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APPENDIX 1: Questionnaire used in the Skin Prick Test

FOOD ALLERGY / HYPERSENSITIVITY QUESTIONNAIRE

R/N No:
RACE: .
TEL No.: .

SYMPTOMS OF FOOD ALLERGY:
L. RESPIRATORY: 1. Asthma ...........
2. Rhinitis : a. Rhinorrhoea .
b. Sneezing ..
c. Itchynose ....

1L GIT: Nausea .......ccceenene
Vomiting ..
Diarrhoea .

IIl.  OTHERS:  Headache ....
Itchy Eyes ...
Urticaria .
Eczema ...

FAMILY HISTORY OF ALLERGY
Father ........ Mother ......... Siblings ......... Children .........

ACCOMODATION HISTORY

. Carpets at home ............

Pets: isisusaaains

. Household pests ... ..(rats/cockroaches)

. Air-conditioning at home/work)

. On staying away from home, symptoms become (better/worse/absent)

[ N

SYMPTOMS ARE PROVOKED AND/OR AGGRAVATED BY

1. House dust ............

2. Temperature changes .............

3. Animal dander ...........

4. Food i. Dairy products ............
ii. Seafood...
iii. Meat v
iv. Others ............
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Appendix 3: Result generated by the BLAST in the analysis of the nucleotide profile of Der p 10
DNA as sequenced by the ABI system

> Program Blastn
> DataLib GenBank
> Descriptions 100
> Alignments 100
> View 0
> Filter T
> Gap_Open 5
> Gap_Extend 2
>GIF
> Gap_Align T

> What is the % of similarity?

**+*MSDEBUG Information***
/opt/bin/blastall -p blastn -d /xp01/blast2/db/blastdb/genbank_A -i 20030601013529794.query -W
11-G5-E2-m0-IF-gT-v100-b 100 -F T -K 100 >>20030601013529794.0ut 2>
20030601013529794.err

B e

BLASTN 2.1.2 [Oct-19-2000]

Reference: Altschul, Stephen F., Thomas L. Madden, Alejandro A. Schaffer,
Jinghui Zhang, Zheng Zhang, Webb Miller, and David J. Lipman (1997),
"Gapped BLAST and PSI-BLAST: a new generation of protein database search
programs”, Nucleic Acids Res. 25:3389-3402.

Query= What is the % of similarity?

(1518 letters)

Database: genbank_A
24,027,936 sequences; 31,099,264,455 total letters

i3

done
Score E g significant ali (bits) Value
(AF016278) Dermatophagondes pteronyssinus tropomyosin mRNA, com... 1386 0.0
(Y14906) Dermatophagoides pteronyssinus mRNA for tropomyosin. 1314 0.0
Complete cds.
Length = 1270
Score = 1386 bits (699), Expect = 0.0
Identities = 733/744 (98%), Gaps = 2/744 (0%)
Strand = Plus / Plus
uery: 44 atgy 28 103
\\IHIIIIIIIIH\\IIIIIIIIIII\\H\IIIIIIIIIIIIII\\II]IIIIIIII
233
1104 163
U a
Sbjct: 234 293
Query: 164

223
LT T
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Query: 164 ggatcaggtt 223

T T

Sbjct: 294 ggatcaggtt 353
Query: 224 28 g 283
U
Sbjct: 354 28 413
uery: 284 getgaagg! 343
IIIIIIIIIIIIIIIIIIIHIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIII
Sbjct: 414 getgaaggt, ggaa 473
Query: 344 88 403
U
Sbjct: 474 88! 533
Query: 404 88 463
A
Sbjct: 534 28 593
uery: 464 atggaaggttt 28 g 523
!HIIIIIII|IHIIIIIIIl!IIIIIIIIIIHlII||||IIIIIHIHIII|IIII
Sbjct: 594 atggaaggtt g 653
Query: 524 ggt 583
I
Sbjct: 654 ggttgaag 713
Query: 584 28t 88 643
[
Sbjct: 714 g g8t ggaagaat 773
Query: 644 ggt. 28 703
[
Sbjct: 774 ggt g8 833
uery: 704 gaa 762
[ O
Sbjct: 834 gaa 893
Query: 763 ttcgettgaacgatcagtgeaaaa 786
U
Sbjct: 894 ttcge-tgaacgatcagtgcaaaa 916
Score = 1253 bits (632), Expect = 0.0
Identities = 644/648 (99%)
Strand = Plus / Minus
Query: 865 ti 28 924
A
Sbjct: 1028 28 ggaaatgg: 969

