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Appendix 1: Solutions

Phosphate Buffered Saline

Sodium chloride (NaCl) 8.00g
Potassium chioride (KCI) 0.20g
Di-sodium hydrogen phosphate (Na;HPO,) 0.23g
Potassium di-hydrogen phosphate (KH,PO,) 0.20g

The chemicals were dissolved in 1 liter distilled water

0.1M Carbonate Buffer pH 9.8
0.1M disodium carbonate (Na,CO,) and 0.1M sodium hydrogen carbonate
(NaHPO,) in 2:3 ratio

Citrate-Phosphate Buffer pH 5.6
21ml 0.1M citric acid + 29 ml 0.2M disodium hydrogen phosphate
(Na,HPO,) with 50% distilled water

4M Sulphuric Acid
2 parts H,SO, + 4 parts H,0

DMF Purification

Pass high quality DMF through a column packed with fresh aluminium
oxide active; 1/3 part acidic alumina at the bottom + 2/3 part basic alumina
(Sigma)

Bromophenol Blue Stock

33.5g bromophenol blue (Sigma)

5.0ml purified DMF

* makes 10mM solution; may be kept at RT for two weeks in sealed bottle

20% Piperidine
Purified by distilling‘in flask containing NaOH
200ml piperidine +'800ml DMF giving approximateiy 2.025M solution



Appendix 2: The complete sequence of recombinant EA p54. The 10-
residue peptide fragments are synthesized according to this
synthesis schedule (not shown in full)



GENERAL NET SYNTHESIS SCHEDULE NUMBER

Bulk solutions for activator

Chemistry Group 1 data for synthe

stivator : DIC requires 22
jditive 1: HOBT requires 3

WEIGHTS FOR INDIV
# Amino acid description

32 Fmoc-L-Ala-OH.H20
Fmoc-L-Asp (OtBu) -~OH

12 quc-L-Glu(OtBu)—OH.HZO
2 Fmoc-L-Phe-OH

10 Fmoc-Gly-OH

2 Fmoc-L-His (Boc)-OH.5DCM
4 Fmoc-L-Ile-OH

10 Fmoc-L-Lys (Boc)-OH
18 Fmoc-L-Leu-OH
Fmoc-L-Met-OH
Fmoc-L-Pro-OH
Fmoc-L-Gln(trt)-OH
Fmoc-L-Arg (PMC) —~OH.3IPE
Fnoc-L-Ser (tBu) -OH"
Fmoc-L-Thr (tBu) -OH
Fmoc-L-Val-OH
Fmoc-L-Tyr (tBu) -OH

©
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Amino acids weighed by :..

solutions prepared by .

solutions dispensed by :..

omments:—

: 67

7.2 mg in 6.0 ml of

24.6 mg in 23.6 ml of

and/or additives ( 166

DMF

DMF

IDUAL AMINO ACID SOLUTIONS
patch wWeight (mg)
Actual

Target

ve... 104.5
tee.. 37.3
.. 56.9

18.7
51.3
65.4
12.6
30.6
32.2
49.8
85.5
36.0
24.3
24.3

DMF
(ml)

0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00
0.00

wells)

sis coupling 2

DIC
(ml)

0.30

0.24
8
5.83

Page

HOBt
(ml)

4.23
1.21
1.71
0.45
1.46
0.45
0.70
1.46
2.47
0.45
1.21
0.70
0.96
2.97
1.21
0.96
0.70
23.31
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GENERAL NET SYNTHESIS SCHEDULE NUMBER : 67 Page 4

A 3(1,2) TO

4(1,2)
5(1,2)
7(7,8)
3(3,4)
2(5,6)
7(1,2)

5(5,6)

w o o» o» o » P PP

3(5,6)
A 3(1,2)
A 6(5,6)
3(5,6)

A
A10(1,2)
o B 1(5,6

A 6(1,2)
A 8(5,6)

A 1(3,4)
B 4(5,6)

A12(1,2)

A 8(1,2)
B10(1,2)

A 5(7,8)

PIN POSITIONS for synthesis coupling 1

NEW PIN

POSITIONS

A12(7,8) B 3(1,2) TO B11(5,6)

well positions for

A 5(3,4)
A 8(3,4)
B12(1,2)
A 9(3,4)
B 2(3,4)
A 1(5,6)
B 9(3,4)

Al2(3,4)

A12(5,6)

A 2(3,4)
)

A 4(3,4)

>

1(7,8)

A 6(3,4)

A 3(7,8)

TO A 9(1,2) Al1(1,2)

B 6(5,6)

A 7(3,4)
B 6(1,2)

A 9(7,8)
B11(5,6)

