pMGX-A sequence landmarks

pM GX-A (MultiGene eXpression system plasmid —

ampicillin resistance)

T7 promoter

T7 transcription start
T7-Tag coding sequence
Multiple cloning sites
T7 terminator

lacl coding sequence
pBR322 origin

bla coding sequence

f1 origin

(4541) Scal.

(4431) Pvul

(4306) PstL

(4122) Bsal — — —

(4061) Eam11051

(3584) AIWNI

312-330

311

210-242

192-241

26-73 7 BIpI - Bpu1102I (80)

717_1799 (5204) DI’aIII‘. Aval -E):‘IQOII_}‘IIDS?I) (166)

3229-3817 /S ”'_“‘é?.i 7o)

3988-4848 Rt e g

4980-5435 e BT
——  Nhel (234) i

~ BmtI (238)
NdeI (241)

Xbalrf270¥g
SgrAl (386)
T sphI (542)
__EcoNI (602)
PFIMI (649)
"BstAPI (750)
- MIul (1067)

“Bcll* (1081)

———  BstEII (1248)
——PspOMI (1274)

pMGX-A “Apal (12/8)

5446 bp

"~ BssHII (1478)
EcoRV (1517)

T Hpal (1573)

PshAI (1912)

FsSpAI (2149)
PpuMI (21/4)

(3168) BspLU11I - Pcil

BglII

(3052) Sapl
(2939) BstZ171
(2913) Tth111l

‘ BpulOI (2274)

Xbal

agatctcgatcccgcgaaattaatacgactcactataggggaattgtgagcggataacaattcccctctagaaataattttgtttaactttaagaaggag
1 i 1 ' L 1 1 i 1 i il 1 1 i 1 ' 1 i 1 i 1
I + T + T t T t T T T T T T T T T T T T T

tctagagctagggcgctttaattatgctgagtgatatccccttaacactcgcctattgttaaggggagatctttattaaaacaaattgaaattcttcctc

T7 promoter ,L"_ lac operator _1 |- RBS -|

NotI Aval
Ndel Nhel BmtI BamHI EcoRI AvrlIl Sacl Sall HindIII  Eagl Xhol

atatacatatggctagcatgactggtggacagcaaatgggtcggatccgaattcctagggagctccgtcgacaagcttgcggccgcactcgagcaccace
| 1 1 L | | 1 1

+ } + T + 1 + 1 + T + T + 1 + T + 1 + }
tatatgtataccgatcgtactgaccacctgtcgtttacccagcctaggcttaaggatccctcgaggcagctgttcgaacgccggcgtgagctcgtggtgg

Blpl
Bpu11021
accaccaccactgagatccggctgctaacaaagcccgaaaggaagctgagttggctgetgeccaccgetgagcaataactagcataaccccttggggecte
i 1 i 1 L 1 i 1 1 L i 1 L 1 i 1 1 L i 1
+ T $ T + 1 + 1 t T t T t T T T T T T T
tggtggtggtgactctaggccgacgattgtttcgggetttccttcgactcaaccgacgacggtggcgactcgttattgatecgtattggggaaccecggag
[ T7 terminator ]

taaacgggtcttgaggggttttttg
+ } + } |
atttgcccagaactccccaaaaaac

T7 terminator ]




pMGX-hlSA (MultiGene eXpression system plasmid — Ampicillin resistance, N-term histag)

pMGX-hisA sequence landmarks
T7 promoter 371-389
T7 transcription start 370
T7-Tag coding sequence 210-242

Multiple cloning sites 192-245 5260y Dramit P B ehol (158)

T7 terminator 26-73 Eagonees f1ee)

lacl coding sequence 776-1576 ~ U sall (179)

pBR322 origin 3288-3876 i (il

bla coding sequence 4047-4907 | = LT ooz I

f1 origin 5038-5493 ‘ e LR :
NdeI (241)

(4600) Scal

(4490) Pvul

(4365) PstI

(4181) Bsal

pMGX-hisA

(4120) Eam1105I 5504 bp

(3643) AIWNI

Xbal (338),
_TBgIIT (703)

" SgrAl (445)
SphI (601)
EcoNI (661)
PFIMI (708)

BStAPI (809)

—MluI (1126)
BclI* (1140)

BStEII (1307)
— PspOMI (1333)
- Apal (1337)

) " BssHII (1537)
"~ EcoRV (1576)

Hpal (1632)

PshAI (1971)

| FspAI (2208)

(3227) BspLU11I - Pcil PpuMI (2233)

(3111) Sapl BpulOI (2333)

(2998) BstZ171
(2972) Tth111l

BglIl BsaBI* Asel sfcl BsrBI Xbal

AGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAG
1 1 L } 1 ! } N ! I 4

I + + + t + t + T + T + T t T + T + T 1 T
TCTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCTC

