PCT/EP2008/000021

WO 2008/083931

1/11

1 =2anbta

josans
payy

\\I/A .............. Jpsghs sy | ) ................... :
aﬂm@.w.u.onn.m mcy/%‘fu m.n.u.“.&.u.mdﬂ
¢ sy AL

||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||||

ABojowoy 9% O¢ 1589 18 BuiAey
17 Uiym ays 1ebie) oujswiuAse =

116 atptoig Bt ROIGHAEZE | - -

dxof "B e ‘ays 19618} OLOWWAS



A

B

WO 2008/083931

ATAACTTCGTATA
ACAACATCETATI

ACAACATCCTATT
ACAACATCGTATA
ATAACTTCCOTATT

CCATGTTEGEATA
CCATCTTCGTATA
ATAAETTECCATA

Evolution
cycles

4/ -

f
i
{1

9

toxLTR1b

Combine
and shuffle

Combine
and shuffle

LoxL.TR1

L

2/11

ATGTATGC TATACGAAGTTAT
TATGCCAACATGG

ACGACCCTA

ACACCCTA
ACACCCTH

ACEECETA
ACKECCTH

:

Combine
and shuffle
P>

AATAGGATGTTGT
TATACGATLGTTGET
AATAGGAAGTTAT

TATGCCAACATGG
TATACGAAGATGE
TATGCCAAGTTAT

PCT/EP2008/000021

LoxP
LoxLTR

LoxLTR1

LoxILTR1a
LoxLTR1Db

LoxLTR2
LoxLiTR2a
LoxLTR2b

Sequence analysis
of individual clones

identification of
mutational hotspots

T

LoxLTR

l

Functional analysis

of Individual ciones

Selection of
Tre recombinase

Figure 2




PCT/EP2008/000021

WO 2008/083931

3/11

Tof PUR L FRWHE 43N YOG
pood pparss]d po 1sabip 2pMTL

, ~on3d
sy Hiav-0A3

npe]

(10453

= ey

£ aanbra

tfp—

SAIPROL IR UDERISALGA Y ‘Y
ANRIqQY DERRKYLICSD jO
WD R B304 |Gpitiiy- )

&34 108 1) ¥IeY

/.w:o_u.s,.am




PCT/EP2008/000021

WO 2008/083931

4/11

y aanbtig
mm.m omm _umn cmm .n@n QmN c@w omw omu me awm o.mm cw_w omu cmm c@r o.mv
e T oy T, o B -y WA oy s W 01 T a——a—4—0
,_ 7 s s N A RTTIRY 5 EZEEC RN AR @ B: KL Cye
W' CALR o IO AL N o I L " __
:F2 3
mM _ eh
€5¢ o
k b1} 4
1
s 1
zarxo| N
4|
ity qraxe) 8
vigpye|d
quaprel m
(2141 LARLIRLI )
f71 4
! I /1 058 : l
Ozt Q%-m_. v O-m_. MWrd G;r wm—. v nw._&dqiqmcm Qq O..m [ K .-_.-Q.qﬂv-i m.ﬂ O¢N ﬂ_-
. S .3 I+ S N s 1 [ N e BT D
T O hmw m) = m v e orugn LI e 3 5 N 3 mry Wb O P AR Ry
MANE™y ([ ! TRE T TR
: m E N 1 - ]
g - ] m- X
: (¥4} o m n i g3 —
99 5L m m i 1 2 HE £
1 ] ] P 1 a-m 81 4
H £8 m SE
m 58
n :
o, '



WO 2008/083931

His

5/11

T &

PCT/EP2008/000021

10

K ¥ R XV SHLLTGOBa BELEPATL

EIARTIRYV KPP IS RTODGGURMHULTIBE

B R

R V

W TH Vv N

LLEDGZ D

Q

Q

30

is

§ D EVRKNTLYXODS ?RrRDRXBATE

43

ﬁ M L L § VCR S W A MW CK

17

PAEPEDVRDYLLHETLGEA

93 84

1o o 8 LEELNK LERERSG

H &4 V¥V S L ¥ H R R IRKZENWUVTL

A LAFERTDT EDQVV R SUL M
156

P TR N L AFL G P A Y NTLL

T LV &§TAOGVY BEX AL S LGV TK

I8Y 86V ADDTENZNTETLFPCRY
259 262 263
AaArpshrTsaornsTRALBE P

L IY GAKDD 36 Q R Y LAW 56

G A A RD M A RAGYVY

m

320

S I P E

IM

Q

¥ H N ¥Y IR N LDB S ETG A

Figqure 5

L K

R G

A G

P



WO 2008/083931 PCT/EP2008/000021

6/11

100 -

wd

504
L J |
504
s0d

30 ]

Percentage homology to loxitr

20 4]

lﬂq;
; ]

a ; . . i |

'b & 1' %
goess ‘*‘@ qee‘* £78 SR a»;q»za':e;‘:,«u:, ;*“"
?3" (,‘\ QSG ?319.& ?8 ?&1 ?t"b % g‘\ r‘ﬁ a.\} £

o

Figure 6



WO 2008/083931 PCT/EP2008/000021

—+—»- a5kh
™ d4.3kb




WO 2008/083931 PCT/EP2008/000021

8/11
%
2
oy
2
-
|
=
k]
E: 3
)
= « a
- &
U
¥ s
E 1 4
R .
=
Ty
@
By
o
o
a
5
=
oy
2
J
mW o I © WM o N o
m m N N o
£l1an30e asep!sopeieﬁ-g % "
L] ]
g
’-
@
™3
U
X
(™)
0
=
L4 L3 L L3 x L L] L] L3
o o9 0 © 9 @ g @
S O 9O o 9 & o ©
& th & ;h © W o
L M M NN e L
Ayane asepisopejen-¢| sAleRY

= w

Figure 8



PCT/EP2008/000021

WO 2008/083931

9/11

awW L2

alp+ aif-

(=]

02
LYz
09
08
(08
(021
[avek
‘aak

Annoe yiT A SRRy

6 @Inbra

ol 2]~
L+ 1ej +

O REUIQIIODTY %

a11-
jel-

0%
09

M1 AR

Aaae M1 LA BADRIEY



PCT/EP2008/000021

WO 2008/083931

10/11

Q Yoam [ all

Ik

AR LY

ity

”,

Haam

|lonjuog

.

or o | -

or

09

ag

[1v] B

Wy NG ¥ FOUTQI0 STY

{33 uoneordal smia

g %oom /8l

#9 UORIQIY]

0T

aanbta

saldogy 000§ oot 000E 000t 000t 0
1 i ] 1
HILELS
jonuoy —
al] M
saidod DOSE 000 O0OSZ 000Z DOOSL 0OOL 00§ O
Beb 1-AH . 0l
[onua g k1
8.] IR

29 IWYIdOIYIVIADIVIVLIIVIIZIY I VY IY

.‘lllllnx.b._.l..lur..

QINdAS Z 1IN

|4



WO 2008/083931

08

0.6

0.4

0.2

Absorbance at 560 nm

0

11/11

PCT/EP2008/000021

week 8 X

-} Control

“\\\\\%//,,//f”’

N

\Tre

Puromycin at day O
[0.5 pa/ml]

day 3

Figure 11

day 6 )



