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12 SEP 2002 2~Z 4 0 c E 0 0 z 0 G U Z O O U  D O m H Z Q 0  tf~ ~ r~ N - O
O O O O O   Fig,3 I.0 Q d' 0 05 o __ ~1., NEGATIVE CONTROL o  __ `1 ~~
AUK12-20 10 (CH IMERIC ANTIBODY ) (COS -7 SUPERNATANT)  AUK 12-20 PURIFIED
MOUS E MONOCLO~JAL ANTI BODY 0 0 ANT 1 BODY CONCE NTRAT 10 N ( ng l ml ) N
N 'O 0 0 N   '1 4~2 4 , , a , D s U U ~J ~J IZ U U O \. 0 1 t~7 O ~ O ~ 2
gEp 2002 0 



8 h8 0 O E c G O a z W U O U O m Z a ~0~ ~Q'0    100 z 0 m 50 z z 0 0 Fig.
5 -g OCHiMERIC PM 1d ~ CHIME o~~~a_ 1 10 100 1 rW ANTIBODY CONCENTRATION (
r;g/rn~ ) cn -w N 0 o    N o 0 N W T s aid u~~ aid pay aid P~ Z a ~d .~ s l
.___ 6f ~~?~ ___ i m G 4 g '6i~ 9 ~___ 61 ~fld d , d   7/ 1 2 SEP 2002 24
~i g . ~ 5~ CDR I CDR2 CDR3 3~ RE f PCR STEP pkv-3 STEP I ~` ST PCR PRODUCT
APCR4 APCR I STEP 2 



2 ND PCB:. SEQi,~ENCE PRuDUCT pkv-2 CH EC K STEP 3 APCR4 3 RD PCR PRODUCT
pkv-I STEP 4 4 TH PCR PRODUCT APCRI STEP 5 5TH PCR SEQUENCE PRODUC p~_2 CH
E C K n STE P 6 f TH PCR FRODUCT ~~~R4 AP C R I N STEP 7 7TH FAR SEQUEN CE
PRODUCT C H E C K   ~~24 Fi g . 8 Hind III Hind Ill EcoRl -globi n i nt ron
pEF321- CAT pd KC R SV 40 -4.2 nb ~ poly A ~~Hind III H i nd. ,I I I Eco
Eco~l Hind IIl/EcoRi ligation Hind iii ,~,; EcoR i am 1 2 SEP 2002 ' ~ind
III I~M ` B HI o n I Vh z HCMV-Ig~ ~oE2~ n `51/40 \n eo Eco R I . klenow.
Hind II I ligation Pvul EcoR I EFIa ' Hind III Amp promoter/ Bam H I
enhancer Vh _HEF-12h-gr I - 9. 2 k b ~c~ SV40 n eo  SV40 ~-globin polyA
intron EcoR I. Klenow. Hind lil linker   9/24 Fi g . 9 Pvu I EcoRl Eco R I
mp EFIa Hi nd III promoter Vh Bam H enhancer 1 HEF-12h-gp~i 3 ,'~,% 40 N9 2
kb v ~ / w Pvul/Hind III Pvul Eco R I 



1 mp H~W 1 2 SEP 2002 Hind III Vk Bam HI , EcoR ~ HCMV-12k-gk 3 SV4U
PvuliHind III ligation Pvul Eco R I EF la ' ~ Hind II I promoter gam H I
enhancer Vk EcoR I HEF 12k-gk SV 40 0 J n EcoRl EcoR I   10/G Fig. 10 Wul
EcoRl Bam H 1 mp pSV2-dhfr -5kb SV40 ~~ Fw II SphHind 111 Pvui I Sph I Kt
now seref ligati on E oRl ' Bam H I ~P F6V2-dE dhfr N4.87kb EcoR t - \ ind
111 ~ 2 SEP 2042 Pvul EcoRl Hind II I p HCMVVh EcoRl Bam H I 1iCNIV-FMh-9~1
B -9.2 kb fl SV40 ~neo coRl partial ligation Pvul Eco RI Hind I I I ~pHCMV
Vh Eco R I Bam H I z c DHFR-oE-PMh-grl3 SV40 ~ 8~ 6 k b  H ind III dhfr ~`
coRl BamHl   1 ~~ 4 Fig. I I Pvu I EcoR I ~ 2 SEP 2002 



- ~~~ Hind III A mp Vh am H Pvu I c DHFR-of 12h-gel ~ A~ EF la EcoR I n
enhanceruh ~Hi nd II _o \~dhfr IPMIf~+) Ram H I `-~~nd II~ RVh-PM I f -4 ~S
t3am H I Eco R I sv4o n~ removed 2nd dam H I Pvul/Bam H Pvul/Bam H ligation
Pvu I ' EFIa EcoRl mp promote r H i nd I enhancer Vh gam H I ( PM I f-4 ?