4

T7 promoter > lac operator { = RBS =

Btgl
Ncol Banl Tsol Ndel Nhel Bmtl  Mmel

+ + + + + + + 1
t T + T + T + T + T + T t T T T T

TATATGGTACCCGTCGTCGGTAGTAGTAGTAGTAGTGTCGTCGCCGGACCACGGCGCGCCGTCGGTataccgatcgtactgaccacctgtcgtttaccca

ATATACCATGGGCAGCAGCCATCATCATCATCATCACAGCAGCGGCCTGOTGCCOCOCOGCAGCCAtatggctageatgactggtggacagcaaatgggt
' : | ' ' ' + } + ' . '

1 T 5 1 L5
Met Gly Ser Ser His His His His His His Ser Ser Gly Leu Val Pro Arg Gly Ser His Met Ala Ser Met Thr Gly Gly Gin Gin Met Gly
ATG
Thix
Aval
Sl eer Notl XhoT
Sacl Eagl BsoBI
BanIl HincIl Eael PspXI
Avol PaeR7I
BamHI  EcoRI AvrIl  Eco53kI HindIIl BsiEl BmeT1101

cggatccgaattcctagggagctccgtcgacaagcttgecggecgcactcgagcaccaccaccaccaccactgagatccggetgetaacaaagecccgaaag
n n n 1 1 n I It n 1

t T t T + T + T t T + T t T + T + T + T

gcctaggcttaaggatccctcgaggcagetgttcgaacgeccggegtgagetecgtggtggtggtggtggtgactctaggecgacgattgtttegggetttce
Arg lle Arg Ile Pro Arg Glu Leu Arg Arg GIn Ala Cys Gly Arg Thr Arg Ala Pro Pro Pro Pro Pro Leu Arg Ser Gly Cys @

MCS

BlpI Eco01091

gaagctgagttggctgctgccaccgctgagcaataactagcataaccccttggggcctctaaacgggtcttgaggggttttttg
" } + I + 1 + 1 + 1 + 1 + i + 3

T t t t t t 1 T
cttcgactcaaccgacgacggtggcgactcgttattgatcgtattggggaaccccggagatttgcccagaactccccaaaaaac

[ T7 terminator ]




pMGX-K (MultiGene eXpression system plasmid — Kanamycin resistance)

pMGX-K sequence landmarks

T7 promoter 312-330

T7 transcription start 311

T7-Tag coding sequence 210-242

Multiple cloning sites 192-241

T7 terminator 26-73

lacl coding sequence 717-1799 (071 pram R P Kot (156)

pBR322 origin 3229-3817 _ B maTHI Foos)

kan®coding sequence 3939-4754 \ ' i

f1 origin 4847-5302 \ o A ey T T

|- EcoRI (197)
~ ——  BamHI (203)
—— Nhel (234)
BmtI (238)
T NdelI (241)
1 XbaI (2/9)
iy : 713 § e 55
- SgrAl (386)

(4633) PFIMI

(4387) Bpu10I
(4370) Pvul._

i SphI (542)
(4282) EcoNI-__ __EcoNI (602)
(4242) Aval-__ _PAMI (6a9)
“BsStAPI (750)
—_— MIul (1067)

T BelI* (1081)

_————BstEII (1248)

| - — —— PspOMI (1274)
pMGX-K - Apal (1278)
5313 bp

BssHII (1478)
“EcoRV (1517)

" Hpal (1573)

(3584) AlWNI

PshAI (1912)

B o Dei / | A FspAI (2149)
(3168) BspLU11I - PciI ‘ \ PPUMI (2174)
(3052) SapI ' Bpulol (2274)
(2939) BstZ171 |
(2013) Tth111I
BglII BsaBI* Asel sfel BsrBI Xbal Tsol

agatctcgatcccgcgaaattaatacgactcactataggggaattgtgagcggataacaattcccctctagaaataattttgtttaactttaagaaggag
I + } + 1 4 } + i + 4 + I

: il : 1 4 1 " 1
I T T T T T T T T T T T T T T ¥ T T T T T

tctagagctagggcgctttaattatgctgagtgatatccccttaacactcgectattgttaaggggagatctttattaaaacaaattgaaattcttecte

T7 promoter Y 1aC Operator m— = RBS =

ThiI

Aval

s T NotI Xhol

Sacl Eagl BsoBI

BanIl HincIl Eael PspXI

Apol PaeR71
Ndel Nhel Bmtl  Mmel BamHI  EcoRI AvrIl  Eco53kI HindIII BsiEI BmeT1101

atatacatatggctagcatgactggtggacagcaaatgggtcggatccgaattcctagggagctccgtcgacaagcttgcggccGCACTCGAGCACCACC
i 1 i 1 i 1 i 2 4 L i 1 4 l i I i 1 1 1
T T T T T T T T T T T T T T + T + T + 1

tatatgtataccgatcgtactgaccacctgtcgtttacccagcctaggcttaaggatccctcgaggcagectgttcgaacgccggCGTGAGCTCGTGGTGEG

