DECLARATION OF SHMUEL CABILLY 5

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE
BEFORE THE BOARD OF PATENT APFEALS AND INTERTERENCES

Cabilly et al bi
) Imerference No. 102,572
v, )
) Examiper-in-Chief
Boss ¢t al ) Mary B, Downey
DECLARATION OF SEMURL, CABILLY,
1. 1, Shmuel Csbilly, declare and stme that ! &m a citzen of the st of

lsrzel, residing in Hzife, lerael. My Curriculum Vitae is attached as Cabilly Exhibit
No. 19. 1 am ¢ co-inventor of United Siates Patem 4,816,561 entitled "Recombinam
Immuroglobuitn Preparatians”.

2 From December, 1980 umtil October, 1984, I was 2 Post Dostoral Fellow in
Dr. Art Rigg's laboratory m the Clty of Hope, Duarte, California. 1 am prescatly .
employed by the Weizmann lasthute of Sciemce 28 @ Sciemtst, in Rehovot, Lsrael.

3. 1 begam my involvemen: in the project to cxprest antibodies in bacicria
oz or zbout December, 1980, In resposse to zm imvitarioz from Dr. At Riggs to join
his laboratory, 1 came 1o th¢ City of Hope.

4, In September, 1981, 1 received CEA.66-E3 cells from Dr, Jobm Shively at
the City of Hope (Csbilly Exkibit Nao., 20, Bateg No. 00970). 1 used the CEACE-E3 eelle
from Dr. Shively's lab 1o extract total RNA. PolysA mRNA was purified from the total
RNA by using an oligo-dT ceilulose column (Cabilly Exhibit No. 20, Bates No. 00970
00974), Following the isclauior of tbe mRNA, I gave 3 sampic of i © William Holmes
at Genentech for the preparation of an E.coli cology ¢DNA Iibrsry | (Cabilly Exhibic
Ne. 11, Bates No. 00941 and Cabilly Exhibit No, 20, Bates No. 009&9).

s. 1 modified pKCEArp207-1* by slcaving out the Pstl-Pvul fragmem from
the ampicillin resistance geme, flling it in 2nd religaling the blunt <ads (Cabilly
Exhibit No. 20, Bates Nos. 0099S.00957) 10 vield the plasmid pECEAtp207-1%delta.  The
plasmid is resimamt to tetrgeyeline but semsuive 10 ampicillia.

6. T trsnsformed compoteat E.coli colls with pKCEAup207-1*delta, I thes
isolated successful transforments, treated them with caleium chloride and
retransformed these competent ¢ells with pGammaCEAInt2 which confers resistance
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o amplicillin but oot to tetracycline. These cowansformed cells can be grows and
idemified by their resistance $0 both smpicillin and tetracycline (Cabilly Exbibit Ne.
20, Bates No. 00997-00998),

7. I grew the¢ co-transformed cclls in minimel media containing ompicillin
and tetracycline. These cultures were induced with iandoleasrylic acid (JAA) and
samples wete 1aken and allowed to grow over night, The cells from these cultures
were collected by centrifugation end refraciile body preps made. One of these
sampies was given to Jeanne Perry for analysis by SDS- polyscrylamide gei
electrophoresis (PAGE) (Cabilly Exhibit No, 8, Bates Nos. 00149-00151). 1 amalyzed
scveral samples by SDS-PAQE which were subsequently silver suaimed or subjected 0
Weastern blot usizg anti-mouse [gC for the ideatfication of light and heavy chain
protein (Cabilly Exkibit Ne. 20, Bates Nes. 00994, 00998-01001).

8. I conduered a3 reconstitution experiment with masterial from the co-
transformed Beavy and light chain E.coli. cells. ! grew the co-tramsformed cclls,
lysed them by sorication and solubilized the pellet with guasidine hydrochioride
(Cabilly Exhibit No. 20, Bates Nos. 00991.0099Z). This maréri2l was incubared
overnight at room iemperature. I, thenm, dizlyzed the reaction mixiure sgpinst ures
buffer 2t room temparature followed by dialysis into phosphate bduffered saline
(PBS). 1 perfommed an zssay 1o deteet astive anti-CEA amtibody. 1 found that the
heavy chain and light chain protein had recombined 1o yield anrigen binding
activity sisniﬁczm.ly higher tham background (Cabilly Exkibit No. 20, Bates Nos.
00992-00993). ‘v

9. I was also invoived in the canstmction of pGammeCEAFABup207-1%, a
piesruid vector for the dircct cxpression of the FAB fragmemt of the heavy chain
gene (Cabilly Exhibit No. 20, Bues No. 00975). 1 digested pBR322 with Hindlll, filled
in, digested with Pst and wreated with bacterial zlkaline phosphaiase (Cabilly Exhibit
No. 20, Baws Nos. 00982-00983). I isolared the vector fragment by PAGE (fragmemt I).
I received 2 sample of pGemmaCEArp207-1* from William Holmes (Cabilly Exhibit No.
13). 1 digested this plasmid with Bam#l and Pstl and isolaicd the frzgmemt by PAGE
(fragmenmt II). Anocther sample of this plesmid wes digested with Neol and NdeL I
isolated the 260 bp DNA fragment by PAGE. I used a 13 bp ohzcmxclcoddc primer in &
primer repair reaction in order 10 introduce a2 termination codon (Cabilly Exhibit No.
20, Baies No. 00976). The fs sgacnt wes then digested with BaxHI, the 179 bp
{rzgment isolaicd by PAGE, and filied in (fragment III) (Cabilly Exhibit No, 20, Bates
Ne. 00976). Approximately 100 ng of fragment I, II, and Il were ligated and
transformed imto E.coll (Cabilly Exbibit No. 20, Bawes Nos, 00983-00985). Thess
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wansformants were analyzed by Micksel Rey, William Holmes and myself (Cabilly
Bxhibit No. 13, Bates Nos. 00885-00887 and 0088%; Cabilly Exhibit No. 15, Bares Nos.
00Sal, 00543 and 00344; Cadilly Exhibit No. 20. Baes Nos. 00986-00987) which verified
the construction of pCGammaCEAFABup207-1* by sequencing and resiriction cieavage
analysis. ' These transformants Wwers lailer co-trsasformed with ihe light chain
plzemid pkCEALp207-1* (Cabilly Exhibit N¢. 20, Bates Nos. 01013.01014),

10. I further declare they all natemenes made of my own knowledge =re wroe
and that all sizcmems made on informstion snd belief are belicved to be irue; and
further that these statements were made with the knowiedge thar willful false
siastements dnd the Hke so made are punishable by fine or imprisommasat, or botb,
undes Ssetion 1001 of Title 18 of the Ulnited Sues Code.

Cadi Pl sTmsct

Skmuel Cabilly, Ph.D.

Dned:..&’.‘__z. /7/
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