A 2(7,8)

A 4(5,6)

A 4(7,8)

A 7(5,6)

A 9(5,6)

A11(3,4)

B 2(5,6)

amino acid dispensing

A10(3,4) A 6(7,8) B 4(1,2) TO B 5(1,

B 3(3,4) B 5(5,6) B 8(5,6)

A11(5,6) B 7(5,6) B10(5,6)

B 8(1,2) B11(1,2) B 1(3,4) B 7(3.4

A10(7,8) B 5(3,4) TO B 6(3,4) B11(3,

A11(7,8) B 8(3,4) B 9(5,6)

A 8(7,8) B 9(1,2) B 4(3,4) B10(3,4

A10(5,6) Al2(7,8) TO B 3(1,2) B 701



GENERAL NET SYNTHESIS SCHEDULE KUMBER : 67

Bulk solutions for activator and/or additives ( 166 wells)

Chemistry Group 1 data for synthesis coupling 1

ctivator : DIC requires 227.2 mg in 6.0 ml of DMF
dditive 1: HOBt requires 327.4 mg in 23.8 ml of DMF
WEIGHTS FOR INDIVIDUAL AMINO ACID SOLUTIONS

. # Amino acid description Batch Weight (mg) DMF DIC
Target Actual (ml) (ml)

14 Fmoc-L-Ala-OH.H20 48.5 0.00 0.49
6 Fmoc-L-Cys (Trt)-OH 42.0 0.00 0.24
4 Fmoc-L-Asp (OtBu)-OH 21.7 0.00 0.18

12 Fmoc-L-Glu(OtBu)-OH.H20 ..... ©56.9 0.00 0.43
6 Fmoc-L-Phe-OH  ..... 27.8 0.00 0.24
6 Fmoc-Gly-OH ceees 21.3 0.00 0.24
4 Fmoc-L-His (Boc)-OH.5DCM .. 27.5 0.00 0.18
2 Fmoc-L-Ile-OH .. 12.0 0.00 0.11

12 Fmoc-L-Lys (Boc)-OH .. 60.2 0.00 0.43

14 Fmoc-L-Leu-OH . 52.1 0.00 0.49
2 Fmoc-L-Met-OH . 12.6 0.00 0.11

18 Fmoc-L-Pro-OH . 62.5 0.00 0.62

12 Fmoc-L-Gln(trt)-OH .. 78.4 0.00 0.43
4 Fmoc-L-Arg(PMC)-OH.3IPE ..... 36.7 0.00 0.18

16 Fmoc-L-Ser (tBu)-OH"® cee.. 63.7 0.00 0.55
6 Fmoc-L-Thr (tBu)-OH  ..... 28.5 0.00 0.24

18 Fmoc-L-Val-OH .. 62.8 0.00 0.62
2 Fmoc-L-Tyr (tBu)-OH sawss d5.6 0.00 0.11

0.00 5.88
Amino acids weighed by :........ eitie = s = oie .. Date:........
Solutions prepared by :f.........i....nn sess DALEL . eenns e
solutions dispensed LY :..iieeeennn. e Date:..... [ap

mments:—

Page 3

1.71

1.71

23.51



GENERAL NET SYNTHESIS SCHEDULE NUMBER : 67

VOO W

B

Amino terminus is printed on the left

1(1,2)PLAQ <
2(1,2)GLAQ <
3(1,2) METTQTLRFK<
4(1,2) TLRFKTKALA<
5(1,2) TKALAVLSKC<
6(1,2) VLSKCYDHAQ<
7(1,2) YDHAQTHLKG<
8(1,2) THLKGGVLQV<
9(1,2)GVLQVNLLSV<
A10(1,2)NLLSVNYGGP<
A11(1,2) NYGGPRLAAV<
A12(1,2) RLAAVANAGT<
1(3,4) ANAGTAGLIS<
2(3,4) AGLISFEVSP<
3(3,4) FEVSPDAVAE<
4(3,4) DAVAEWQNHQ<
5(3,4) WOQNHQSPEEA<
6(3,4) SPEEAPAAVSK
7(3,4) PAAVSFRNLA<
8(3,4) FRNLAYGRTC<K
9(3,4) YGRTCVLGKE<
A10(3,4) VLGKELFGSA<
A11(3,4) LFGSAVEQAS<
A12(3,4) VEQASLQFYK<
1(5,6) LQFYKRPQGG<
2(5,6) RPQGGSRPEF<
3(5,6) SRPEFVKLTM<
4(5,6) VKLTMEYDDK<
5(5,6) EYDDKVSKSH<
6(5,6) VSKSHHTCAL<
7(5,6) HTCALMPYMP<
8(5,6) MPYMPPASDR<
9(5,6) PASDRLRNEQ<
A10(5,6) LRNEQMIGQU<
A11(5,6) MIGQVLLMPK<
A12(5,6) LLMPKTASSL<
1(7,8) TASSLQKWARK
2(7,8) QKWARQQGSG<
3(7,8)QQGSGGVKVT<
4(7,8) GVKVTLNPDL<
5(7,8) LNPDLYVTTY<
6(7,8) YVTTYTSGEA<
7(7,8) TSGEACLTLD<
8(7,8) CLTLDYKPLS<
9(7,8) YKPLSVGPYE<
A10(7,8) VGPYEAFTGP<
A11(7,8) AFTGPVAKAQ<
A12(7,8) VAKAQDVGAV<