EcoP151 MspA1ll Blpl Eco01091

ACCACCACCACTGAGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTC
4 Il : 1 + Il " 1 . I " Il + I " Il 4 Il + I
T T T T T T T T T T t T t T t T t T y T

TGGTGGTGGTGACTCTAGGCCGACGATTGTTTCGGGCTTTCCTTCGACTCAACCGACGACGGTGGCGACTCGTTATTGATCGTATTGGGGAACCCCGGAG
| T7 terminator

TAAACGGGTCTTGAGGGGTTTTTTG
+ ! : 1
T T T T 1

ATTTGCCCAGAACTCCCCAAAAAAC
T7 terminator ]




pMGX-hlSK (MultiGene eXpression system plasmid —Kanamycin resistance, N-term histag)

pMGX-hisK sequence landmarks

T7 promoter 371-389

T7 transcription start 370

T7-Tag coding sequence 210-242

Multiple cloning sites 192-245

T7 terminator 26-73

lacl coding sequence 776-1858  (5150) pramm PPt B her (158)
pBR322 origin 3288-3876 / Fagl Notr (100)

HindIII (173)

R i \ all {179
kan" coding sequence 3998-44813 \ _ _ S P 1

f1 origin 4906-5361 R —— (e

69 | EcoRI (197) 1

(4692} PAMI S ambY (203) |
— Nhel (234)

1= BmtI (238) !

© 7 NdelI (241) 1

£

) / . yerminator Mcs = ——— )'(_ha_l ﬁ«"ﬁ)
(4446) Bpulol. — 11 ot e i ——_BgIII (404)
(4429) Puul Hys 9 g, SgrAI (445)

e,

~sphl (601)
_EcoNI (661}
PAIMI (708}

T BstAPI (809)

. Mlul (1126)
— Bell* (1140)

{4341) EcoNI-
(4301) Aval -

[ \s I ———BstEII (1307)
pMGX-hisK ) —— ————— PspOMI (1333)
- 5372 bp | ~ Apal (1337)

BssHII (1537)
T EcoRV (1576)

Hpal (1632)

(3643) AlWNI

PshAI (1971)

3227) BspLU11I - Pcil
( ) Bsp ci FspAI (2208)

(3111) sapI PpuUMI (2233)

(2908) Bstz171 | Bpulol (2333)
(2972) Tth111I
BglI BsaBI* Asel sfel BsrBI Xbal

AGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAG
1

i 1 L I ' I " ! N 1 ™ 1 " 1 " I 4 1 4 1

I t T t T t T + T t T t T + T t T * T t T
TCTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCCTTAACACTCGCCTATTGTTAAGGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCTC

T7 promoter g lac operator { = RBS =

Btgl
Ncol Banl Tsol Ndel Nhel Bmtl Mmel

ATATACCATGGGCAGCAGCCATCATCATCATCATCACAGCAGCGGCCTGGTGCCGCGCGGCAGCCAtatggectagecatgactggtggacagcaaatgggt
1 1 Il 1 1 I I 1 1 1

+ t t t + t + t + t + t + T + t + t + t
TATATGGTACCCGTCGTCGGTAGTAGTAGTAGTAGTGTCGTCGCCGGACCACGGCGCGCCGTCGGTataccgatcgtactgaccacctgtegtttaccca

1 1 " -] 1 -
Met Gly Ser Ser His His His His His His Ser Ser Gly Leu Val Pro Arg Gly Ser His Met Ala Ser Met Thr Gly Gly Gin Gin Met Gly

ATG

ThI
Aval
sall Accl Notl Xhol
Sacl Eagl BsoBI
Apol BanIl HincIl Eael PspXI
. N PaeR71
BamHI  EcoRI Avrll  Eco53kl HindIIL BsiEL BmeT1101I

cggatccgaattcctagggagctccgtcgacaagcttgcggccGCACTCGAGCACCACCACCACCACCACTGAGATCCGGCTGCTAACAAAGCCCGAAAG
+ } 4+ } + } 4 } + il } + i + } 4 } + 4
+ } + } + } + t t } + t + t + f + } + }

gcctaggcttaaggatccctcgaggeagetgttcgaacgccgygCGTGAGCTCGTGGTGGTGGTGGTGGTGACTCTAGGCCGACGATTGTTTCGGGCTTTC
Arg lIle Arg Ile Pro Arg Glu Leu Arg Arg Gin Ala Cys Gly Arg Thr Arg Ala Pro Pro Pro Pro Pro Leu Arg Ser Gly Cys B
- - EEREE. - n frame with thrombin sit - —————— p—— -

BlpI Eco01091

GAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTG
4 4 4 + 4 4 4 + 4 4 " 4 +
+ } t t t } t T t t t T t f ¥ T 1

CTTCGACTCAACCGACGACGGTGGCGACTCGTTATTGATCGTATTGGGGAACCCCGGAGATTTGCCCAGAACTCCCCAAAAAAC
[ T7 terminator ]




