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Towards the Development of Antitumor
Vaccines: A Synthetic Conjugate of a Tumor-
Associated MUC1 Glycopeptide Antigen and
a Tetanus Toxin Epitope**

Stefanie Keil, Christine Claus, Wolfgang Dippold, and
Horst Kunz*

Since it was recognized that tumor cells and normal cells are
distinctly different in the glycoprotein profile of their outer
cell membranes,!! numerous efforts have been made to
develop tumor-selective antigens for vaccinations against
tumors.?! First investigations focused on glycolipids.! Since
1977, Springer et al.l'"™ have described glycoproteins carrying
the Thomsen-Friedenreich antigen (T- or TF-antigen:
Galf(1,3)-GalNAc-O-Ser/Thr) as being tumor-associated sur-
face structures on epithelial cells. A close structural relation
between T-antigen glycoproteins and asialoglycophorins was
supposed because of cross reactivities of antibodies induced
by these components. Based on these results, we synthesized
Tx- and T-antigen glycopeptides 15 years ago in order to
obtain antigens for vaccinations against tumors.[* To this end,
synthetic T-antigen glycopeptides with the N-terminal se-
quence of the M blood group glycophorin were coupled to
bovine serum albumin (BSA) and used for vaccination of
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mice. A monoclonal antibody (82-A6) obtained by hybridoma
techniques was selectively directed against the T-antigen
glycopeptide. It exhibited affinity to epithelial tumor cells in
enzyme-linked immunosorbant assays (ELISAs), but did not
show sufficient tumor selectivity. Further characterizations of
this antibody disclosed no affinity for glycophorin, but binding
to asialoglycophorins was observed,> % which confirms spe-
cificity towards the T-antigen structure. Interestingly, the
antibody proved to be distinctly more reactive to asialogly-
cophorins of the M blood group than those of the N blood
group. The former contains an N-terminal peptide sequence
identical to the one in the synthetic T-antigen glycopeptide.
Thus, the antibody differentiated between the two glycopro-
teins which both carry numerous identical T-antigen saccha-
rides but are slightly different in their peptide sequences. This
observation implies that the specificity of an antibody
directed against a carbohydrate epitope is distinctly modu-
lated by the peptide sequence in the linkage region.*-*1 We
conclude that a tumor-selectitve antigen not only requires a
tumor-associated saccharide epitope but also a tumor-selec-
tive peptide structure.

During recent years, amino acid sequences of tumor-
associated mucins have been elucidated.”! Our syntheses are
now aimed at glycopeptides of the tumor-associated mucin
MUCL.BI MUCI is overexpressed up to tenfold on epithelial
tumors and is incompletely glycosylated because of a pre-
maturely occurring sialylation. The low glycosylation rate of
the polymorphic epithelial mucin (PEM) MUCI influences its
conformation. Peptide epitopes located in its tandem repeat
region become accessible to the immune system. They should
constitute tumor-selective peptide-structure information.
Therefore, we have synthesized Ty-,1! T-,'% and sialyl - Ty -
antigen glycopeptides!'! from the tandem repeat region of
MUCL." As only one of these glycopeptides exhibited a
proliferating effect on peripheric blood lymphocytes, we have
developed a novel concept for the antigen construction of
antitumor vaccines. According to this strategy, the tumor-
associated MUCI1 glycopeptide antigen is combined with a
T-cell epitope of tetanus toxin using a flexible spacer to give a
conjugate 1 (Figure 1).

Spacer
YSYFPSV (TTX) GVTSAPDTRPAP

T-cell epitope tumor-associated antigen

Figure 1.

The peptide motif PDTRPAP was incorporated into the
target structure as the immunodominant domain*¥l. The
neuraminic acid was protected as its benzyl ester,* and the
whole construct 1 was formed from two large portions in a
solid-phase fragment condensation. The sialyl-Ty building
block was synthesized from a Ty—threonine conjugate and a
neuraminic acid donor.'l The O-acetylated sialic acid benzyl
ester 21" was treated with acetyl chloride to give the glycosyl
chloride which, with potassium O-ethylxanthogenate, was
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converted into the sialyl xanthogenate 3;!*! this had already
been demonstrated as a favorable glycosyl donor in the case of
the sialic acid methyl ester.'!l Reaction of 3 with the partially
protected Ty-threonine precursor 4! regioselectively fur-
nished the desired STy - threonine conjugate 5 (STy = Sialyl-
Ty). Low temperature and intermediate acetonitrile conju-
gates favor the formation of the a-sialoside (Scheme 1).
After O-acetylation of 5, the tert-butyl ester was removed

ester, 13 was coupled to the HYCRON linker.”l The Fmoc-
Val-spacer—-HYCRON conjugate 14 was coupled to the
polymer (—15) and then the tetanus toxin peptide —spacer
conjugate was assembled according to the Fmoc strategy. In
the first chain extension, a dipeptide was coupled® to furnish
16 in order to avoid formation of a diketopiperazine. Finally,
the Fmoc group was exchanged for an acetyl group
(Scheme 3).

