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Development of AB—peptide specific antibodies

Commercially available antibodies with known epitope:

DAEFRHDSGYEVHHQKLVFFAEDVGSNKGAIIGLMVGGVVIA
(1-42 ——
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Newly developed monoclonal antibodies available in large quantities:

AEF1.1-AEF1.19 KLV1.1-KLV3.1 No success in development of MAb

— — —
DAEFRHDSGYEVHHQKLVFFAEDVGSNKGAIIGLMVGGVVIA
(1-42)

Newly developed polyclonal antibodies available in large quantities:
Rabbit sera 54, 76

I ! Rabbit sera 77, 128 and 24

DAEFRHDSGYEVHHQKLVFFAEDVGSNKGAIIGLMVGGVVIA

R G
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The best rabbit polyclonal
sera without special
purification is 77

Development of rabbit sera to AB—peptide

Rabbit polyclonal sera
77,128 and 24 Rabbit sera 18
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Newly developed method

of purification rabbit
sera (77, 76, 128 and 24)

Rabbit polyclonal sera generated anti AEF:

-(AEFRHDSGYEVHH (2-X)

N

3 rounds

D

T ¥
YY

Panspecific
antibodiesare
captured on
DAE peptide

AEF specificand

l non-specif%:r/
| I l antibodies flow

through

AEF 1.2 - AEF1.6 (Rabbit 54)

AEF1.2 - AEF1.6 (Rabbit 54)

4.000 5.92
2 000 534 Abeta 140 & 2-40 (1:40.000) 500 591 Abeta 3-40 & 4-40 (1:40.000)
AEF 1.2 (Rabbit54) 1 AEF 1.2 (Rabbit54)
0 A 51 ] c7:
4.000 592
2,000 534 Abeta 1-40 & 2-40 (1:40.000) 500 591 Abeta 3-40 & 4-40 (1:40.000)
AEF 1.3 (Rabbit54) 564 1 AEF 1.3 (Rabbit54)
0 A c5:4 a c7:4
— 4.000 592 —_ 591
g ]
B 2000 534 Abeta 1-40 240 (1:40000) 5, 500 Abeta 340 & 440 (1:40.000)
n A AEF 1.4 (Rabbit54)  i5 7.31 AEF 1.4 (Rabbit54)
0 cs:7 ) c7:7
4.000 592
5,34 Abeta 1-40 & 2-40 (1:40.000) 500 e
2000 i eta 400 Abeta 3-40 & 440 (1:40.000)
A A AEF 1.5 |Rablé|§140] l AEF 1.5 (Rabbit54)
0 592 - o cT:10
4.000 B
534 .
2000 ; l e e miad) 500 581 Abeta 3-40 & 440 (1:40.000)
5 ). ce:1 1 AEF 1.6 (Rabbit5d)
4 5 6 7 8 9 0 o8
| 5 6 7 8
p pl
AEF3.3 - AEF3-6 (Rabbit 54)
532
2000 534 Abeta 1-40 & 2-40 (1:40.000)
AEF 3.3 (Rabbits4)
A ced
i
532
2 2000 534 Abeta 1-40 & 2-40 (1:40.000)
8 AEF 3.4 (Rabbits4)
T j\ 731 ceT
i
§ 592
L o . 2,000 s Abeta 1-40 & 2-40 (1:40.000)
G Spec|f|c anti j\ J AEF 3.5 (Rabbits4)
ce:9
. . 0
A AEF antibodies 592
I 2000 Abeta 1-40 & 2-40 (1:40.000)
are captured on 535 0 5240 (140000)
(T J c6:11
&5 | AEF column 0 A
< 5 6 7 8 9
pl
Fractions from affinity purification of serum 54
1000
800 599
500 Abeta 1-40 & 240 (1:80.000)
s
200
1008
ifi . . o0 5,99
non-speciric Specific anti AEF _
tibodies fl A ) © 500 Abeta 1-40 & 240 (1:80.000)
antibodies tlow antibodies are elutec 2 SaFrid
200
through under low pH ;
100 508
800
500 Abeta 1-40 & 240 (1:80.000)
54 Fr15
400 cis
200
i
4 5 6 7 8

