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[F 3 U BEREGUER OBREA] 7 Y R Y — MiptE b7 Er 2 (DAS1131) |
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W2 crylDa2igis 1 M N Streptomyces sviceus\Z A3 % dgt-28 epspsigfn1 % &
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UE R a3 TDASIIBINE G-, BT O ZIIT AL & LT,
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¥£6. HMAKICETSEHR
1. BEFEAICETSEE
(1) =L OR RSN EE T 5 3511

k7w 2 U DAS1131 DO AZEEFE DT A OBEN S L 72DNA% Wi 1k
L. 205 BLEART T A I RHROESZE Lol oo T, itk —7r
Y —% AU TSouthern by Sequencing (SbS) Zp#rva4T 72, = DfEHE, T-
DNATEIE D5 K e N3 Ko DL e hUEr aDAS1I1317 / AL D
BB DEE SN2, Z O TIE, 6IRZENE N ORI X RIS 287
WUy DUEFEIT24497 54318 F T TH o722 &b ASHEMEICRIEIX A2 )y o 72,
L7=m-> T, hvERr =2 DAS1131% 7 AHICEX L7=T-DNAfEKA 1= & —
HAINTWD Z ENHER ST,

k7w a2 DAS1131DOARELEFED T AR D &7 7 5% HWT, DAS1131D
7 7 LDNAIZHI A &7 DNARK & O O O IR % SangerikiZ L Y
WE LTz, EORER. A& OVEAEE S BEIIT & 02 1273} OR3905 A oD
KRIEN, £72. X EcrylDa28 a1 LD ubiZM1~7 v & — & — N C LSS E
INFRD BT, O FERLS 134 CPHP88492 D T-DNAGEALS & — L CTF
D, BBETHEBETE Y NOBFERERZRICKBITRD Loz (BHE22) ,

fHADNAGEIL D5’ {HTEFECS 12898 5 K TS AINTFHEE 51143 346k 2 I 7E
L7ze TS DOEEEEHNZHOWT, huEras Dy ) ADNARS|T —Z ~N—
A tblastn (version 2.10.0+) Z#HWTHRAE L7 (/E23) , ZDOHEE. 5
ITEFECAH D 1289 T 1/ YL AR DELS &£ 100% —E L 7= (Evalue=0) ., F
7o, 37 MABEEERLAIH D143 I IT 1R YL AR DRLST & 100% —F L7z (Fvalue
=0) ., ZOZ b, FHADNAOEFRSIL N UEr 2 V1B LEAKRBRTH
HEEZ LN,

F7o. bUEBR I TDASIIBIDY ) AZDNAZATHZ LIk EED
NTEM BRI TR WD & 2R T D72 0I12, BRI HELS K Y
SRV EERCFNC ST, T —F _X— 2k U CThlastn &z Oblastxf@ 538 217 -
7o EOREHR., DNADOHRAIZ Lo TEEMONTEMEE FITEZR bV TW e &
EZ BTz,

b Xy I oy —HT L RIS — 7 = R B A o T AT TR,
¢ NCBI (BEElig7 — 4% X—RZ 2021 4E 5 AAF, EST 7 —4 1t v b 2018 4F 12 A /AR, FEHEMEH
VRIET =AYy k2021 5 HAE)  (FadiH 202149 A)
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ZFN ZFN

ELP1Region 1 ELP1 Region 2
FN
ubiZM1 Terminator ubiZM1 Promoter
& crylDa2 upZM15' UTR
ubiZM1 Intron ubpiZM1 Intron
ubiZM15' dgt-28epsps
ubiZM1 Pro T ubiZM1 Terminator
FyEoals ZFN FyEgan
iy LDNA 4 s LADNA

1 b;oEoaiDASI13LICHEA S N/-DNA (#i=[x)

(2) =72 V=T 477 L—AOHFEIONZE OIS K OO "] GEMEIZ B

I 5 FIH

k7 Er 2 DAS1131 DOff ADNAGENL & 5 R 5B 41 & OV R St 5 B
& DBEASHICBWTER LW —T ) —F ¢ 77 L—25 (ORF) nE
CTCWRWE & RMERT D720, 60D EB W TORFHRE 1T 72,
FORER, Kika Ronbikiba R EToEET 587 2 /R EDOORF
REAT o712 & ZAHT23EDOORFA B S iz,

