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Figure 1: Schematic representation of Biobrick vectors constructed.



Figure 2. Cloning of the pAN–LeuD cassette into vectors of the pUP500 series.

(A) Amplification of the pAN–LeuD cassette. M, 1 kb Plus DNA ladder; lanes 1–4, amplified pAN–LeuD cassette.

(B) Restriction digestion to confirm insertion of the pAN–LeuD cassette into pUP500 series vectors. M, 1 kb Plus DNA ladder; lane 1, 

pUP500–pAN–LeuD/18 kDa; lane 2, pUP500–pAN–LeuD/pAN; lane 3, pUP500–pAN–LeuD/HspX; lane 4, pUP500–pAN–LeuD/Hsp60; 

lane 5, pUP500–pAN–LeuD/Ag85B. Digestion reactions were performed using EcoRI and SpeI. Notably, the released insert comprises 

the pAN–LeuD cassette plus the promoter sequence cloned in each vector.
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Figure 3. (A) Amplification of the eGFP coding sequence and confirmation of its insertion into the constructed vectors.

M, 1 kb Plus DNA ladder; lanes 1–4, amplified eGFP fragment. (B) Restriction digestion analysis to confirm ligation of the eGFP insert into 

the vectors generated in the previous step. M, 1 kb Plus DNA ladder; lane 1, pUP500–pAN–LeuD/pAN–eGFP; lane 2, pUP500–pAN–

LeuD/Ag85B–eGFP; lane 3, pUP500–pAN–LeuD/Hsp60–eGFP; lane 4, pUP500–pAN–LeuD/HspX–eGFP; lane 5, pUP500–pAN–LeuD/18 

kDa–eGFP. Digestion reactions were performed using EcoRI and PstI. Notably, the released insert comprises the pAN–LeuD cassette plus the

promoter sequence cloned in each vector and eGFP. 
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Figure 4: Agarose gel electrophoresis (1%) of kanamycin resistance gene removal (960pb) using the HindIII enzyme. (A) pUP500/pAN-

leuD-pHSP60:egfp Δkanr (B) pUP500/pAN-leuD-PpAN:egfp Δkanr (C) pUP500/pAN-leuD-pHspX:egfp Δkanr (D) pUP500/pAN-leuD-

P18kDa:egfp Δkanr (E) pUP500/pAN-leuD-pAg85B:egfp Δkanr
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