from 6 by careful acidolysis. The obtained STy—threonine
building block 7% was used in the solid-phase synthesis of the

0) a o) b 0)
glycododecapeptide sequence of the MUCI tandem repeat Hof\/ 9‘3/\002’5“ — N3/<\’ }‘?’ACOZIBU —_— H2N’<\/ }sﬁcozr‘au
10 1 12

region.

The synthesis of the STy —glycododecapeptide started with
Fmoc-proline linked to the aminomethylpolystyrene (AMPS)
resin 8 through the allylic HY CRON anchor® and f$-alanine.

In order to avoid the formation of a diketopiperazine, a a.
change to the Boc strategy was chosen for the second amino

acid (Ala). This is possible because of the stability of the

allylic anchor to both acids and bases.[”) The further synthesis ol
of the resin-bound STy-glycododecapeptide 9 was per-
formed according to the Fmoc strategy (Scheme 2). oh

—_—

Parallel to this, fert-butyl 12-hydroxy-4,7,10-trioxa-dodeca-
noatel'” (10) was converted through the 12-azido derivative
11 into the 12-amino derivative 12, which was then condensed
with Fmoc-valine to give 13; after cleavage of the fert-butyl

R

OH
HO&& el
HO. AcO» O
OAc COQBH AcHN o cH AcHN R'OO
AcQOw 10 X 3 OAc o
AcHN FmocHNj;r(OtBu RO

4 © AHN & cp,
2 X=0Ac
OR
a,b [ c _ , FmocHN
3 X= S, OEt R=1Bu R'=H 5jd o)
g R=Bu,R=Ac6
j e
R=H R=Ac 7
Scheme 1. a) AcCl, 20°C, 3d, quant.; b) KCS,OEt, EtOH, 20°C, 4h, 73%;
c) CH;SBr/AgOTt, CH;CN/CH,Cl, (2/1), —62°C, 3 h, 60 %; d) Ac,O, pyridine, 0°C,
) 3 g 3 2Ch 2, PY
4h, 84%; e) TFA/CH,Cl, (1/1), anisole, 20°C, 6 h, quant. Ac = acetyl, Tf = trifluor-
omethanesulfonyl, TFA = trifluoroacetic acid.

FmOC_P_O/\/\/Oe/\ot\/CONH-ﬁ-AIa-AMPS
8
a,b l

Boc-A-P-O-HYCRON-S-Ala-AMPS H-A-P-O-HYCRON-S-Ala-AMPS

Hld

H-G-V-T[a-Ac,NeuNAc(OBn)(2-6)-a-Ac,GalNAC]-S(1Bu)-A-P-D(#Bu)-T(Bu)-R(Pmg)-P-
A-P-O-HYCRON-B-Ala-AMPS

9

Scheme 2. a) Morpholine/DMF (1/1); b) Boc-Ala-OH, TBTU, HOBT, NMM, DMF;
¢) 1. CH,CL/TFA (1/1) 2. DIPEA, CH,Cl,; d) ten times [1. 2.-8., 10., and 11. coupling:
Fmoc-AS-OH, TBTU, HOBT, NMM, DMF; 9. coupling: 7; 2. capping: Ac,O/pyridine
(1/3); 3. Fmoc-removal: morpholine/DMF (1/1)]. Boc =tert-butoxycarbonyl,
HOBT = hydroxybenzotriazole, TBTU = O-(1H-benzotriazol-1-yl)-N,N,N',N'-tetra-
methyluronium tetrafluoroborate, NMM = N-methylmorpholine, DIPEA = diiso-
propylethylamine, Pmc =2,2,5,7,8-pentamethylchroman-6-sulfonyl, Fmoc = 9-fluore-
nylmethoxycarbonyl.
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Fmoc-Val—N(’\/o}S/\coztBu 13