ZNBDOORFEBEFDFEME Y 7' E L OMFEMEDO A LM 5720, 73
PeH LRI IE T —H _—Rak T Ervalue=1x10-4% 588 & L Thlastpf R
BiToT- (BHR18) . ZOfEE, BEmENEY /X7 E & OMFEMEILERD b/
Mol

T BT LV v E OFEIMEIZOWTIR, T LAV T — 2R Rd %
WTC, ErvalueDEfEIT100 & LT3 5807 X / BELL EORIANIZ AT L T35%
2 DM Z AT DR R O T 587 X BRLL EORAIN—ET D
R LT, TOfEFR, 6OD0RFT, 807 2 /LI EIZSWT35% % %
T— %7 55| & L Tcollagen alpha-2(I) chain (GenBank Accession:
BAB55663.1; NP_776945.1) # L < IZArah 1 allergen (GenBank Accession:
ADQ53858.1; P43238.1) MR EINT=A, WITNDT T A4 A2 b bgtan
BIpo T\ W TH o720 L TEWFNTERDH D AEME TR L,
T h—=T DR ENRoT-, UL EDZ & DAS11310# A& s
FEI K OSWTERC A & DEEATEIIC B W T, IBERNZ R BT D rlREtE D & 5~
7T RNEEULT LAV — A R TR REME IRV E B 2 b T,

¢ COMprehensive Protein Allergen REsource (COMPARE) ver 2019
(#isk - 2021 49 H)
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2. BEFEVOMRBAKAICE TS5, RERHRURABEERICETSE

|

~E w23 DAS11310R ., . B,
CrylDa2 % » /37 B Kk ()"\DGT-28 EPSPS % » X7 E DB & %
ELISAEZ W T &2iTo T2, fERIFFER2ODLEEBY THS (HHH24) |

i EH K O FEIZONT, W

D720

#£2 b;UEoaDASIISUIEIT HHZECrylDa2# v /87 B kY
DGT-28 EPSPS# /X7 E DEM L., AR pEA &
(ng/mgHzZ W) )
BT wme | mEesy | ERTRE | P e/ Mt - B R AR

9ZEH] 0.14 29 19 — 42

Uits BRTEH] 0.14 20 11 — 29

FEAY] 0.14 19 9.6 — 27

» e GIED 0.27 44 35 — 52
% " 9IEH] 0.27 32 21— 49
N BAAEHA 0.27 33 20 — 48
FAS I 0.27 34 20 — 46
-5 1R BHAEHH 0.54 41 34 — 53
B3 BH AL 0.090 21 17 — 24

Hh E S AE A FEAY] 0.090 24 11 — 30

132 e 0.14 8.1 4.2 - 12

9FEH] 5.4 11 57 — 20

Uits BHAEHA2 5.4 7.6 <54  — 12
- T2 5.4 3.8 <54  — 8.1

5 2 6%%@ 22 43 27 — 78
> s 9TE]2 22 40 <29 — 78
/NR BHAE 12 22 71 <22 — 170
Z 533 Wi 22 68 22— 140
= e ek BEAEH12 22 19 <22 — 31
3 BHAEH 3.6 19 11 — 30

Hh EAE AR FEAY] 7.2 32 17 — 54

F3= SERAY] 5.4 25 14 — 39

1) 149> 7 VIIPCRARNTIC L D40 2 HIE D EMETH - 7272 Hn=23 THH L 7=,
2) —ERDOY T IANERBERRE CTHo -0, ¥i%t o 7L OSHHEILE =R
RDO1U2DME % W TESEEEH LT,

3. BIzFEWM (2 21\VH) —BEBEREDFEELGEZHOINENCET
SEH

cvEoavDASIISLE, a— L A —FEDFEEI L 5T v METHY [ L

IbAHZ L - INLA] O—A—HY7) oFEFYfE1.0g (BH25) #42Th

e SFICHEEERE - SefiimWms (BA7@HE Sfm24E 12 ) F5F0 1 (BAFHERE
1kl ) B, EOMMoEZE -

—RAnlE, FEmPE, PEIE, RS, PR iR,
Téh, £ bAZL - INTE (RaHEES 11) (2805 1 A1 A7) SREDFEE
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7Er 2 DAS1131ICE &4 2 T CrylDa24 > /37 &} O'DGT-28 EPSPS
BN EOBREEZHET DL E ENENRIKLU25 ngk 2, —A—H%72
D& RTEOEBIRETLA g (BHE25) IZhHDAEIGITZNE10.1x106 LT
0.4x106L 72 %, LIZR-T, —ADOXZ U RV BOBREOHEREZHDDH Z
ElXr TS,

