
Table 2. Each PaRT(S) aNd PlaSMid liSTed iN The fiRST cOlUMN  MUST be iNdiVidUallY̵
digeSTed bY The cORReSPONdiNg eNZYMe(S) liSTed iN The SecONd cOlUMN (i.e. PlaSMid̵
1 iS digeSTed WiTh SMaI). The digeSTed PROdUcTS caN TheN be Placed iN The SaMe̵
ReacTiON TUbe WiTh The GibSON ReageNTS added fOR The PlaSMid iN cOlUMN ThRee TO̵
fORM. TheSe PlaSMidS aRe claSSified aS PlaSMidS Made iN a SeQUeNTial GibSON̵
ReacTiON aS The iNiTial digeSTed PaRTS iNclUde a digeSTed PlaSMid Made fROM a̵
GibSON ReacTiON iN Table 1.̵̵
̵

PaRTS/PReViOUSlY Made̵
PlaSMidS TO add̵

DigeST WiThН1̵ ReSUlTiNg PlaSMid̵
(cOMPOSiTiON)̵

ONlY CBH-cONTaiNiNg GeNe CaSSeTTeS̵

1. PlaSMid 1Н1̵̵
2. BBa_K3629012̵

(TRCBHII cONSTRUcT)̵

1. SMaI̵
2. SMaI aNd BaMHI̵

PlaSMid 14:̵
̵
MOdified PfCBHI +̵
TRCBHII +̵
NOURSeOThRiciNН2̵

1. PlaSMid 2̵
2. BBa_K3629012̵

(TRCBHII cONSTRUcT)̵

1. SMaI̵
2. SMaI aNd BaMHI̵

PlaSMid 15:̵
̵
NcCBHI + TRCBHII +̵
NOURSeOThRiciN̵

1. PlaSMid 8̵
2. BBa_K3629014̵

(NcCBHI cONSTRUcT)̵

1. SMaI̵
2. NcOI aNd BaMHI̵

PlaSMid 16:̵
̵
MOdified PfCBHI +̵
NcCBHI + TRCBHII +̵
NOURSeOThRiciN̵

1. PlaSMid 15̵
2. BBa_K3629013̵

(MOdified PfCBHI̵
cONSTRUcT)̵

1. EcORV̵
2. XhOI aNd EcORV̵

PlaSMid 17:̵
̵
MOdified PfCBHI +̵
NcCBHI + TRCBHII +̵
NOURSeOThRiciN̵

1. PlaSMid 9̵̵
2. BBa_K3629013̵

(MOdified PfCBHI̵
cONSTRUcT)̵

1. EcORV̵
2. XhOI aNd EcORV̵

PlaSMid 18:̵
̵
MOdified PfCBHI +̵
NcCBHI + TRCBHII +̵



NOURSeOThRiciN̵

ONlY EG-cONTaiNiNg GeNe CaSSeTTeS̵̵

1. PlaSMid 4̵
2. BBa_K3629017̵

(TREGII cONSTRUcT)̵

1. SMaI̵̵
2. XhOI aNd BaMHI̵

PlaSMid 19:̵̵
̵
MOdified TREGI + TREGII +̵
NOURSeOThRiciN̵

CBH + EG GeNe CaSSeTTeS̵̵

1. PlaSMid 16̵
2. BBa_K3629016̵

(MOdified TREGI̵
cONSTRUcT)̵

3. BBa_K3629017̵
(TREGII cONSTRUcT)̵

1. EcORV̵̵
2. XhOI aNd SMaI̵̵
3. XhOI aNd EcORV̵

PlaSMid 20:̵̵
̵
MOdified PfCBHI +̵
NcCBHI + TRCBHII +̵
MOdified TREGI +TREGII +̵
NOURSeOThRiciN̵

1. PlaSMid 7̵
2. BBa_K3629016̵

(MOdified TREGI̵
cONSTRUcT)̵

3. BBa_K3629017̵
(TREGII cONSTRUcT)̵

1. EcORV̵̵
2. XhOI aNd SMaI̵̵
3. XhOI aNd EcORV̵

PlaSMid 22:̵̵
̵
MOdified PfCBHI +̵
NcCBHI + TRCBHII +̵
MOdified TREGI +TREGII +̵
NOURSeOThRiciN̵

1НDigeST WiTh TheSe eNZYMeS TO eXPOSe The aPPROPRiaTe GibSON hOMOlOgY̵
SeQUeNce TO cReaTe The deSiRed PlaSMid iN cOlUMN ThRee.̵̵
2НNOURSeOThRiciN= NOURSeOThRiciN ReSiSTaNce geNe̵
̵
̵