Fmoc-Val—H%Vo}s/\n/O\/\/\Of\/O}?’/\COztBu
0
14
Fmoc-VaI—u{\/o)S/\rro\/\/\Of\/O%ﬁCONH-AMPS
0
15

Fmoc-P~s-v—H{Vo}3/\[r0\/\/\of\/o};\00NH-AMPS
o]
16

— ik
- Ac-Y-S-Y-F-P-S-V——N('\/O%/\n/OH .
o)

H

Scheme 3. a) 1. MesCl, NEt;, CH,Cl,, 20°C, 3 h, 2. NaN;, DMF,
60°C, 18 h; b) Raney-Ni, H,, 2-propanol, 20°C, 12h, 73%;
¢) Fmoc-Val-OH, EEDQ, CH,Cl,, 20°C, 12 h, 70%; d) 1. TFA,
20°C, 2h, 2. B-HYCRON-OrBu (ref. [9]), NBu,Br, NaHCO,/
CH,Cl,, 20°C, 12 h, 75%; e) TFA, 20°C, 2 h, 95%; f) H-AMPS,
TBTU, HOBT, NMM, DMF, 20°C, 18 h 74 %; g) morpholine/
DMF (1/1); h) Fmoc-Pro-Ser(tBu)-OH, TBTU, HOBT, NMM,
DMF; i)4times [l.coupling: Fmoc-AS-OH, TBTU, HOBT,
NMM, DMF; 2. capping: Ac,O/pyridine (1/3); 3. Fmoc-removal:
morpholine/DMF (1/1)]; j) Ac,O/pyridine (1/3); k) [Pd(PPhs),],
morpholine, DMF/DMSO (1/1) 44% based on 15. Mes=fimor-
pholinylethanesulfonic acid, EEDQ = 2-ethoxy-N-ethoxycarbon-
yl-1,2-didydroquinoline.

The TTX-T cell epitope —spacer conjugate 17 was
obtained by Pd’-catalyzed cleavage of the allylic
anchor.’l This fragment was coupled to the solid-
phase-bound MUCI1 glycododecapeptide after car-
boxy-group activation using HATU/HOAT!"! to fur-
nish the T-cell epitope—spacer—MUCI antigen con-
jugate 18 (Scheme 4).

After Pd’-catalyzed cleavage of the HYCRON
anchor and purification by means of preparative
HPLC, the protected T cell epitope —spacer—MUCI1
antigen conjugate 19 was isolated in pure form (as
judged by NMR spectroscopy).?”) Hydrogenolysis of
the sialic acid benzyl ester, acidolysis of the side-chain
protecting groups, and mild methanolysis of the
O-acetyl groups gave the pure conjugate 20 (as
analyzed by HPLC and NMR spectroscopy)?!! in
47 % yield. Compound 20 corresponds to the delineat-
ed construct 1 containing the tetanus toxin epitope, a
spacer, and the tumor-associated MUCI1 glycopeptide
antigen.
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H-G-V-T[a-AcyNeuNAc(OBn)(2-6)-a-Ac,GalNAC]-S(fBu)-A-P-D(Bu)-T(1Bu)-R(Pmc)-P-
A-P-O-HYCRON-B-Ala-AMPS
I 9

Ac-Y (1Bu)-S(fBu)-Y(Bu)-F-P-S(fBu)-V-Spacer-G-V-T[a-Ac,;NeuNAc(OBN)(2-6)-a-Ac,GalNAc)-
S(tBu)-A-P-D(iBu)-T(tBu)-R(Pmc)-P-A-P-O-HYCRON-S-Ala-AMPS

18
l b,c
Ac-Y (1Bu)-S(1Bu)-Y (1Bu)-F-P-S(1Bu)-V-Spacer-G-V-T[a-AcsNeuNAc(OBN)(2-6)-a-Ac,GalNAc]-
S(tBu)-A-P-D(iBu)-T(Bu)-R(Pmc)-P-A-P-OH 19
l d
OH
Acrli—'r\cl)« OH
0-,COCH
HO
HOO

Scheme 4. a) 17, HOAT/HATU/NMM, DMF, 20°C, 2d, 42%; b) Ac,O/pyridine (1/3);
¢) [Pd(PPh;),], morpholine, DMF/DMSO (1/1) 20% based on 8; d) 1. Pd/C (10%), H,,
MeOH, 20°C, 1 h 2. CH,Cl,/TFA/thioanisole/ethanedithiol (10/10/1/1),20°C, 2 h 3. NaOMe,
MeOH, pH 8.5, 20°C, 18 h, 47 % over 3 steps. HOAT = 7-aza-1-hydroxy-1H-benzotriazole,
HATU = N-[(dimethylamino)-1H-1,2,3-triazol[4,5-b]-pyridin-1-ylmethylene]-N-methylme-