4. BIEFEY (A0 8) OF7 LILX—FEREICET HEE
(1) FHABGFOUEEROT UL —aF5 M
W2 crylDa2ig a1 DM 54K ToH 5 B. thuringiensis® 7 L /L X —iHE ML
HHILTW R,
dgt-28 epspsiBin DGR TH D S, sviceusD 7 L /L X —FFFMEITE H 1
EQAY/SAN

(2) Bl (X 0'8) OF LILX—FRME
W2 CrylDa2% > X7 B}t O'DGT-28 EPSPS % /R 7 BB b Mk LT L
NX—FHEMEEET D EOHREIT R0,

(3) BlatrEY (&2 7'8) OB PRI % B I BT 5 45
O %% CrylDa2 # v /7%
a. NLHIRICRH 2R
DAS1131 THFE XN H WA CrylDa2% v /378 L AL R % &5
Z B D Pseudomonas fluorescens C/AEPE LTt CrylDa2 % > /"7 & %
AWTATHERPICBIT IOV CHERT 572912, SDS-PAGE
(CBBYtL) Tk Ny = A% 7 ay Nyl aiToT, £ OfE%., SDS-
PAGE (CBB%f1) S#ricinTid, 2R O%ZECrylDa2% X7 ED
F168 kDaD /X RIZekBRBALA30FP#L IZIFTH L L7223, 5 kDall F & D
AN ROBRBAIR603 1% £ TRO BT, £, V= RAZ 7wy Mol
TlX. ABRBALE30RH% £ T & CrylDa2% > 37 E D168 kDak v >3
DTN S VR RGO BT, BRERBHAE 1 0 LINICIER 35 Z & D3k
RENTz, T2, K15kDad N RiZaBRBALE 5 0 INIZIER LT (B
26) .
5kDall FOEED /N RIZHOWTRHMIT 5728, N LHIR T
L7, ol &k E NLIGK O (BIRGIROEGELEE) L7z, £ OfiR,
5 kDall F DEE D/ Rk, Wb AN LHHRAEER 4 30F LANIZ I K
L7z (ZH27) .

b. ANTIFRICx9 2Rz
P.fluorescens T/EPE L 7=t Z CrylDa2 % > /X7 & % FW T N LG+
2B DIHEPEIC W CHERR T 5 7= 12, SDS-PAGE (CBB¥:f2) 7347 &
Ny xAZ2 7wy NMapfradToTc, TORER, 71 =68 kDaDhZ
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CrylDa2% > /"7 B IIOGBAG30R LINICIHA L7z b DD, 68kDa LY
NN SN REORI20 kDall oD N RiX6055% TH i
Iz (Z=H28) .

c. JNEVIVERIZ kb3 2 sz vk

P.fluorescens T/EPE LT-th 2 CrylDa2 % /X 7 ' O INELER I Z %35
JEEZPEICHOWTHERR 2 72912, MK Z2 W TR L 72t Cry1Da2#
XY BRI B AR TTRIB0 0 B35V L 7%, Fa v HERTH S
Spodoptera frugiperdalZIREEFE 5 U BIERZHE LTz, TOMRE, K&
CrylDa2% > /X7 & %25 C K OB50°C CULEE L 72356, FEMNE iR & bhi L
BRERZBIEEOIK FIZBE SN0 o 72, 75 CLoLEDINEVILEE %Nz
A, RRERIIBRE SN oz (BHR29) . ZOZEND, WA
CrylDa2% v /37 &1k, MBVLERIZ X 0 &% R IEMEME T35 2 & SRR &
e,

@ DGT-28 EPSPS % {7 '&
a. NLHIRICRH 2R

DAS1131 CTAPE SN 5 DGT-28 EPSPS % o /87 B L b2 A4 &
# 2 HivD Escherichia coliTHpE LT-DGT-28 EPSPS# o /X7 /& % FHW
TALHERPICBIT MOV CHER T % 72912, SDS-PAGE (CBB
Yetr) iU = A2 7 ay NMiliaEiTolz, EORE%. SDS-PAGE

(CBB¥:t4) iz BV TlE, 5842 RE DODGT-28 EPSPS# o /7 B D#145
kDa® /N RITEERBAG30 4 ITITTE R L7122y, 5 kDall F DN
R2VEBRBRALA600 7 £ TRO LIV (BH380) , £/-, V=RAF¥ T a Yy
AT T, BUBRBALE3OMZ ITITNT O RSz hroTe (B
FR30) .