255



984

uery: 925 g
U

Sbjct: 968 909
ery: 985 28 1044
[N
Sbjct: 908 88 849
Query: 1045 1104
N
Sbjct: 848 g 789
ery: 1105 1164
[
Sbjct: 788 729
Query: 1165 agtttcgg 28 1224
[
Sbict: 728 agtttcgg: 28! 669
Query: 1225 1284
N,
Sbjct: 668 609
Query: 1285 88 ttttcgcat 1344
U
Sbjct: 608 ggtaatgg: 549
uery: 1345 acgttcggattcatcgg 1404
A IIIIIIIIIIHIIII
Sbjct: 548 acgttcggattcatcgg 489
Query: 1405 tegf gg 1464
[N
Sbjct: 488 429
uery: 1465 1512
T
Sbjct: 428 228 381
>(Y14906) Dermatophagoides pteronyssinus mRNA for tropomyosin.
Length = 855
Score = 1314 bits (663), Expect = 0.0
Identities = 724/744 (97%), Gaps = 2/744 (0%)
Strand = Plus / Plus
Query. 103
IIIIIH\HIIII I \HHIIIIIIIIIHH\HIIIIIIIIIIIIIIH\HII 2
Sbjct: 1 atggag; 60
ery: 104 163
T
Sbjct: 61 120
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223

Query: 164
T T
Sbjct: 121

180
Query: 224 g 283
A
bjct: 181 g 240
Query: 284 343
U
Sbjct: 241 getgaagg! 300
Query: 344 403
"
Sbjct: 301 28 360
Query: 404 88 463
N R
Sbjct: 361 g8 g 420
Query: 464 atggaaggtttgg: 28 523
U
Sbjct: 421 atggaaggtttgg: g 480
Query: 524 ggtl 583
U
Sbjct: 481 gt £ 540
Query: 584 2g! g 643
[N O T
Sbjct: 541 gt tgtggaacttgagg: 600
uery: 644 ggt: 2g 703
U
Sbjct: 601 ggf tggaagt 660
uery: 704 762
T
Shjct: 661 720

Query: 763 ttcgcttgaacgatcagtgcaaaa 786

U
Sbjct: 721 ttcge-tgaacgatcagtgeaaaa 743

Score = 1197 bits (604), Expect = 0.0
Identities = 637/648 (98%)
Strand = Plus / Minus

257



hedule as d by PepMaker prog

APPENDIX 4 : Peptide synth
(i) Page 1 - Description of protein sequence to be synthesized

(ii) Page 2 - Peptides to be synthesized on each pin

(iii)Page 3 - Coupling schedule for 1* residue on each pin : aa to be

weighed and the solution needed

dule for

and dispensing

N.B.: Pages 4 to18 - (not shown); contain the rest of the

2" ill 8" residues.
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GENERAL NET SYNTHESIS SCHEDULE NUMBER : 25 Page 1
Description:
Mite tropomyosin with 299 residues synthesized as octamer peptides
overlapping by four.

8-mer peptides based on the sequence DFIO.ASC
Peptide spacing increment is 4

Segment 1: 73 peptides starting at residue I
First peptide: [FFFVAAKQ]
Last peptide: [LDQTFAEL)
Protein sequence: DFIO.ASC (299 residues)

1: FFFVAAKQQQ QPSTKMEAIK KKMQAMKLEK DNAIDRAEIA EQKARDANLE
51: AEKSEEEVRA LQKKIQQIEN ELDQVQEQLS AANTKLEEKE KALQTAEGD\
101: AALNRRIQLI EEDLERSEER LKIATAKLEE ASOSADESES MRKMLEHRSI
151: TDEERMDGLE NQLKEARMMA EDADRKYDEV ARKLAMVEAI LERAEERAE1
201: GESKIVELEE ELRVVGNNLK SLEVSEEKAQ QREEAYEQQI RIMTAKLKGA
251: EARAEFAERS VQKLQKEVDR LEDELVHERE KYKSISDELI: o

