. 488 - e R R 5 A A dU 2 AR 2007 4E 12 A% 25 845 6] Chin J Parasitol Parasit Dis Dec. 2007, Vol. 25, No.6

2 11\ Ve~
SCHE SRS 1000-7423 (2007 )-06-0081-06 [ %Eﬁﬁﬂ:ﬁ ]

JR TRy 2 2 2 IR A1 2 S 4 B
Jk4hF 13 Peter B. Thorsted2 Kaare Lund?,
Michael D. Spangfort?, #% 3, 4Fél3, £5 !

(FZ] B BRI s Rm] R AR FoR Al 2N s e R 2e 5 . Frik r B [ AR R X R SR Bk

AN KA 73 ol A 355 5 B4 2 2 M6 LR 24 i g A ﬂzﬁﬁﬂ%ﬂ@%ﬁ%é‘%%a RNA, RA RT-PCR B ARY 55 1 A5 1 )
LT AR | IR BT A B L I 56 2 4 AR o B ) A0 B i B BRI BBV B AR N Y B B B, iR AR L B i S
BTSSR BB AL E RS Der p 1 FEEAS AR Der p 1.0105, BRT 5 124V, 50 Y A1 19M i &
SR B R RS, AR B, I8 MR AR AR Derp 2 EEAERIAZE Der p 2.0104, HEHME AL
40V, 4T7, 111M F1 114D 3, B30 6 FFiryAE S0k, rh A2 pg b X AR 2420 Der £1 28 SRR/ B 3 T 9AE R

£,

5 R B AR R A A L, b E AR XTSI Der £2 28 544, B0 6 RO IR A, SR FLI A | i o A4

WEE IR YIRS BRI ISR AT e S . BEIR AIRI S E] AR Y R R ROR ]

g3 2%

. A

([REiA] 70w B2kl BRI a0
. R384.42, R392.1 SCHKAR IR
Sequence Polymorphism of Major House Dust Mite Allergens
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[Abstract]  Objective  To determine the sequence variation of the groups 1 and 2 allergens from Dermatophagoides

pteronyssinus and Dermatophagoides farinae in different geographical regions. ~ Methods RNAs were isolated from the

whole bodies, eggs and entire culture of mites (D. farinae) from South China and European commercialized D.pteronyssinus
and D.farinae. Sequences of prepeptide, propeptide and mature peptide fragments in group 1, and prepeptide and mature
peptide fragments in group 2 were determined from ¢DNA produced by PCR. All the sequences were compared with the
corresponding standards in GenBank. Results  Der p 1.0105 was the major variant found in European commercialized
Der p 1 clones, where amino acid variations appeared sporadic, except for frequent substitutions shown in residues 124,
50 and 19, and eight novel homologous variants were identified. Der p 2.0104 was mostly detected in clones from Eur-
opean commercialized Der p 2, where amino acid substitutions were predominant in residues 40, 47, 111 and 114, and
six novel homologous variants were identified. Very few amino acid sequence substitutions were found among South China
based Derf1 clones, where three novel homologous variants were identified. As compared with European commercialized
ones, a number of homologous variants were recognized unique to South China based Der f 2 clones where six novel h-
omologous variants were identified. There was no significant differences in major allergens among variants from the whole
mite bodies, eggs or the entire culture.  Conclusion  There is a difference among the predominant variants of major
house dust mite allergens in different geographical regions.
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YL &5 1 1N R A AT S IKEE (prepeptide) | B AR
B (propeptide ) Fll i K Bt (mature peptide) UL K 265 2
21 8 7 A I IR B RS IR B, & 51 W i DNA
technologies A F] &1, AU .
preproDer p 1 _[f; S“GTATCTCTCGAGAAAAGAATGAAAATTG-

TTTTGGCCATCG-3', F i 5 -CCTCTAGATTAGAGAATGACA-
ACATATGGATATTC-3'

preproDer 1 FJfE: 5-GTATCTCTCGAGAAAAGAATGAAATTC-
GTTTTGGCCATTG-3', Fii#: 5'-CCTCTAGATCACATGATTACA-
ACATA-TGGATATTG-3'

preDerp 2 Fii#: 5'-GTATCTCTCGAGAAAAGAATGTACAAAAT-
TTTGTGTCTTTCATTGTTGG3', Fif: 5'-CCTCTAGATTAATCG-
CGGATTTTAGCA-TGAGTAGCAATAGC-3'