ER R i d

R

Do B

49
50
51
52
53
54
55
56
57
58

WWWWwwwow

B
B
B
B

B
B
B
B
B
B
B
B

B
B
B
B

B
B
B
B
B
B
B
B
B
B

1(1,2)PLAQ <
2{(1,2)GLAQ <
3(1,2)DVGAVEAHVVK
4(1,2)EAHVVCSVAAL
5(1,2) CSVAADSLAA<
6(1,2) DSLAAALSLC<K
7(1,2)ALSLCRIPAVK
8(1,2)RIPAVSVPIL<
9(1,2) SVPILRFYRS<
10(1,2) RFYRSGIIAVC
11(1,2)GIIAVVAGLL<
12(1,2) VAGLLTSAGD<
1(3,4) TSAGDLPLDL<
2(3,4)LPLDLSVILF<
3(3,4) SVILFNHASE<
4(3,4)NHASEEAAAS<C
5(3,4) EAAASTASEP<
6(3,4) TASEPEDKSP<
7(3,4) EDKSPRVQPL<K
8(3,4) RVQPLGTGLQ<
9(3,4)GTGLOQRPRH<
10(3,4) QRPRHTVSPS<
11(3,4) TVSPSPSPPPK
12(3,4) PSPPPPPRTP<
1(5,6) PPRTPTWESP<
2(5,6) TWESPARPET<
3(5,6) ARPETPSPAIK
4(5,6) PSPAIPSHSS<
5(5,6) PSHSSNTALE<
6(5,6) NTALERPLAV<
7(5,6) RPLAVQLARK<
8(5,6) QLARKRTSSE<
9(5,6) RTSSEARQKQ<
10(5,6) ARQKQKHPKK<
11 (5, 6) KHPKKVKQAF<



GENERAL NET SYNTHESIS SCHEDULE NUMBER :

Segment 1:

&7

Description: No description entered yet

10-mer peptides based on the sequence BMRF1
Peptide spacing increment is §

79 peptides starting at residue 1
[METTQTLRFK]
[KHPKKVKQAF]

First peptide:
Last peptide:

Protein sequence: BMRF1 (404 residues)

1: METTQTLRFK TKALAVLSKC YDHAQTHLKG GVLQVNLLSV

51: ANAGTAGLIS FEVSPDAVAE WQNHQSPEEA PAAVSFRNLA
101: LFGSAVEQAS LQFYKRPQGG SRPEFVKLTM EYDDKVSKSH
151: PASDRLRNEQ MIGQVLLMPK TASSLQKWAR QQGSGGVKVT
201: TSGEACLTLD YKPLSVGPYE AFTGPVAKAQ DVGAVEAHVV
251: ALSLCRIPAV SVPILRFYRS GIIAVVAGLL TSAGDLPLDL
301: EAAASTASEP EDKSPRVQPL GTGLQQRPRH TVSPSPSPPP
351: ARPETPSPAI PSHSSNTALE RPLAVQLARK RTSSEARQKQ
401: NPLI

Amino Acid set to be used - AASET1

aaset 1:Free acid L-Fmoc amino

Positive Control

Negative Control

acids - DIC/HOBt chemistry

Peptide PLAQ

Peptide GLAQ

Number of copies of each peptide 2

Schedule based on a 150 microlitre fill/well

(Well concentration is 60 mM)

Details of pins used in the synthesis

Pin Batch No. .........

Acid level o s oo o .... microMole
HMD level ceeenns «... MMole
Beta-Alanine .............. mMole

Blocks A to B = 2 Blocks

Input Data checked and found to be correct

synthesis authorized to proceed

Page 1

NYGGPRLAAV
YGRTCVLGKE
HTCALMPYMP
LNPDLYVTTY
CSVAADSLAA
SVILFNHASE
PPRTPTWESP
KHPKKVKQAF
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