Amino Acid set to be used - AASET3

aaset I: Free acid L-Fmoc amino acids - DIC/HOBt chemistry

Positive Control Peptide PLAQ
Negative Control 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  ..i..vsansvesnn microMole
HMD level mMole
Beta-Alanine . mMole

Blocks A to B = 2 Blocks

Input Data checked and found to be correct
Synthesis authorized to proceed
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VENAULTB W R
PEPRPPYPDY

GENERAL NET SYNTHESIS SCHEDULE

Chemistry Group I data for synthesis coupling

Amino terminus

1(1,2)PLAQ <
2(1,2)GLAQ <
3(1,2) FFFVARKQ<
4 (1, 2) AAKQQQQP<
5(1,2)QQQPSTKM<
6(1,2) STKMEAIK<
7(1,2) EAIKKKMQ<
8(1,2) KKMQAMKL<
9(1,2) AMKLEKDN<

1(3,4) EQRARDAN<
2(3,4) RDANLRAE<
3(3,4) LRARKSEE<
4(3,4) KSEREVRA<
5(3,4) EVRALQKK<
6(3,4) LQKKIQQI<
7(3,4) IQQIENEL<
8(3,4) ENELDQVQ<
9 (3, 4) DQVQEQLS<
A10(3,4) EQLSAANT<
A11(3,4) AANTKLEE<
A12(3,4) KLEEKEKA<
1(5, 6) KEKALQTA<
2(5, 6) LQTARGDV<
3(5, 6) EGDVAALN<
4(5, 6) AALNRRIQ<
5(5, 6) RRIQLIEE<
6 (5, 6) LIEEDLER<
7(5, 6) DLERSEER<
8(5, 6) SEERLKIA<
9(5, 6) LKIATAKL<
A10 (5, 6) TAKLERAS<
A11(5, 6) EEASOSAD<
A12 (5, 6) OSADESER<
1(7, 8) ESERMRKM<
2(7, 8) MRKMLEHR<
3(7,8) LEHRSITD<
4(7,8) SITDEERM<
5(7,8) EERMDGLE<
6 (7, 8) DGLENQLK<
7(7, 8) NOLKEARM<
8(7, 8) EARMMAED<
9(7, 8) MAEDADRK<
210 (7, 8) ADRKYDEV<
A11(7,8) YDEVARKL<
A12(7, 8) ARKLAMVE<

PRODRPPIDD

PEPppERPDY

L

is printed on the left
49B1(12)PLAQ <
50 B2(1,2)GLAQ <
51 B 3(1,2)AMVEADLE<
52 B 4(1,2)ADLERAEE<
53 B 5(1,2)RAEERAET<
54 B 6(1,2)RAETGESK<
55 B 7(1,2) GESKIVEL<
56 B 8(1,2)IVELEEEL<
57 B 9(1,2)EEELRWG<
58 B10(1,2)RWGNNLK<
59 B11(1,2)NNLKSLEV<
60 B12(1,2)SLEVSEEK<
61 B 1(3,4)SEEKAQQR<
62 B 2(3,4)AQQREEAY<
63 B 3(3,4)EEAYEQQI<
64 B 4(3,4)EQQIRIMT<
65 B 5(3,4)RIMTAKLK<
66 B 6(3,4)AKLKEAEA<
67 B 7(3,4)EAEARAEF<
68 B 8(3,4)RAEFAERS<
69 B 9(3,4)AERSVQKL<
70 B10(3,4)VQKLQKEV<
71 B11(3,4)QKEVDRLE<
72 B12(3,4)DRLEDELV<
73 B 1(5,6)DELVHERE<
74 B 2(5,6)HEREKYKS<
75 B 3(5,6)KYKSISDE<
76 B 4(5,6)ISDELDQT<
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GENERAL NET SYNTHESIS SCHEDULE NUMBER : 25
Bulk solutions for activator and/or additives ( 154 wells)
Activator : DIC requires 208.2 mgin 5.5 ml of DMF
Additive : HOBt requires 296.5 mg in 21.5 ml of DMF