Derp2 Iiff: 5'-GTATCTCTCGAGAAAAGAGATCAAGTCGATG-
TCAAAGATTGTG-3", Fii#: 5-CCTCTAGATTAATCGCGGATT-
TTAGCATGAGTAGCAATAGC-3'

preDerf2 [i#: 5'-GTATCTCTCGAGAAAAGAATGATTTCCAAA-
ATCTTGTGCCTTTCATTGTTGG-3', Filf: 5'-CCTCTAGATTAA-
TCGAGGATTTTAACT-TGGGTAGCAATAGC-3’

Derf2 Ii#. 5'-GTATCTCTCGAGAAAAGAGATCAAGTCGATG-
TTAAAGATTGTG-3', Fii#: 5'-CCTCTAGATTAATCGAGGATT-
TTAACTTGGGTAGCAATAGC-3'

5 RT-PCR ¥ iR AHFMAHE 1 ANE 2 AT
MJEAY cDNA KB

53 M CABEAILZS SRAZ R 5 | W) B0 = ) R s |
F RS 1A % cDNA, PCR #7144 H ) B

6 Bkt

DNA 4L iR & M i b 4597 3 =y, I 4k
F| TOPO TA #fAk, FAL KImIRA W (E.coli), TRATT
ZRPIHE R A LB A, SRR DB R, HER
PRECA LB S5FRI TR, $REUTORE, 28 EcoR 1 Y]
5 PCR %7€, BUHMEBORAR AR I

7 DNA F5IZEF 547

TE TS EL N 1% ] MWG Biotech 23 &)1
HR AR [ B A o 2 BRA R A7 e 91 LU e, 49 ol % g T
GenBankH' A% Der p 1.0101 (DPU11695) . Der f 1.0101
(AB034946) . Der p 2.0101(AF276239) Fll Der f 2.0101
(D10447), F Vector NTI-AlignX B AEFEA TS 08T .
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MR SRR 006 GRS | 650 e Al i 5= b
FESEY 0945 cDNA R B, 293 IR M e I Fi Uk 45 SR
7R PCR P2 LK 2571 M, preproDer p 1 % 989
bpHJ B, preproDer f 1 "% 992 bp B9 Bt ; preDer
p2 %) 464 bp I Bt, Derp2 % 416 bp 1 B ;
preDer f 2 24 464 bp (7 Bt, Der {2 %y 416 bp 1)
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DIZH 124 i1 V &N A(VI24A) JpRefiE, —3LH3i
8 FhHT AR ik . MAVIKEL A 8 NE LM g &
e, Ho 3 AL RS, EH ULAYIEVI24A(25/
26), HUCE YS0H(4/26)F1 M191 5 L(3/26) . HA A&
BYE e H72Y 5 N, R95Q., A180 E. T1941 Fll 1213V
BRSO E B, RENPRER, NETIFH
(IR AR [ ARG 7= YA B cDNA a4y 4 4>
i (55 69~68 17, 45 29~28 i, % 99~100 fii Fll
S 153~154 iz (F 1),

Der p 2 A8 54K . #E 16 ~FF4 Derp 2 1Y
cDNA FifEH, FEARFASE Der p 2.0104(9/16), LA
LSLN 7E55 40, 47, 111 F1 114 7 Bt VIMD b 4%
ik, BCAIKBEA 10 NEIERA S E R, KR8
P T Bk 4 A0 (14/16) , —FE I 6 Fhopniy s S
e, Hob 5 FRUETE 2.0104 KA EZH 1AL E
e, K ABEIIAYES 8~9 &R Z M B T N&F
JPo) (R 2),

Der f 1 (78544, 78 16 P [E Der f 1 B9 cDNA
TR, 13 NEBE Der £ 1.0101, KB HAT 34
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M: DNA F5&# (100 bp), 1. RT-PCR 434 £} A proDerp 1,
2. RT-PCR ¥ 34 PFE 5 759 proDerp 1, 3. BIPEXIHR, 4. RT-
PCR §" 1 f [E B & Der £2, 5. RT-PCR "1 it [ 424 15 324 Der £
2, 6: HIMEXIIR,

