
[bookmark: _Ref4491704]Figure S1 Cloning procedure of tRNA based gRNA expression. A) Primer pair sets for amplifying the bipartite gRNA biobricks. B) Bipartite gRNA biobricks after PCR amplification. We note that one biobrick (P1+2) is constant for all experiments, as only the PCR fragment (Px+4) containing the protospacer needs to be specifically produced for each new experiment. C) Design of the primer tails for USER fusion of bipartite gRNA biobricks. D) Cpf1-CRISPR vector fragment (pAC1430) after linearization with PacI and Nt.BbvCI. E) Insertion of gRNA biobrick into Cpf1-CRISPR vector (pAC1430) by USER cloning in E. coli. 
1

image1.emf
Lb_cpf1

+

gRNA (P3)

U3p

AMA1

amp

R

U3t

Lb_cpf1

ori

tRNA tRNA

Marker

Lb_cpf1

+

gRN A (P5)

U3p

AMA1

amp

R

U3t

Lb_cpf1

ori

tRNA tRNA

Marker

Lb_cpf1

+

gRNA (Px)

U3p

AMA1

amp

R

U3t

Lb_cpf1

ori

tRNA tRNA

Marker

USER cloning

template vector

U3p U3t

tRNA tRNA

P1

P2 P4

Px

P5

P3

U3p

tRNA

U3t

tRNA

U3t

tRNA

U3t

tRNA

P1+2

P3+4

P5+4

Px+4

PCR

A

B

E

C

5’-AGTGTAGAUNNNNNNNNNNNNNNNNNNNNNN -3’

P2- standard primer

tRNA

tRNA 23nt protospacer

Px - experiment specific primer

gRN A

PacI/Nt.bbvCI

linearized vector

Lb_cpf1

D

AMA1

amp

R

Lb_cpf1 Marker

ori

pyrG pAC1430

argB pAC1748

hygB pAC1749

ble pAC1750

Marker Plasmid