WEIGHTS FOR INDIVIDUAL AMINO ACID SOLUTIONS

AA# Amino acid description Batch ~ Weight (mg)
A 14 -L-Ala-OHH20 ... 47.3
D 6 -L-Asp(OtBu)-OH  ..... 28.8
E 22 -L-Glu(OtBu) -OHH20 O ..... 96.2
F 2 -L-Phe-OH  ..... 12.9
G2 Gly-OoH ... 9.9
‘K 126 LdleOH ... 18.3
L16 -L-Lys(Boc)-OH ~ ..... 75.8
L-Lew-OH  «..nn 57.2
M L-Met-OH  eeees 32.9
N L-AS(TI)-OH  eeees 118
P2 LPro-OH  eeees 11.3
g 1§ L-Gln(trt) -OH ~ eeees 54.0
S8 -L-Arg(PMC) -OH31PE E ..... 87.0
T -L-Ser(tBu) -OH ce... 3329
V10 -L-Thr(tBu)-OH ~ ----- 35.2
-L-Val-OH cee.. 36,2 ...
bk 5.3 ...

-L-Tyr(tBu) -OH

CO00000O00O00CO0O00O00O

NoOoOOoOoOO0OOOO0OOOOOOOO0O
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APPENDIX 5a: IgE binding profiles of 8 allergic rhinitis patients, to 73 linear peptides
representing the mite tropomyosin, Der f 10. Absorbance was obtained at 405/492 nm.
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APPENDIX 5b: IgE binding profiles of 5 asthmatic patients, to 73 linear
id ing the mite tropomyosin, Der f 10. Absorbance was obtaine

at 405/492 nm.
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APPENDIX 6a: IgE-binding reactivity profiles of 10 allergic rhinitis patients t
the first frame chimeric peptides of Der f 10. 38 pin-bound peptides (x-axis) o
30-mers were tested by using pinELISA and the OD (y-axis) was read at 450 n

wavelength.
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APPENDIX 6b: IgE-binding reactivity profiles of 10 allergic rhinitis patients to the
second frame chimeric peptides of Der f 10. 37 pin-bound peptides (x-axis) of 30-
mers were tested by using pinELISA and the OD (y-axis) was read at 450 nm
wavelength.

AR-110° i AR-T4*

[ R, | AR-124*

| AR-113* AR-115*
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APPENDIX 7a: IgE-binding reactivity profiles of 10 asthmatic patients to the

firs

frame chimeric peptides of Der f 10. 38 pin-bound peptides (x-axis) of 30-mers wer
tested by using pinELISA and the OD (y-axis) was read at 450 nm wavelength.
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APPENDIX 7b: IgE-binding reactivity profiles of 10 asthmatic patients to the secon
frame chimeric peptides of Der f 10. 37 pin-bound peptides (x-axis) of 30-mers wer
tested by using pinELISA and the OD (y-axis) was read at 450 nm wavelength.
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APPENDIX 8a: The collective values of IgE binding reactivities of 8 allergic rhinitis patients
against the 134 amino acid residues of Blo t 5 allergen, synthesised as 12-mer peptides. A cut-
off at OD 0.4 differentiates high-binding peptides from the non-binding ones.
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APPENDIX 8b: The IgE-binding reactivities of 8 out of 14 asthmatic patients, with
positive SPT to Blomia tropicalis allergen. 26 pins with bound 12 mer peptides were tested
against these sera in the pinELISA. Another 6 reactivity profiles are shown on the

following page.
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N.B. : The IgE-binding reactivities of another 6 out of 14 asthmatic patients, with
positive SPT to Blomia tropicalis allergen. 26 pins with bound 12-mer peptides
were tested against these sera in the pinELISA. Another 8 reactivity profiles are
shown on the previous page.
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