pl



[A14 698
719¢ €48
019¢ g8
€av LHL
1-L0dy-L9T YHL
€4€ 9L
S3g 1'50dv-6H9
1'zody-0TIVE 999
o  TT0dV-TTdT 1'60dv-839
nnu 11at 1'gody-LV9
& vt 0T9S
Q. TIVe 1'pody-58S
O 19ody-Z181 1'€0dy-TVS
O 1301 EHY
@
T s L1 LL] sl LI LLL
> S O VN NN SO0 VNN NN
N o) o0
o c
0 o 3
ou m- m
c < a
- |
5 . w
> 0 1's0dy-6H9
= €€
£ s3E o
‘gody-839
= - Rl o Sda4d L2
5 .n.NOQ(-cd<m (39 W 1 N N -
Vg 1'Lody-L9T 1-gody-LV9
: 698
110 ' ppody-s8S . €8
, 48
TVC B codv-ivs | °
TIVe CHY LHL
vl o 9L e

<

Rabbit sera 33



Development of antibodies to ApoE plus ELISA using combination
of mouse monoclonal antibody and rabbit sera

Rabbit polyclonal sera developed: number 33
Mouse monoclonal antibody developed: ApoEl.1 - ApoE5.1
ApoE ELISA
control human serum
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Development of ApoE ELISA using combination of two mouse
monoclonal antibodies

ApoE ELISA
control human serum ApoE ELISA
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Summary of antibody to ubiquitine development
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Preparation of biotinylated FAB fragments

Fab cleavage Fc fragment Biotinylation
removal
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Antigen

Summary of antibody development

Antibodies anti N-terminal Ab-peptide

Name of
antibody

Type of antibody

Labelling with
required label

Isotype

Status

Mouse monoclonal

Not required but

A-beta peptide: ) . . IgG2b, Ready for partners upon
AEF2.1 antibody clone available for direct X
AEFRHDSGYEVHHC AEF2.1 labelling kappa requirement
A-beta peptide: Mouse monaclonal Not required but IgG2b, Ready for partners upon
AEERHDSGYEVHH AEF4.1 antibody clone available for direct K requirement
G C AEF4.1 labelling appa q
A-beta peptide: AEFS.1 Mc;ﬁii(r)ré?lncﬁg:]ogal aygitlarglqeuflcr)?%itr)gf:t IgG2b, Ready for partners upon
AEFRHDSGYEVHHC AEES.1 labelling kappa requirement
A-beta peptide: Mouse monaclonal Not required but IgG2b, Ready for partners upon
AEFRHDSGYEVHHC AEF11.1 antibody clone available for direct K requirement
AEF11.1 labelling appa q
A-beta peptide: U MTHEE Bl N [CEUIE (8L IgG2b, Ready for partners upon
AEFRHDSGYEVHHC AEF12.1 antibody clone available for direct K S ——
AEF12.1 labelling appa q
AEFRHDSGYEVHHC AEF14.1 labelling kappa requirement
AEFRHDSGYEVHHC AEF15.1 labelling kappa requirement
AEFRHDSGYEVHHC AEF16.1 labelling kappa requirement
AEFRHDSGYEVHHC AEF17.1 labelling kappa requirement
AEFRHDSGYEVHHC ' AEELS 1 kappa requirement

labelling




Antigen

Summary of antibody development

Antibodies anti Ab-peptide (middle part)

Name of
antibody

Type of antibody

Labelling with
required label

Isotype

Status

A-beta peptides

Mouse monoclonal

Not required but

mixture: : . . IgG1, Ready for partners upon
KLV1.1 antibody clone available for direct X
CEVHHQKLVFFAED and KLV1.1 labelling kappa requirement
CKLVFFAEDVGSNK
A-beta peptides M _— Not T
. ] ouse monoclona ot required bu
mixture: ) : . IgG1, Ready for partners upon
KLvV2.1 antibody clone available for direct X
CEVHHQKLVFFAED and KLV1.1 labelling kappa requirement
CKLVFFAEDVGSNK
A-beta peptides M onal Not red but
; ; ouse monoclona ot required bu
mixture: ! : X IgG1, Ready for partners upon
CEVHHQKLVFFAED and KLv3.1 antibody clone available for direct kappa requirement