DHFR-of RVh-PM I - f SV40 -aE 3 Hind III \dhfr J W v EcoR I   Fi g. 12 0 ~r
D O 1.2 0 0 .r.r ~i~~~~i ~'~ i ~.~ i oSTANDARD PM-1a , o CONTROL.. ~ H I M
E R I C PM-1 a of  o RV~a+'~VH o R1,~~.0~- CVH r o' `o ~ ero 0 0 1 10 100
1000 ANTIBODY CONCENTRATION (ng/ml ) ,~, m -o N D 0 N   1. 3 1.0 o D 0 Fi
g, I 3 --,o_, __o_____o oCHIMER I C PM 1 a ~,. o PV~a+RVH a ~ RVLa+ RVHf i
i i i i - Q 0.1 1 10 10C 1000 ANTI BODY CONCENTRATI ON (ng im I ) 



N s N m N O   ,oo z -m 50 z 0 Fig _14 o._-.......-a o--''_.,.o~' s oCHIMER
I C PM , a ,% oMOUSE PM1 ;  RVLa+ RVHf i  i / / O O i i ''O' .O. ~~~-O~.
.. , 10 10o loo0 loooo ANTI BODY CONCENTRATION (ngln 1 ) N ~i N N 0 O N
15/24 1 2 SEP 200Z 0 __ .1 o~ ~~\ '~ r o N~~ m ~~a ~s = x N Z U-v l.~ C3`,
c ~W ~ O G O = w . p tc7 L~.. O ~J ~ ~ J~Q ~ ~ ~ a~ O ~ y = _ r_ ,.- ~Gv
0~: ... ~ I i i N fl- \ . ~Cv . . E ,. j aa o ~`o~c E _a =m -o uG> 0 ' U w
~o ~o a o' c O ~u ..',~ c LL. 0~. N p w O ~~cN . ~ Y ~ ~.~r >JU I a   1 2
SEP 2002 24 F i g.16 _______ , !. ~_____ CDR1 F CDR2 G CDR3 ~~H H.ind~I`-
`~ BamH I FIRST PCR 



ASSEMBLE 1CYCLE SECOND PCR RESHAPED DNA FRAGMENT   17~~ Fig.i7 ono ' _1-
1.0 0 0 ~=r i ,~ 2 gEp 2442 / , STANDARD AUK12-20 (CH IMERIC ) 0.5 Q -`
CHIMERIC AUK12-20 --~-- RV~a CHIMERIC H s ~ r t ~ i i I I i i i I i 5 10 50
100 500 ANT IBODY CONCENTRATION (ng/m.Q   ~ 2 SEP 2002 184 F i g.18 0.8 0.6
0 0 0.4 0.2 0.0 ANTIBODY CONCENTRATION (ng/m~ )  10 50 100 5UU   1 2 SEP
2002 19/4 Fig,l9 0. 8 o a a -~ . o, 0.6 .~ i ./, a O i  0 O 0.4 ~'~`~ O
STANDARD p ~~ AUK 12-20 i O ---o --- CHIMERIC ' AUK12-20 -_-a
,~,--_-.R~/~a-f-RVHd al, i 0. 2  Oi 10 50 100 500 ANTIBODY CONCENTRAT ION
(ng/m,~ )   



~ 2 SEP 2002 204 Fig.20 .--~ 3 -~. ~2 ~ ~ 6 (SYNTHETIC OLIGONUCLEOTiGcS) ll
II Il ~:NNEA~iNG AND EXTENTION AT LAVV TEMPERATURE USING TAB ENZYME (FIRST
PCR) I! II A i ~ g_ ASSEMBLY AND AMPL1FIING SYNTH~T?C GENE AFTtR ADDING
TERMINAL PRIMERS A AND B (SECOND PCR) SYNTHETIC GENE   12 SEP ZB~~ F i g.21
100; 0 0 0 H 50 m z 0 i AUK~12-20C --o--MOUSE AUK12-20 /~'' 1
RV~a+RVHSje122HQ 1 10 100 1000 ANTIBODY CONCENTRATION(ng/m.Q)   224 (~ 2
SEp 2002 Fig.22 ,oo 50 H 0 1 ,.-.~~=_g~~. .. /"~J // AUK12E20C /p
--o--MOUSE AUK12-20 1 RV~a+RVHS1e1220Hb 1 10 100 1000 10000 ANT I BODY
CONCE NTRAT ION (ng/m.Q )   1 2 SEP 2002 24 F i g.23 10U 0 a z H 



0 50 1 ~.Q i CHIMERIC AUK12-~20 ,0~ ~ -- o--MOUSE AUK12-20 _~i ~' 1
