid Description and Tr:}nscrlpt Output gene Inse.rtlims./ Tags R(aIfe;'ence
Name Purpose ional product(s) (including hor=
P regulators linkers) mation
. Ana gopC used as wild- . .

WT C-His Ana . ’ . SLE-His6 at Addgene
GvpC in typedcoaritrql for TEV pT7,LacO | WT C-His Ana GvpC C-terminus ID# 85732
PET28a and calpain sensor

. Ana gopC used as wild- . )

WT N-His Ana . G-His6-SG at N- Addgene
GvpCin type control for CIpXP | pT7,LacO | WT N-His-Ana-GvpC terminus ID# 153294
pET28a sensor

SLE-His6 at C-
terminus,
Ana gopC with TEV T7. LacO C-His Ana GvpC with GSGSGSG- Addgene
C-His-GvpC- cleavage site pl/, hac TEV cleavage site ENLYFQG- ID# 153296
TEV SGSGSG in GvpC
repeat 2
SLE-His6 at C-
terminus,
Ana gopC with calpain T7. LacO C-His Ana GvpC with GSGSG- Addgene
C-His-GvpC- cleavage site pL/,Lac calpain cleavage site QOQEVYGMMPR | ID# 153295
Calpain D-GSGSG in GvpC
repeat 2
G-His6-SG at N-
Ana gop(C with sstA pT7, LacO N-His Ana GvpC with terrsncl}lius, Addgene
N—Hls-([ivpC- degradation tag ssrA degradation tag AANDENYALAA ID# 153297
st at C-terminus
pBEST_OR2_ | _ . .
ORI-Pr- ‘l{f pl‘”ﬁrgld f%rx‘“ﬁm OR2-OR1- Clop Addgene
UTRI1_CIpP- e fe - Pr P ID# 153302
T500 system
. . Flag tag at N-
. ¢lpX plasmid for use in Flag- O
pACYC-FLAG- . . =2 terminus Addgene
AN6-His the cell-free TX-TL pT7, LacO CledeltaNLlpkedHe His6 at C-terminus ID# 99143
system xamer-His6 .
L20 linkers
Original acoustic ,
pET28a_T5- reporter gene pT5, LacO (?n %GK/[[) A’aV\GT ?5% Addgene
ARG construct (ARGy7) VP, AViega p ID # 106476
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SG-

PET28aT5. | ACOBUCSONENC | ps paeq | ANLOWDE CRPE | A ANDENYALAA RO
ASG_CIpXP or ClpXP (ASGapxr) €88 VPR~ at C-terminus
Fl;t-ﬂanked kc),?tt cassette CAT Addgene
pKD3 or recombineering ID # 45604
Plasmid that carries pBAD, Coli Geneti
the Lambda Red araBAD Gam, Beta, Exo o1 enetc
. . Stock Center
pKD46 recombineering system operon
FLP recombinase to
remove the integration
L pE FLP Addgene
pE-FLP mod.ule in ID # 45978
reombineering
araBAD- Expression of ¢/pX and pBAD, Addeen
BCD20-ClpP- clpP under araBAD araBAD ClpX, ClpP _— 1%63501
BCD17-ClpX promoter operon
e Wild-type Ana gopC , Addgene
pleR-BOD2- under Tet promoter plet, TetO WI Ana GvpC ID # 153298
Ana GvpC

Supplementary Table 1: List and features of genetic constructs used in this study.
pKD3! was a gift from Barry L. Wanner (Addgene plasmid # 45604 ; http://n2t.net/addgene:45604 ;
RRID:Addgene_45604). pPKD46! was obtained from the Coli Genetic Stock Center
(CGGSC, https://cgsc.biology.yale.edu/Site.php?ID=64672).
pE-FLP? was a gift from Drew Endy & Keith Shearwin
(Addgene plasmid # 45978;http://n2t.net/addgene:45978 ; RRID:Addgene_45978).
The pBEST_OR2-ORI1-Pr-UTR1_ClpP-T500 was a gift from Zachary Sun and Richard Murray3.
PACYC-FLAG-dN6-His* was a gift from Robert Sauer (Addgene plasmid # 22143 ;
http://n2t.net/addgene:22143 ; RRID:Addgene_22143)
The pTARA backbone was modified to make the araBAD-BCD20-ClpP-BCD17-ClpX and pTEtR-
BCD2-Ana GvpC constructs. pTARAS was a gift from Kathleen Matthews (Addgene plasmid # 31491;
http://n2t.net/addgene:31491 ; RRID:Addgene_31491).
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