b = i

- ~HEAEATIFH

1. myo-3::gfp TRt FiEd S xf b i X X PR o

2. B.myo-3::gfp(CTG)s % myo-3::gfp(CAG);s & 4

ST LR MR BHEAS TP BN F A Au s
=+ 5’-CCGGACTGCTGCTGCTGCTGT-3’ % 5’-CCGGACAGCAGCA
GCAGCAGT-3"% i primers > X {8 14 3% jBr'% 4 e Vg HpLE o
FeEDIE 2 FheT D AR F primers R £ 1.Sml e g o g
- B ’g B OSCRizg6 s 2 (sBiEE » 85C75C65C >
60 C*2 55C ki & 6 4% X fhs okt & 2 L DNA & =3 5 BspEI
LA e rr B 18 e R e & > #- BspEl *2 4 = ( England Biolabs »

Inc.) *7 & {é chmyo-3:-:gfp 23 ° §L & 7 DNA # 1= 4| * T4 DNA ligase

&g B IMI09 FRIN o b5 DNA RAFER AT A
2_myo-3::gfp(CTG);s * myo-3.::gfp(CAG);

3. myo-3::gfp 7)i20 % myo-3::2fp(CAG 1

R FRPFERE-BRHANSIHENE I F L B(CTG)
2 (CAG);primers 14 94°C » 5 248 > (94C » 304 37C > 1 » 48 ;
72°C 0 6 A 4) 30 % BTk > T2C 0 10 A4hhE BIEE A o £ 4

A SR AL d Y wies 3 B 0 B (Viogene o
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Inc.) > ™2 T4 DNA ligase #-% 42 2_ (CTG/CAG) 120 = B FFa £ 45 & 71 &
£42 » pGEM-T easy 5 4 » i 7% 11 3 pGEM-T (CTG) 4 2
JM109 » # % » 12 EcoRI *+4|f% (New England Biolabs, Inc.) *»
(CTG/CAG) 0 & £ > ‘5" 88 % ik 18 2 Klenow %% (New England
Biolabs ° Inc. ) #F %% (blunt-ended) - 2. & » #-H & » 5 :& BspEl "4 fx
*» &1 > Klenow fif % #& % s myo-3::gfp H &8 » 11t 7 18 3| myo-3::gfp-
(CTG), & myo-3::gfp-(CAG), > {5 12 DNA Z_R FEidz. °
AR HAEE

. - R P T %

# P& (Caenorhabditis elegans ) 4 — fa & % 2 1 itk

=

%24 HABMENF Imme B2 a2 K b3 g 4
RARDER  AFHREY CMABL LT < S FH OPSO Fik
I NGM agar 2 % = (1.796 Agar>0.39% NaCl-0.259% Bactopeptone
0.00059% Cholesterol > 1 mM CaCl, ° 1 mM MgSO, > 25 mM potassium
phosphate, pH 6.0) » 3% 15C3 % -
2. linl5 2 BG4 T2 %

AR P B EAT  cnd G Y 20 lin-15 A FI R ¥ (n765ts)

RAMT1642):2 7 o lin-15 - BERH A BI85 ML F o b

REBRPAADISCRAFERTI FRE- 25 a § 143
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>/

5CHER g EMNRLDER - BRMWAEL B2 mI o F1
lin-15 & % R F15) lin-15 R SHRBAWP > P|F 1207 P REREB D
FoAE FREDCEISCo a2y L - 2w -
ERRE Nl -V oy
1. DNA 3% 5% 4
- 4xehalkaline lysis DNA % &% ;2 78 & ) en DNA & i it o
7 g * ST AR G kg e Be sV i i@ * QIAGEN plasmid mini kit s it &g
it B4% HDNA Bk o AP R-Ea AT FHE 7 5 lin 15 A FlaHf
£ 4 w12 20 ng/pl 27 100 ng/ul =k B 7% % injection % #% (20 mM
potassium phosphate > pH 7.5 » 3mM potassium citrate > pH 7.5 » 2%
polyethylene glycol » M.W. 6000) ¥ -
2. Agarose pads s #
T AT S E JF - F 2% agarose 1 24x60mm 2. F g 7 b oo
BV - RPER P FAFFUMOEIAL SRR R e F

PR R FET MR 2]