RV~Q+RVHS~e1220H~ 10 100 1000 ANT I BODY CONCENTRATION ( ng/m.~)   24 F
ig.24 1 2 SEP 2002 of  ~ J \/ a /~ / CHIMERIC H 50 ,~ ~ AUK 12-20 m b,~
--O-- MOUSE AUK12-20 1 RV~a+RVHS~e1220Hd =~o~o n-i i mnl i i i iiiiil i i ~
i iiiil i i i i iiiil 10 100 1000 10000 ANT IBODY CONCENTRATION (ng/m.~ )
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]caU]ca]ca]caU]ca]ca]cTa]c aU]c a4PQ}
axy~ytojd_ZU]ca]c"a]caU]ca]ca]ca]ca]ca]caU]ca]caU]ca]caU]ca]caU]ca]caU]ca]c
aU]ca]ca]caU]ca]caU]ca]ca]ca]caU]ca]ca]ca]ca !(,8;
fzupjd_YT]caU]ca]caU]caU]ca]ca]ca]ca]ca]caU]ca]c*a]ca]c8a]caU]caU]ca]caV]c8
a]ca]caDJ]ca]ca]ca]ca]caU]ca]ca]c"a]ca]ca]ca
$&(*,.DMNRVcegnq{vqlfa\W]c]ca]c*a]caU]ca]ca]c*a]c8a]c$a]ca]ca]ca]caDc]ca]ca
]caU]c a]ca]ca]ca]ca]c,a]ca]c"a]ca]cPa]ca]ca]ca]c,a]ca U]c ^aU]c a !(*;@PS\
~ytoid_ZT]c^a]ca]ca]ca]c^a]ca]c:a]ca]c
a]ca]ca]ca]c8a]caU]ca]ca]ca]ca]c$a]c$a]caU]caU]ca]caU]ca]caU]caDP]caU]ca]ca
]ca]ca (klo P \ _ l    



567uz}xsnid^Y]c^a]caU]ca]ca]ca]ca]ca]ca]ca]c8a]ca]ca]caDTl]ca]ca]ca]ca]ca]c
a]ca]c"a]ca]ca]ca]caV]c:a]ca]ca]ca]ca]c^a]ca]ca ;N\es w
ejszB^}|wrmhc^Y]c^a]ca]c8a]ca]ca]ca]ca]c
a]caV]c8a]ca]ca]ca]ca]ca]ca]ca]ca]c
a]ca]ca]ca]c<a]ca]ca]ca]ca]ca]ca]ca]ca]ca]ca]c a!
"$)/2>&+8:EMT|wqlfa[U|wrmhc^Y]U]caU]ca]caU]ca]caU]ca]caV]c8a]ca]ca]ca]ca]ca
U]ca]ca]caU]caU]ca]ca]caU]ca]caU]c a UV]c aU]c a UV]c
a]ca]ca]ca]ca]caTf%'*>`~ysmhb]XSmh]ca]c$a]caU]ca]caU]caU]ca]ca]caU]ca]ca]ca
U]ca]ca]c$a]c$^a]c$aV]c4aU]ca]ca]ca]ca]ca]c4a]caU]caU]caU]ca]c^a]ca]ca]ca
`begikorx5:JSVXbg7{vqkfa\Wmh]ca]ca]ca]ca]c*a]c*^a]c*a]c8a]ca]c"a]ca]ca]ca]c
a]ca]ca]ca]c$a]ca]c$a]ca]c$^a]c$a]ca]c$a]ca]caU]ca]caU]caU]ca U]c^aU]ca
7<CGOSUW[]kmo!*.26:>Bbc{vqlgb]Umh]D]ca]ca]ca]ca]ca]ca]ca]ca]c8a]ca]ca]ca]ca
]c^aU]ca]caU]ca]caU]ca]caU]ca]ca]ca]caU]ca]ca]ca]caU]ca]ca]c:a]ca cdu
%'(*8]jnubt}xsmhc^Ymh]D]]c"a]ca]ca]cXa]c^a]ca]c*a]ca]c*a]c8a]ca]ca]ca]ca]c^
a]caU]ca]caV]ca]caU]ca]ca]caU]ca]ca]c"a]c,a]c8a]ca]c"a]ca]ca
!%(*.>CFgi{}}xrmhc^Ymh]D]]c8a]ca]ca]ca]caU]ca]caU]ca]ca]caU]ca]c,a]caU]ca]c
a]c,a]c8a]c"a]ca]ca]ca]caU]ca]ca]ca]ca]caU]c a]c.a]c.a]ca]c8a
2>dgo|)Kzupje`[Vmh]D]ca]ca]ca]caU]ca]ca]caU]ca]caU]ca]ca]caU]ca]caU]ca]c*a]
c"a]c8a]ca]ca]ca]caU]ca]caU]ca]caV]ca]ca]caU]ca]ca]ca iG! !10%  &'()-* !10%
&'()-* !10%  &'()-* !10%  &'()-*  k10%  &'()-k10%`&'()- !"#$jM0 !10%
&'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-*!