M: DNA marker (100 bp), 1: RT-PCR product of Danish proDer p
1 from whole mite body mRNA, 2. RT-PCR product of Danish
proDer p 1 from whole mite culture mRNA, 3. Negative control, 4.
RT-PCR product of Chinese Derf2 from whole mite body mRNA, 5.
RT-PCR product of Chinese Der {2 from whole mite culture mRNA,
6: Negative control.

1 Der p 1 71 Der f2 #J RT-PCR F=4 B ik B
Fig. 1 RT-PCR amplification of Der p1 and Der f2
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M,;: DNA #3:EH (100 bp), M,: DNA FREHHE (1000 bp), 1,2:
Z {4 TOPO-TA-preproDer p 1 FiHilY) Eco R T FEVIG,  3.4.
& TOPO-TA-preDer f 2 JFhifl Eco R T BVIJG .
M1. DNA marker (100 bp), M2: DNA marker (1 000 bp), 1.2:
Danish whole mite boby TOPO-TA-preproDerp 1 digested with EcoR 1 ,
3.4. Chinese whole mite hoby TOPO-TA-preDerf2 digested with EcoR I .
2 TOPO-TA-preproDer p 1 Fi#iF1 TOPO-TA-preDer f 2
FTRIA Eco R1 EYIETE
Fig.2 The restriction analysis of TOPO-TA-preproDer p 1
and TOPO-TA-preDer f 2

GO ABCE S, AR B 3 Rl AR A, e
KNG TR (£3),

F1 BB EFHELS Derp 1 TR

Table 1 Polymorphisms of European commercialized Der p 1 variants

AA
o Clone 19 50 72 95 124 180 194 213 AH(16) Frequency
1.0101 (DPU11695) M Y H R v A T I 1
1.0105 . . A . . . 13
Dp 1-1 A E I 1
Dp 1-2 . H A . 4
Dp 1-3 . A E 1
Dp 1-4 . . . Q . . 1
Dp 1-5 . . Y A 1
Dp 1-6 I A 1
Dp 1-7 L . . A . 2
Dp 1-8 . . N A A 1

T JER SRS Y —3G Dp 1-1~1-8 JHiY Der p 1 28544k,

Note: “:” Same amino acid as the standard; Dp 1-1~1-8 New variants found in this study.
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F2 BUMEAEFHE L Der p 2 TR
Table 2 Polymorphisms of European commercialized Der p 2 variants
AA
3% Clone 6 13 15 40 47 97 106 110 111 114 K (16)Frequency
2.0101 (AF276239) K 1 K v T 1 v v M D 1
2.0104 . . L S . L N 9
Dp 2-1 L S T L S 1
Dp 2-2 L S . F L N 1
Dp 2-3 . T L S . L N 1
Dp 2-4 L S 1 L N 1
Dp 2-5 . . T L S . L N 1
Dp 2-6 E L S L . 1
o BB SRHES Y 30 Dp 2-1~2-6 JuHiY Der p 2 ZERK,
Note: “:” Same amino acid as the standard; Dp 2-1~2-6 New variants found in this study.

F3 FEELEHREFAOBHLE Der £ 1 TRE
Table 3 Polymorphisms of South China based Der f 1 variants

AA AE(16)
3% Clone 64 78 85 Frequency
1.0101 (AB034946)  V P 0 13
Df 1-1 A . . 1
Df1-2 . S i 1
Df1-3 R 1
E: e AU SERES IRY)— B0 Dp 2-1~2-6 S5y Derp 2 A25HA

Note: “
found in this study.

