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Figure 1
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Map of DoB 0114 Fab expression vector based on Tet selection resistance.
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Figure 2
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Map of DoB 0138 Fab expression vector based on PyrC complementation
stabilization.
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Figure 3
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SP-Sepharose Fast flow column (Amersham Biosciences) elution of two fermentation
supernatants corresponding to the PyrC stabilized system (DoB 0138-plain line) and
the TET stabilized expression vector (DoB 0114-dashed line).
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Figure 4
PCR detection of expression vector
1.2% agarose gel photo Lane Sample
1 Molecular weight markers
Expression | Hours post
vector induction
2 DoB 0138 0
3 DoB 0138 5
4 DoB 0138 26
5 DoB 0114 0
6 DoB 0114 5
7 DoB 0114 26
8  DoB 0138 (positive control)
9 - DoB 0114 (positive control)
10 PCR mix (negative control)

PCR detection of expression vector:

Samples were harvested during fermentation at 0, 5 and 26 hours after induction and

to compensate growth solutions were adjusted to 0.10Dsgum. PCR as performed as

5 described in material and methods to check for the expression vector presence.
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Figure 5
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Cassette assembly scheme to PCR amplify and clone the Fab fragment.
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Novel selection system
EP/180

13

patentIn version 3.3

1

60

DNA _ .
Escherichia coli

1

aattgtcatt ccatttactg attaatcacg agggcgcatt gtgtaggctg gagctgcttc

<210>
<211>
<212>
<213>

<400>

2

60

DNA

Escherichia . coli

2

acaggtaaaa taacctaatg acaacaggaa gctacgattt attccgggga tccgtcgacc

<210>
<211>
<212>
<213>

<400>

3

32

DNA

Escherichia coli

3

atataccatg gcgcgccctt tatttttegt gc

<210>
<211>
<212>
<213>

<400>

4

35

DNA

Escherichia coli

4

gttaaccatg gttattgttt aacggaccag cgtac

<210>
<211>
<212>
<213>

<400>

5

87
DNA
Human

5

aaaaaaaaca tcgcattcct getggeatct atgttcgttt tctctatcgce aaccaacgca

tacgcacagt ctgccctgac tcagect

<210>
<211>
<212>
<213>

<400>

6

35
DNA
Human

6

ggttaatttc tccttctatg aacattctgt agggg
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<210>
<211>
<212>
<213>

<400>

tcatagaagg agaaattaac

Novel selection system.1.ST25.txt

7

111
DNA
Human

7

gttttctcca tcgctaccaa cgcttacgcet
<210> 8

<211> 34

<212> DNA

<213> Human

<400> 8

tcaggaggtt ttgtcgcagg atttgggctc
<210> 8§

<211> 27

<212> DNA

<213> Human

<400> 9

aaaaaaaaca tcgcattcct gctggca
<210> 10

<211> 31

<212> DNA

<213> Human

<400> 10

cccgetcgag tcaggaggtt ttgtcgcagg
<210> 11

<211> 19

<212> DNA

<213> Human

<400> 11

ggagtgggtc tcatccatt

<210> 12

<211> 18

<212> DNA

<213> Human

<400> 12

gaccttggtg ttgctggg

<210> 13

<211> 1159

<212> DNA

<213> Escherichia coli

<400> 13

atataccatg gcgcgccctt tatttttegt

catgaaaaaa aacatcgctt tcctgctggc ttccatgttc

caggtgcagc tggtggagtc t

aact

a

gcaaaggaaa acgtttccgc ttatcctttg

tgtccggcaa aaacatccct tcagccggag catagagatt aatgactgca ccatcccagg

tattaaagat ccgccgecca gacgactgge accttcacct ccgcgatgge gacatgttaa

page 2

60
111

34

27

31

19

18

60
120
180



aaactgtcgt
ctcecgeccgt
tacctgeegg
ctaatgagct
caaacgcaac
ttgagcgcat
atatcgacat
agcgectgac
atgtccgtga
accgcaacca
aacgtaatat
tcctecggtac
cgggctgett
atgctttgea
cggtcaacga
cactgactga

aacaataacc

gccatatacc
gaccaccgtt
gcacgatttc
ggagcgcgga
cactaactcc
ggaaaaaatc
ttttgatcgt
tgcgctgaaa
cggaaatgaa
tatgctggtt
tcaccaacag
ggattctgcg
caacgcccca
gcactttgaa
cacattcatc
tgacacgctg

atggttaac

Novel selection system.l.ST25.txt

agcgaaattt
gaggctgecg
accccattga
tttaacgaag
agccacggcg
ggtatgccgce
gaagcgcegcet
gtcgtttttg
cggctggctg
ggaggcgtgce
gcattgecgtg
ccacatgcac
accgecgetgg
gcattctgtt
gaactggtac

gtgccattcc

atggacgggc
tggcgtatcyg
tgacctgtta
gcgtgttcac
tgacgtcaat
tactggcgca
ttatagaaag
agcacatcac
ccaccatcac
gtccgeacct
aactggtcgc
gtcatcgcaa
gcagttacgc
ctgtaaacgg
gtgaagagca

tcgecgggga

Page 3

tatcgtaatg
ccagcgtatt
tttaacagat
cgctgcaaaa
tgacgcaatc
tggtgaagtg
cgtgatggaa
caccaaagat
tccgcageat
gtattgtcta
cagcggtttt
agagagcagt
taccgtcttt
cccgcagtte
acaggttgct

aacggtacgc

cccaatctgg
cttgacgccyg
tcgetggatc
ctttacccgg
atgccggtac
acacatgcag
cctetgegec
gctgccgact
ctgatgttta
cccatectca
aatcgagtat
tgcggctgeg
gaagaaatga
tatgggttgce
gaaagcatcg

tggtccgtta

240
300
360
420
480
540
600
660
720
780
840
900
960
1020
1080
1140
1159