!10%  &'()-*$%&'(*~a?jM0 !10%! !10%  &'()-* !10%  &'()-* !10%  &'()-* !10%
&'()-*G{ T\;)| !*./89:;<eH+ !10%  &'()-* !10%  &'()-* !10%  &'()-* !10%
&'()-*! !10%  &'()-* !10%  &'()-*! !10%  &'()-*<=>?@AB~aD'+ !10%  &'()-*
!10%  &'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-*G{ 



T\;)| !BCDEFGHn&+G{ T\;)| ! !10%  &'()-* !10%  &'()-* !10%  &'()-* !10%
&'()-* !10%  &'()-*HIJMNOPQiL/{  !10%  &'()-* !10%  &'()-* !10%  &'()-*
!10%  &'()-*! !10%  &'()-* !10%  &'()-* !10%  &'()-*QRSTUW`>iL/{  !10%!
!10%  &'()-*G{ T\;)| ! !10%  &'()-* !10%  &'()-* !10%  &'()-*WYZ[]^_`eH+
!10%  &'()-* !10%  &'()-* !10%  &'()-*! !10%  &'()-* !10%  &'()-* !10%
&'()-*! !10%  &'()-*`abcdefC&+ !10%  &'()-*G{ T\;)| ! !10%  &'()-* !10%
&'()-* !10%  &'()-* !10%  &'()-*fglmnopqiL/ ! !10%  &'()-* !10%  &'()-*
!10%  &'()-* !10%  &'()-* !10%  &'()-*! !10%  &'()-* !10%
&'()-*qrstuw}`>iL/ ! !10%! !10%  &'()-* !10%  &'()-*G{ T\;)| ! 



!10%  &'()-* !10%  &'()-*wz{`C/ ! !10%! !10%  &'()-*! !10%  &'()-* !10%
&'()-*! !10%  &'()-* !10%  &'()-*! !10%  &'()-*n&/G{ T\;)| !1 !10%  &'()-*
!10%  &'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-*}[9/G{ T\;)| ! !10%
&'()-*! !10%  &'()-*! !10%  &'()-* !10%  &'()-*! !10%  &'()-*! !10%
&'()-*eH+ !10%  &'()-* !10%  &'()-* !10%  &'()-*! !10%  &'()-* !10%  &'()-*
!10%  &'()-*! !10%  &'()-*xV9eH+ !10% !10%  &'()-*! !10%  &'()-*! !10%
&'()-*G{ T\;)| ! !10%  &'()-*}`>+ !10%! !10%  &'()-* !10%  &'()-* !10%
&'()-*! !10%  &'()-*! !10%  &'()-*! !10%  &'()-*C&+ !10%  &'()-*G{ T\;)| !
!10%  &'()-* !10%  &'()-* !10%  &'()-* 



!10%  &'()-*|Z=+ !10%  &' !10%  &'()-*! !10%  &'()-*! !10%  &'()-*! !10%
&'()-*! !10%  &'()-* !10%  &'()-*eH+ !10%  &' !10 !10%  &'()-* !10%  &'()-*
!10%  &'()-* !10%  &'()-*! !10%  &'()-*! !10%  &'()-*~a?H+ !10%  &'! !10%
&'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-*G{ T\;)| !jM0 !1 !10%  &'()-*
!10%  &'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-*! !10%
&'()-* ~\:jM0 !1 !1! !10%  &'()-*! !10%  &'()-* !10%  &'()-* !10%  &'()-*G{
T\;)| !eH+ !10%  &'()-* !10%  &'()-* !10%  &'()-* !10%  &'()-*! !10%
&'()-* !10%  &'()-*! !10%  &'()-*$%~\?eH+ !10%   !10%  &'()-*! !10%  &'()-*
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