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FIG. 4

BEGIN WITH pET11d-2325p4 PLASMID DNA

1

USE ONA IN PCR REACTION WITH
SEQ ID NO:30 AND SEQ ID NO:16 PRIMERS

l

DIGEST AMPLIFIED DNA DIGESTED WITH
MscI AND BamHI RESTRICTION ENZYMES

|

CLONE DNA INTO pET22b PLASMID
DIGESTED WITH MscI AND BamhI
RESTRICTION ENZYMES
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FIG. 5

r START WITH pET11d-2325p4 RECOMBINANT PLASMID DNA‘——l

USE ONA IN FIRST PCR REACTION WITH USE DNA IN SECOND PCR REACTION WITH
SEG ID NO:33 PRIMEA SEQ ID NO:16 PRIMER
AND SEQ ID NO:54 PRIMER AND SEQ ID NO:33 PRIMER

USE RESULTING OVERLAPPING ONA FRAGMENTS
;7 IN THIRD PCR REACTION WITH ——
SEQ ID NO:16 AND SEQ ID NO:33 PRIMER

|

CLONE FULL-LENGTH 2325p4a DNA INTQ
pET14d PLASHID ONA AT Xbal AND BamHI SITES

!

TRANSFORM E.COLI BL21(DE3) EXPRESSION HOST CELL
WITH pET11d-2325p4a RECOMBINANT PLASMID DNA

]

EXPRESS PROTEIN HAVING AN N-TERMINAL METHIONINE
RESIDUE

CLEAVE METHIONINE RESIOUE
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FIG. 6

1———— START WITH pET11d-2325p4 RECOMBINANT PLASMID DNA ——-1

USE DNA IN FIRST PCR REACTION WITH USE DNA IN SECOND PCR REACTION WITH
SEQ ID NO:33 PRIMER SEQ ID NO:16 PRIMER
AND SEQ ID NO:58 PRIMER AND SEQ ID NO:57 PRIMER

USE RESULTING OVERLAPPING DNA FRAGMENTS
—ete IN THIRD PCR REACTION WITH -
SEQ ID NO:16 AND SEQ ID NO:33 PRIMER '

1

CLONE FULL-LENGTH 2325p4-Cys71 DNA INTO
pET11d PLASMID ONA AT Xbal AND BamHI SITES

l

TRANSFORM E.COLT BL21(DE3) EXPRESSION HOST CELL
WITH pET11d-2325p4-Cys71 RECOMBINANT PLASMID DNA

l

EXPRESS PROTEIN HAVING AN N-TERMINAL METHIONINE
RESIDUE

l

CLEAVE METHIONINE RESIDUE
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FIG. 7
START WITH pET22b-hEGF START WITH pET11d-2325p4-Cys71
RECOMBINANT PLASMID DNA RECOMBINANT PLASMID DN
USE ONA IN FIRST PCR REACTION WITH USE DNA IN SECOND PCR REACTION
SEQ ID NO:72 PRIMER WITH SEQ ID NO:16 PRIMER
AND SEQ ID NO:74 PRIMER AND SEQ ID NO:73 PRIMER

USE RESULTING OVERLAPPING DNA FRAGMENTS
— IN THIRD PCR REACTION WITH -
SEQ ID NO:16 AND SEQ ID NO:72 PRIMER

1

CLONE FULL-LENGTH hEGF-LINKER-2325p4-Cys71 DNA
INTO pET22b'PLASHID DNA AT MscI AND BamHI SITES

l

TRANSFORM E.COLI BL24(DE3) EXPRESSION HOST CELL
WITH pET22b-hEGF-LINKER-2325p4-Cys71
RECOMBINANT PLASMID DNA

1

EXPRESS hEGF-LINKER-2325p4-Cys74 FUSION PROTEIN |

SUBSTITUTE SHEET (RULE 26)





