24h APFMpupal wing DA
2003 fEEH =

24hAPF®Mpupal case # & < , & H'pupal cuticleRN &I L HL\ & D (AbhSHELALDDHwing
pupal cuticleINTEEN L 5 & 5 (2, BEERFICWINgIC 2 D&EFELE3B) o

4% paraformaldehyde/PBS 4EON TEE,

PBSH CHEEl, Skl &A% HE® LT, Fine Science Tools?15000-00%fE->T% ¥, 4 AH
CHBWESEED B,

FTRIHCIESIADEFEB IV UIEVDILSEVDREEIATHITET,

RICIEEAEDLULANT, abdomenDAIFEZR AT DPIMIAAEZLVNE T, REeHBELTHIDHNEB
T9,

abdomenDIEMRIEEFFRICHA > TEDTH-NAZTTHN ¢, BEEZTT,

abdomenid U» £ 4D TR S ATEIIWN £7,

BAFICp20DENRY Y &FH->THEEREIRELET, 2BEETLERIHV ELA, EFDOES
Ty FTHEOEZHAZLPUDFEATEL,

B, SEREVET, Ety FTBREET,
CZETWRBEIERETLE, TAEIRAICT I Tpupal wingDpupal cuticlelC X% & (T & §,
EFOE Yy FTCROGAIZH L SESIMOZ ZICHULDODUTEAEL THEET,

AFIC[£LEW o] 22T X7 Z— RIVEHE B, pupal wingDpupal cuticlelc R & H T E T, FD
pupal winglZI3:Z2 L A WVWE SIS, (AIRDPEo T—FED > TVWBDEFE-> TE T, 3rd larvadddiscD
propodial membrane A K < D ERU/BFETT, TH55DI3 5 HFREETT, RUBIN LAB MANUALEHR)

RHBIN B ZDE EwinghiB 7 > T o — KILDEBET RS ETRERE LET, =— KL
Fimh [HX] BICE-TEYTEIDEED EwingllBEDIFICK VD TR,

BUBEEEICT T T, pupalwing% . ‘B A TuL dpupal cuticler 5B L £ 7,

SEEHENEDP > TVWEVWERLTIXT L Z—RILERFICHESL, NiCkinz D LANL, wingDfFH1R
% Tpupal cuticle 2 HE F ¢, KImEBDH /=W ICRER L THICAT TRHLDP LA LA T E
ho T=VWTVDIHE . wingDdorsalfllDanterior/posterior boundaryD & 7= V) ICHRIIBHF TEET, 5
BWingDBD H 711 (KX >TWBETR) ICklEsAh, [T2] OEE (?) TwingdE®D
4 #pupal caseP SBEHIEE T, ZDF E=— RKILEwingD LR IZ7E 5 ¥ Tanteriorfill % pupal case
PHHLET, AU ELDICL Tposteriorfll HH L % T, stageh" R\ EcuticleEwing 2B T DICF ¢
3PHLNhELEA,

Z h CwingH’pupal caseh 5 H % L 7=, wingPDpupal caseldthoraxPDcuticlelC DG > 7= £ T,

kimz L <HIWT, o) EoE Yy MEMFICHES. wing% &35 - T -pupal cuticle & U
V) EWH->TREREET, 2DEE. HLDIEWingDBEIA > TWB H -V TIEHE T (thoraxE THI
 EMMIFICHEENTEL B, winghBPSENTLEL, BLLXTUVLDT) ,

PR T & - 5EESIMOPBS % 33 & —#&(ICIRE . 4%paraformaldehyde/PBS % 500 micro AN TEE T
2 0 PETE, NEEFICIVWNATHELLETINAS KWL, TIEL #zformaldehyde Z b B TT LD T
B, AlhrEeEHTXH>TET,

EER #WELY) . PBSTritonX100(0.3%) & AhvTwash (2 0 3x4[E) , 2D H EMeOHICEEZ#] 2
hIE-20E THRTEA,

S XKF - 7T0.5ml ultraclear PCR tubelZ# 4 (AXYGEN PCR-05-C, thin wall, clear, FLAT TOP % {# -
7)o

1 K#4Kin PBSTritonX100(0.3%) AN T4E TON,E THB - K WET (HXELKTHRVDTE N,



=D7=®) , 300 micro litter, BN EELEFIZ100 microT (WETTFIELLTEELE) &
PBSTritonX100(0.3%) & Ah. Cwash (2 0 x4 [E) , £ THH - WET,
2 RHfEin PBSTritonX100(0.3%) AN TERB T 2BHE, & THW - <V ET,
PBSTritonX100(0.3%) & At Cwash (2 04x4[@E) ., £ THW - VAT,
5 0% glycerol 2hr + 8 0 %glycerol o/n, & THW - AT,
mount + %8, X541 K4 5 XD _Lk Tpupal wingZthorax» 501 5T £ ¢,
mountant & ¢ & % Ewingh D XN TIEN DD TEE,
in situ hybridization(C HF A T, BEIFEAERLU TY,
MeOH=Z{RTZ L 7=pupal wing,
MeOH/PBTween20(0.1%) 1:1T 5 4,
PBTween20(0.1%) T 5 4x 3 @],
12.5 micro g /ml Proteinase K in PBTween20(0.1%). 4 %%
2mg/ml Glycine in PBTween20(0.1%) 4 4 x 2 [@l,
PBTween20(0.1%) 5 4 x 2 [@l,
5 %paraformaldehyde in PBTween20(0.1%) 2 0%
PBTween20(0.1%) 543 x 4 [gl,
PBTween20(0.1%) / N1 77U 1 :1 104
N T2 05,
N 716 0496 0,
N1 7 1) % T, probe % Bl Z To/n Thybridization,
+N1T)K20496 0F x 2E,
PBTween20(0.1%)/ N1 7&K 111 104, EiR,
PBTween20(0.1%) 2 043 x 2 [E,
anti-DIG Ab-AP conjugate 1/3000 in PBTween20(0.1%) 1 BFf&El,
PBTween20(0.1%) 2 0 43 x 4 [El,
AP buffer 5 4 x 3 [8],
FREIMICERF v TTET,
+2.25 microlitter of NBT
+1.75 microlitter of X-phosphate / 1ml of AP buffer
®&E. BT T, 1 ERE~o/n,

e e s e

¥ =
202-0021H R R R RIKR2-7-5 EfEEAFABMBEME L 2 —UTHEE
TEEE0424-50-5824 FAX 0424-50-5825

% ZDprotocol i3 MEH  FL & AICEZ TUW W=, 8hAPFMDpupal wing discD 2% # AL SE(C L
F LA, BRBWAELET,