5kDall FOEE D/ RIZOWTEHMET 57289, N LH K T2 EaLet
L7t ol &fHiE N LIBR COE (BIRBIREGLER) L7ofER, 5kDall
TOEEDO AN RiE, Wb N TIBRERBI4E30R LINIZIE R LTz (&
#31)

b. ALK DM
E coliT/HEPE L7-DGT-28 EPSPS# . /X7 & % W T AN LGz
B DWW THERR T 5 72912, SDS-PAGE (CBBY:f2) 3 OV =
2B vTay Nyt EiToTc, EOREER, 1 &K45 kDa?® DGT-28
EPSPS % > /X7 BTSSR0 # LINIZIHAR LT (BR32) |

c . JNEVIVER|Z b3 A R
E. coliTHPE LT7-DGT-28 EPSPS % > /X 7 B D NI | = 54 5 sz Mk
IZDOWTCHREER T A7, flikZ W CGREL L 72DGT-28 EPSPS % o /)7 'K
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PRIR 2 2R TRIB053 7> B 354 TRUINER L 7= 1% | BERIEME A2 & L 7=, DGT-
28 EPSPS% /X7 & % 25°C CALER L 72354, FEINE IR & [R5 DO RERTE
Pa IR LIRS, 3TCOMBVLER A I 2 72356, & OFERIEMEIE33.4%F T
KT L. 50°CUL EOMMELEE CRERIEMEIIMR T S e o7 (BE33)
ZDZ e, DGT-28 EPSPS# o /R 7 1%, INEGLFEZ L 0 BEZIEMEN
KFT25Z ERmRINT,

(4) BETFHED (Zo_08) LEEMOT LIV (F VT il Bl i
THE NI EEETe, LT TT7 VAT U] Lo, ) b OfEEFERMEIZEE
ERAE 2

W2 CrylDa2% /37 E K (’DGT-28 EPSPS % L X7 G LB T VIV r
& ORSEMFRIME DA E A R T 57212, COMPARET — & _X— 2 % W THH
[FIMERRER 21T - 7o, RFBRITIL, #3587 2/ UL L TRz —&KT 5850
Wik L . FASTA (version 35.4.4) (2K %59 5807 X / Feskill EC
35% % X T T HESNDOMBEHIEEZ W (B34, 35), EvalueDEfE
IF100IZ5% & L7,

Z DGR, & CrylDa2% > 37 E Je 'DGT-28 EPSPS# > /37 '\ B T
LV v L OFRMEITERD o Tz (BH18)

(5) BafEw (X 7E) @ IsE GEARE DR E

LA (1) ~ (4) kY. &CrylDa2% v /37 F L UDGT-28 EPSPS &

INTEDT VIVX—FE R RBT 5T — XN Rho T2, REFEIHIZHOWT
DOIREHIAT R > T,

Eie (1) ~ (5) KOHHIA 3N HHRERNZHIE L, %2 CrylDa2% > /378
K ODGT-28 EPSPS % o X7 B2 DWW T, 7 LIV —F3 Mo e XKV 2
EERHER LT,

5. A KICEASh-BEFOREHICEAT H5EE
HASNTZBETORRICB T 2LZEMEEZHERT H-0ic, stk hrER
2V DASI131DEN B S =7 ) ADNAZ W T o7 a y Nyl &217
ole, 7ua—7 L L TerylDa2l Ndgt-28 epspsigfn 1 DECHZ A=, & DhE
BRI BWTHEE SN IEBD NN R &, #AEE AR T
ELTNDZ LRS- (BHE36) |

6. BIEFEYM (2/808) ORBBRB~OEEICET SEIE
Cry # v /87 B DOMEEIZ OWTEE < DIFER 2 ST WD (B 14) | Cry
BN ENBREREREFET D22 RTHRE TR, LER- T, &
CrylDa2 % v /37 B E EOMREHRICEEL T T REE LRV EEZ X 6 b,
EPSPS % o XV EHIZRART ) — L ENLE VIR 3-8 AR 3 I kL R
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WIS T 2R THY . BH O 40 {50 EPSPS ¥ X7 B # AT HHWE:
BRI NT S, REAEBRDOFEFEBRT I /7 BABEIZAR I L THRNnZ &
NE S TWD (R 37)