(FACS analysis). The analyses showed that
conjugate 20 induces proliferation of up to
100% for CD3-positive T-cells, and amongst
those for 53 % of CD8-positive T-cells. The other
substances also induced proliferation of CD3-
positive T-cells, but a much lower extent of
proliferation for the desired cytotoxic CDS-
positive T-cells. These preliminary results justify
the anticipation that conjugates of T cell epito-
pes and tumor-associated MUC glycopeptide
antigens such as 20 can induce cytotoxic T-cell
responsel??l and that on this basis efficient
synthetic antitumor vaccines can be developed.
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3H, H-2, V,%, S/f), 4.01-3.27 (m, 40H, H-3, H-4, H-5, H-6, H-4', H-5,

H-6', H-7', H-8, H-9', NH(CH,CH,0),CH,CH,CONH, 2 x Sf, G,

4 x P%),3.17 (m,, 2H, R?), 3.10-2.99 (m, 1H, F*), 2.90-2.77 (m, 7H,

2 x YP, Df, Ff*), 2.67 (dd, 1H, H-3'e), 2.60-2.54 (m, 2H, CH,CONH-

G-V-),2.33-2.18 (m, 4H 4 x P/), 2.11-1.77 (m, 15H, 2 x V¥, 4 x P?,

4 x Pv, RM), 2.03, 2.01, 1.93 (s, 9H, 3 x NHAc), 1.76-1.59 (m, 4H,

H-3'a, R®, R?), 1.34 (m, 6H, /=6.5 Hz, 2 x A?), 1.30-1.21 (m, 3H,

T7), 115 (d, 3H, J=62Hz, Ty), 0.97-0.85 (m, 12H, 2 x V7);

BCNMR (DEPT) (100.6 Mhz, D,0O): 6 =99.62 (C-1), 99.20 (C-2'),

22.14, 21.94, 21.49, (3 x NHACc), 18.73, 18.39, 18.22, 17.54 (2 x T?, 2 x

V), 15.11, 14.92 (2 x AP).

For the importance of this key property, see Section 2 in ref. [2a],

p. 885.
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Synthesis and Membrane-Binding Properties of
a Characteristic Lipopeptide from the
Membrane-Anchoring Domain of Influenza
Virus A Hemagglutinin®*

Frank Eisele, Jiirgen Kuhlmann, and
Herbert Waldmann*

Key events in the establishment and progression of viral
infection are attachment and fusion of the virus with the cell
and budding of new virus particles from the infected cell. This
complex multistep process is decisively influenced and
determined by posttranslationally modified proteins embed-
ded in the viral lipid bilayer. For instance, hemagglutinin from
influenza virus A is glycosylated in the extracellular domain!"?
and S-palmitoylated next to the transmembrane region (Fig-
ure 1). 4 The glycoprotein part is responsible for initiation of
viral infection through selective binding to sialic acid recep-
tors on the surface of the host cell. The lipid residues are
required for the interaction between the cell membrane and
the free capsid during budding of viral offspring® ° and are
thought to mediate protein—protein and protein—lipid inter-
actions in the viruses.”! In addition, the lipidated regions may
play an important role in fusion processes of the viral
membrane with the endosome after entry of the viral particle
into the cell.’® °) However, this proposal is controversial, since
other investigations indicated that the lipidated cytoplasmic
tail of the complex viral lipoglycoproteins is not essential for
its membrane fusion activity.['"!

For the study of these and related processes in precise
molecular detail, lipidated peptides which represent the
characteristic linkage region between the protein backbone
and the lipid groups and which additionally carry a marker by
which they can be traced in biological systems may be
employed as efficient molecular probes.!!l However, their
synthesis is complicated by the pronounced base lability of the
palmitic acid thioesters which hydrolyse spontaneously at
pH > 7.2 For the synthesis of such labile peptide conjugates
enzymatic methods may open up viable alternatives to
classical chemical techniques.'!l In this paper we report on
the development of the p-phenylacetoxybenzyl (PAOB) ester,
a new enzyme-labile protecting group for carboxyl function-
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