+” Same amino acid as the standard; Dp 2-1~2-6 New variants

Der f 2 HYZAE 4K . 33 A Fh 2k P8 A Der £ 2

cDNA TefE AR Z AR SR B, FIUL Der £2.0112
(9/33) . Der £ 2.0101 (7/33). Der f2.0116(4/33) .
Der £2.0103(3/33)#1 Der £2.0110(3/33) ., WFKEA
14 DN FERRAL S BB, 5 Der p 2 1L, BT
FESL L A ST BRI R, B ULAE S57N . L5381,
D59N. 163V, F75Y, V76M 5 1, I88A Al 1111V, H
AP Derf2 IS 57~59, 63 F175 fii FiRE KRR
B EH, 2E2.0103 HIHBFESEE Der f 2, 2.0111
120116 A AR E Der £ 2, —3: P 6 FPET
AR, S 8~9 M E LM Z BT N & T35,
HER A=Y h (F4),

R4 hEEE X AR E AL AL Der £ 2 TRE
Table 4 Polymorphisms of South China based Der f 2 variants

AA
il Clone 29 32 57 58 59 63 75 76 85 88 92 104 111 125 K(33)Frequency  HiIX Region
2.0101(D10447) I G S L D I F v Q I w v I G 7 a,b
2.0103 . . . . . M . A v A 3 b
2.0111 N I N v Y I A . A 3 a
2.0112 . . . . M A v 9 a,b
2.0116 N I N v Y I A . 4 a
Df 2-1 N I N v Y I A . v 2 a
Df 2-2 N I N . . . . R . 1 a
Df 2-3 . . . . . . . 1 . 1 a
Df 2-4 . C N I N v Y I A . v 1 a
Df 2-5 T R . . . . . . 1 b
Df 2-6 . M R A \i 1 b
R SIRMES Y B0 DF 2-1~2-6 HIY Der £ 278544 “a” g EAERHLX, “b” EOM,
Note: “:”Same amino acid as the standard; Df 2-1~2-6 New variants found in this study; “a” South China, “b” Europe.
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e A BRI R BE M, T Derp 2, Park SRF5Y
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H AT ] P A A Al A 1 S 2 i R e 2 967 1T 57
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TERg L X 5 T EL AR AR AL, XA 07 R A g
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PERY Der p 1.0105 A 35 ZLAF A 22 2 i i 1) 1 R
B LA R S I R RESE FH T3k AR b X A 43
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SEAMIBFFE SR AL, E Der £ 1 R H 8
AR SRR TP Der £ 2 #AFFER 2 5, &
1P [E Der £2 7645 57~59 . 465 63 F1 75 {ii#B
AAERY NINVY B4, MPHZEA I, il Der f 2.
0111 F1 2.0116 3% [E A 5 b X R 2 45 Hb X PR AT
RIS 2 AR N IR AR Y 2 E D RE B ARG A, Der
£2 19 X BFE R GE 1 AT R A i — N B
PIASI B T8 R a5 A i, A — A gk
5 B R B I MR BB K i, A 254 08 R 1
M, #oRmTRE 2 A Y Dhfg, F57, 158, D59 Fl
163 i FHA—A> 8 Y& AR s, [FRT 158 Fil 163 XL
DL F B K BERIIF O35y, LS8, F75 F1 188 HEFTE i
Pt e R R AR SR T RE 23K Der £ 2 15
MRS & R AR, 275 s H e P R AR vy i
P, ARSI,

FH R A A 17 Ji P TR R el 4 A ok 2
WY, AWERETRY) S A I BB F AR R
AR T Y, TR S R 2R
W43 F ) RDGRDRRL S5 7T 4 P A LA il B R SR
FERL A AR BB, TR 1 T ok A b
IR ARG 4 A FEEASN R cDNA, WA K
AR EARLE =R R A (F M 22 5% . RT-PCR 2554

T AU BB 2 1 PCR =W UE S A & N 7
TR, B2 H i SR A ORI ARG
TR, WYL S A N, S PN T8 ] AR
TEARISE R TSR I, FEud R g s U
5 ERTR, ANE] DRIl A 32 2R AR R], AR
FEil s B E AR R L IX 5 P2 Der f 2 728 SRR 57
), BT A3 [ At DX BT e P2 A A28
i L, TR SR R R, WA
AR SEARGE R XS DI RERUSEMR , X R A 2 b R R
SEPEZIBTRI | A R A RORI S 22 4 B 20 SR TR
A A PRI SE T
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