CKLVFFAEDVGSNK

KLV1.1

labelling




Antigen

Summary of antibody development

Rabbit polyclonal antibodies anti Ab-peptide

Name of
antibody

Type of antibody

Labelling with
required label

Isotype

Status

A-beta peptide: N-

Affinity purified rabbit

Characterised and

CNKGAIIGLMVGG

sera 18

labelling

terminal part Rabbit sera 76 sera 76 None IgG available
DAEFRHDSGYEC
A-beta peptide: N- . .
F.) P Rabbit sera Affinity purified rabbit e Characterised and
terminal part . . Labelled with biotin IgG ;
76-biotin sera 76 available
DAEFRHDSGYEC
A-beta peptide: N- '
term?napl art Rabbit sera 54 A EUIITEE el aygi:atgﬂau;g?%it;gét IgG ClEEeESEe Ele
P sera 54 : 9 available
DAEFRHDSGYEC labelling
A-beta peptide: N- '
termri)napl art Rabbit sera 77 Affinity purified rabbit aygiﬁa[gﬂau;(r)?%i?g::t IgG Characterised and
P sera 77 : 9 available
AEFRHDSGYEVHHC labelling
A-beta peptide: N- . i
e Rabbit sera | Affinity purified rabbit Not required but Ready for partners upon
terminal part available for direct IgG 2
128 sera 128 ; requirement
AEFRHDSGYEVHHC labelling
A-beta peptides Not red but
. . - - . ot required bu
mixture: . Affinity purified rabbit . ) Ready for partners upon
CEVHHQKLVFFAED and | Rappit sera 17 sera 17 a"a"?:t')‘zl']?r:gd'rea l9G requirement
CKLVFFAEDVGSNK
) sy - - : Not required but
A-beta peptide: Rabbit sera 18 Affinity purified rabbit available for direct I9G Ready for partners upon

requirement




Antigen

Summary of antibody development

Available antibodies to monoubiquitine

Name of antibody

Type of antibody

Affinity purified rabbit

Labelling with
required label

Status

Ready for partners upon

Ubiquitin Rabbit sera 37 sera 37 None lgG requirement
Ubiquitin Rabbit sera 37-biotin Afﬁ""yggfff rabbit | | Jhelied with biotin IgG1 kappa Readyri"‘:u‘i’;';tn'::f upen
Ubiquitin UBI3.1-biotin an"gggdsi g}gr']‘gcsj[g‘g ;| Labelied with biotin IgG1 kappa Readyri"‘:u‘i’;';tn'::f upen
B ap | Mo moveor | e eing i | gy gpg | R foraonl el
Ubiquitin UBI4.1-biotin an"gggdsi g}gr']‘gcsj[g‘lj'_ ;| Labelied with biotin IgG1 kappa Readyri"‘:u‘i’;';tn'::f upen
Birap | Movemoveord || e teiig i | gy gpge | R foraton el
Ubiquitin UBI5.1-biotin an"gggdsi g}gr']‘gcsj[g‘g ;| Labelied with biotin IgG1 kappa Readyri"‘:u‘i’;';tn'::f upen
Ubiquitin UBI5.1-AP Mouse monoclonal Test labelling with IgG1 kappa Ready for additional labelling