A

=5
BOEN TR o AK o MRS MR F (R 7 )R
T 80CH#H 1/ F > FR2icie BT ETHY -
3. B At

R B SR g ot e f (Kwik— Fil™, Borosilicate
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Glass Capillaries, Item Number 1B100F-6, World Precision Instruments )
& * 3 4+ B (P-97, Sutter Instrument )4~ % @ = » g (¥ i% ¢ 5 > Heat: 220,
Pull: 100, Vel: 70, Time: 200 -
4. ARG BT Bt
A @ * %3 DNA 3 7% eh4+ (Blaubrand® intraMARK,
cat#708745) #-DNA L » B s+ > T B-RE AT 61428 3K 2 B
Hréx (Zeiss Axiovert 200 ) = i+ EF + o 3% ¥ 44 Halocarbon oil
( Halocarbon product , River Edge, NJ) i — /¥ % Agarose pad }+ » I
A stens f 2 8 Agarose pad oo & 5 4p =4 (differential
interference contrast ; DIC ) 408 (Bg ficde ™ » B-BE AT 54440 o Ji »
M fy et same o - DNA 3 R » (IM 300 microinjector,
Narishige ) » 2_ {¢ » 11 7 4% glucose 2. M9 ¥ % % (Na,HPO,45.8 g,
KH,PO, 3.0 g, NaC1 0.5 g, NH,C1 1.0g > 1 Ld,H,0) iF >+ 248+ » i @
EEERMISPRGTRAEEE NI AL RS E AT
17 NGM plate o
-~ A FIRAERS NEE
AP FROAZEEN2C EF A EFERE - 48544

ME RIS Fleo svipgehenFl & - & 8 jbsg £ 0 - @ NGM plate # -

W
\r!'

Fpop o SR PR F2RAEF2 -

%
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syncytial
gonad -
nuclei at
peripher
infocus

wilva

WM B R ACI SR R E -

I~ AFIEARL DF

o TR st e gl F) A A B B8 N &2 extra chromosomal array £
i o IR ORI WY o Fla B AT fFEl L
myo-3::gfp(CTG) 120 % myo-3::gfp(CAG) 120 K4 » % b FEAMP % 3 -
& 38 7 myo-3::gfp(CTG) 120 3 myo-3::gfp(CAG) 20 o8 & 73 S »
¥ #7 produce & FligE s R B o o 3 myo-3::gfp 2 myo-3::gfp(CTG/
CAG); TR s {82 > AL P FFAFEARS > APEF2 Mg
Pk X {511 MO ¥ 7% ‘}Fiiﬁa v L E R AR et B4 ~ freezing

solution (0.1 mM NaCl, 0.05 mM KH,PO,, pH 6.0, 309 glycerol, 0.6M
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MgSOy4)» 2 ts ¥ % &~ %3 1.8ml H75 F » > 1bRE N R R 0 E

BB REFA-80C k48P (- #m 3 0 02 L1/L2 stage & %8 recover i

Wk 4F) o 2P 7% (~ 1 month) A& FiE s A B o R A2 NGM
plate % > 4°C 7k 44

N
—

* ~ # # #uF (locomotion ) % &r

#-F1 cha B ¥ 5 478 5 4 OP-50 22 NGM plate » = % 25°C - I§

% A dpehee S T2 A u] b

L2, L3, L4, Adult pFHp r2 Biciz 38 MR B 52

§ FHFW(CCD)FP-R A T g > @ % Fei B 2ot (Carl

Zeiss Inc., Axio Vision 3.0) A +7 5 2. # # 7

S CRAHLWRAEE PR F

A F2esmB P o X B lines 42~ 20 & L4 e g ( Af

+y
iy
#

/f%'l'f:ﬁ:"f“‘lﬁﬁ iE_fJ__Fpg%pﬁpgm_—kﬂﬁu.),_q’a‘.#uz,] ﬂ}/z\;ﬁ’
B OP-50 crs % » 22 h

b 225Cr 4 #MiBR 24/ PFis A3kt

BTRBRA LA o FREILL T AWRAD A

Aﬂ’\zﬂﬂﬁﬂ#
AL - HFHSHE - P E s apBhtEikF AR
Pz S 2R THELERBES c FAMBALBETEY 0§ 0

AN "gk{"%bl‘ﬁi

#-Fl e B P X 370 3

7 OP-50 2. NGM plate %z & 25C 3% & $4
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o Rx AN L F2 2w aH L2, 13, L4, Adult PFEp Az 5
ek 60 BALTF T > FpBH F ok R e AR FITC g & B
2y RBE > BYIEEZ 247 R0 BN MR E S R H(CCD)
% Media Cybernetics Image Pro Plus 4.1 (Axiocam, Carl Zeiss, Inc.)#ic
W2 o 3 ZEREMT F(CTG), & (CAG), & R 3 7 P chdl Jy &
kL RAPE > & B lines #1475 100 &7 b FHAFBESRS -
RS T