DGT-28 EPSPS # v /X7 &, BREA| 7 U Y — MIIEESZMETH D LIS T,
EIERC HIERERIIZ S EPSPS % U X7 LML TRV, [A—O/EAKIEL b
2 (BW1T) ., L7z2v-> T, DGT-28 EPSPS % L /37 B DE N2 L 0 150
BRNEILT D Z L3t EZ N5,

M

{

bz et X o X7 EREEORBREKICER LW E KX
FTAREME IRV EE BT,

FEER, F6 — TITRT LI, FERFOEEMAESFEICTHB T, IHEEEX b
7ER 2L DAS1131 & OMICHEITRD biveroT,

7. BELOERICEHT HER
KE R OAFH OIFSTHE; SN2 b vEr 2 DAS1131 &5 ETh 5 I
faz b UETR I UNTONWT, FEPOTERERASY . IEERR., 7 2 BRI,
IXRTVE, B U, IRIREEY K O EABEEDE O 21T, it
FHFHIAREEICOWTHRE ZITo 72 (B3H]388) , M 7E 1w a2 DAS1131TIZFRE
B 7D R — OB AT T,

(1) EEAERRK Y
TRy (RREAMAE, L2 o7 B MIRE. FMHE, BRPE KR O
T A=V = M#E, KN IRAAE)) (ICOWTHNT 2 T o T2k, IR
(W R b U E w2 & ORICHEHEIA B ZEITR O bR Tz,

(2) REWIBEHEEL
NERFE1BFEBUC DWW T 21T o 7ot R, STRUCH W IEHIAZ F U ERr =
TEDMT/LI LA VERICHEEFRIIA EZENE D b, & ORIEE
X SL TR Be DFIPHIN TH - 7=,

(3) 7 X /PEtipk
T2 BRISTEEUZ DWW T 24T o T R MRSV IR X b v ' n
2V & DRICHEHARIAEEITRD b ho T,

(4) IXTVHE
STV (VT UL il Bk v IRV L v, Ve, I D
L, T RU U LKROHEER) IZOWTHTEIT o 7ot R, RISV 72 IR # 2
FoERa v O/ THIANY T L, ~ 202 RO EHFIA BN R

e PHEMFE 184 MO SHTHERIZIE S X | (FHE 95% THOMMED 99% % & e X 5 5 E L 7= HiPH,
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BIVTZD, WTAUZ BN T S AE & O E L 78 2 i Tl 0D 228 B B PN ST SRR
DOFHNTH - 7=,

(5) X I ¥
EXI A (B-aFr) EX¥IUB (FT7IY) BEXZIUBy (URT
TJEy) EXIVBs (FATYY) L BEXIUBs N RTUME)  BEX S
VB (EU R¥r) | BEXI2By GERE) MO 7 v — VHHIZOW TS
Wiz T o 7o/ R, MRICHWIEA 2 v Era s oM TE X I VARD
B X UBICHRHEIA B ZEDRO LIV, lx ORI EMILREEMFELE O
#HIFENTH - T,

(6) KEMEEWEKO IRAHEY
TA4TFUM, 774/ —A, NIT A e X — p- IV, Txb
T, TNT TN Y b= OWTHHT 21T o 7ok R, XFRRIZHW
TR X N U r 3 & OBICHEFIAEEITRD bR o T,

8. BNEICHIT5EF. BRAFICET SHEE
KENCB W TE, KERLERLT (FDA) (X &k O E L CoRH
IZOUWT20234E12 A 12K STz, EUIZRBWTIE, BN &AL Z2 24%E8 (EFSA)
IZXT L TES - iR L TORHIC W T OREMEREL FEFTH S,
ZOfh, 2 WETEEMEFEELZFFEFRTH D,

9. HI&EAHXICEET HHEIR
c7E w3 DAS1131OHE: HIEIX, (ko hvEueay (T ME) ERT
THh D,

10. BFORZERUOEEAXICEET HEIE
U a3 DASII31 O ORE R OVEBH HFEIX., (ko hvxnay (57
v hNfE) ERILTH A,

B7. H2Hh0E6FETORRICIYREMEDHMREST/TONTVGEWVESICHELGE
]
FH2MHHE6ETICLY, BEEDOHMANELN TN D,

I. EmEECEMmER
[ 2 v BHEBREHELOBRER 27U A% — Mtk s 7Ee =2 (DAS1131) |
IZOWTIE, TEEFHESR N FETEY) ORI (CERK164E1H 29
HEMWZERERRE) ICHDZFHME LR, NOEFELHEZ > BZUIRWE
HWF L 7=,
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