antibody clone UBIS.1

Alkaline phosphatase

upon requirement




Summary of antibody development

Available antibodies to polyubiquitine

Name of
antibody

Labelling with

requiredlabel Status

Antigen

Type ofantibody Isotype

Polyubiquitine

- Rabbit Affinity purified IgG Ready for partners
peptide sera16 | rabbit sera 16 None kappa | uponrequirement
CTLEVEPSDTIENVK PP ponreq
Polyubiquitine Mouse monoclonal
peptide P-UBI2.1 | antibody clone None EGL iezdnyr?ruﬁfeﬁ::
CTLEVEPSDTIENVK P-UBI2.1 PP ponreq
Polyubiquitine Mouse monoclonal
peptide P-UBI3.1 | antibody clone None l:gma ieidnyr?ruﬁfeﬁ::
CTLEVEPSDTIENVK P-UBI3.1 PP ponreq
Polyubiquitine Mouse monoclonal
peptide P-UBI4.1 | antibody clone None gma ?je":,dnyrf:ru‘:i‘f;?::
CTLEVEPSDTIENVK P-UBI4.1 PP ponreq
Polyubiquitine Mouse monoclonal
peptide P.UBI6.1 | antibody clone None kfma iezdnyr?ruﬁfeﬁ::
CTLEVEPSDTIENVK P-UBIS.1 PP ponreq
Polyubiquitine Mouse monoclonal
peptide P-UBI7.1 | antibody clone None l:gma ieidnyr?ruﬁfeﬁ::
CTLEVEPSDTIENVK P-UBI7.1 PP ponreq
Polyubiquitine Mouse monoclonal
peptide P-UBI8.1 | antibody clone None l:gma ieidnyr?ruﬁfeﬁ::
CTLEVEPSDTIENVK P-UBIS.1 PP ponreq
Polyubiquitine Mouse monoclonal
peptide P-UBIO.1 | antibody clone None lgG1 | Readyfor partners
kappa uponrequirement

CTLEVEPSDTIENVK

P-UBI9.1




Summary of antibody development

Available antibodies to ERK1/2

Labelling with
Antigen Name of antibody Type of antibod . Isotype Status
g v Yp v required label P
ERK1/2: peptide . Affinity purified rabbit ) .
KTGFLT(p)EY(p)VATR Rabbit sera78 sera 78 None IgG Characterisedand available
ERK1/2: peptide . Affinity purified rabbit ) .
KTGFLT(p)EYVATR Rabbit sera 59 sera 59 None IgG Characterisedand available
ERK1/2: peptide . Affinity purified rabbit ) .
KTGFLTEY(p)VATR Rabbit sera 56 sera 56 None IgG Characterisedand available
ERK1/2: protein Rabbit sera32 | Rapbitpolyclonal None Nlazerm | CodlElEeren g LeaE
antibody 34 (sera) testing
Mouse monoclonal . s
ERK1/2: protein ERK1.1 antibody clone None 1gGA1 A"a"ab'f f“;f additional
ERK1.1 esting




Summary of antibody development

Available antibodies to TDP43 and ApoE3

Name of

Type of

Labelling with

Antigen . . . Isotype Status
g antibody antibody required label e
Human TDP43 . Rabbit polyclonal Available for additional
protein Rabbit sera 31 |, tibody 31 (sera) None Whole sera testing
Human ApoE3 . Rabbit polyclonal Ready for partners upon
protein Rabiit sera 33 antibody 33 (sera) None Whole sera requirement
Mouse Not required but
HumantA_poE3 Apol.1l monoclonal available fordirect | IgG1, kappa Readyrraoru?:aer't‘::':f upon
protein antibodies Apo1.1 labelling q
Mouse Not required but
HumantA_poE3 Apo2.1 monoclonal available fordirect | IgG1, kappa Readyrzoru?:aerrt‘:leer:f upon
protein antibodies Apo2.1 labelling q
Mouse Not required but
HumantA_poE3 Apo3.1 monoclonal available fordirect | IgG1, kappa Readyrzoru?:aer't‘:z:f upon
protein antibodies Apo3.1 labelling 9
Mouse Not required but
HumantA_poE3 Apo4d.1 monoclonal available fordirect | IgG1, kappa Readyrzoru'?fer'::':':f upon
protein antibodies Apo4.1 labelling q
Mouse Not required but
Human Apoks3 Apo5.1 monoclonal available fordirect | IgG1, kappa Ready for partners upon

protein

antibodies Apo5.1

labelling

requirement