B3 % B 15C e LA P B P Ae B 23T e OP-50 12 % = (B
HeniEi L 162l ) A 1SCHZ2 48 | FELBFHIE L4
B A MO g B3 R RS AE NGM plate £ B 1.5 ml ik g
o AR Hrw 4 2 7000 rpm 0 10 Fy K-S AR o B R F R o
AR R BRZ S o4 F 4o » 500 pl 9 3% formaldehyde( 7 0.1
M Na,HPO, ) » #-4 & % 22.5°C ™ B %3 /] F¥ o F Z_t45 14 7000 rpm 10
PoR-BRBAET £ AR R R > ¥ 0 4o » 500 pl PBS 3 ik i2 & 2 3D
BRI R RS A4 £ 117000 rpm 10 ) #-H W T T H "f PBS »
i o £AF M PBS 3Rz =0 0 ZR18 4 » 500 pl 51009 acetone {8
%3]-20C k40 2 2 48 - £ 2 PBS 73Rk 3 =0is » 3% %F 4c » 200 ul
¢ Phalloidin-rhodamine (1 : 200 18>t PBS i3 i ) AR R TEEZL

¢ 02 ] PR PBS B ikiE 4 =0 0 Bofd de » 200 pl e PBS 3% -
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L RAFTERIVE SRR PRERS T

RAAF ARG F R F AR AR 2 RRET AD R AP
TEHR BRI F#* FITC g & L% - & * H =R 4% (NIKON
coolpix 4500) i g’ § B~ - 2 LI I * F(CTG/ICAG), £ B8 7
PP R SHORE S & B lines 2 AT E BEF T Y R TR

250 8mp -

N

-~ FRERERR

2 1xPBS %% (10xPBS » 80g NaCl, 2g KCl, 6.1g anhydrous
Na,HPO,, 2¢ KH,PO,, # = = -k 71 1000ml » & * pEf-f - 1) #i
G (11T ey BN E s 0T SV IR IR R G A B 2 8B
“fi R % ) 4v > 1009 methanol ¥ >+ —20C 5 ~48 > L B3 3T
SAhdbe2 (T EMIR ¢ 45 1 44 90% methanol in HO - =t »
1 & 45 7096 methanol in PBS - = > 1 4 45 5099 methanol in PBS -
=% 5 &4 in PTw (1xPBS 4c t 0.196Tween20) — =< o

¥ > %8 T 12 proteinase K (1 pl/ml solution in PTw ) &J2 15
kB ts o B T A5 F AR 0 FRES 0 4v » 2 mg/ml glycine in PTw >
3D vortex F #52 A4 F i@k 0 B PTw iRk % > 55
ke B ¥E 0 BF BT 4~ formaldehyde fixative solution( 1xPBS, 0.08

M HEPES pH 6.8, 1.6 M MgS0O,, 0.8 M EGTA, 3.79% formaldehyde ) -
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> 3D vortex 4520 A 4B TR B o 2 {8 0 4e » PTw iR iR ez
K& S5A4 0 - =X 2mg/mlglycineinPTw 5 448 > 2 = =x PTw & 5
b B o

Bl E{s o R T 4~ 111 (V/V)en hybridization buffer( 10 mg/ml
ssDNA, 10 mg/ml heparin, 1 pl Tween 20, 400 pl formamide, 100 pl 20x
SSC) 2 PTWR &% F 55 10 A48 o >t e FF > B~ 1500 1

hybridization buffer Ff -k v #ui% 3 10 & 458 STk b & ¥ o 2 1887 P
500 pl hybridization buffer v » 2 %8 #& * i& {7 pre-hybridization (3%
37CE A PN N 1~2 ] FF) o i {7 hybridization % > 4t » 3 0.5 g/ml
oligonucleotide probe 2. 50 1 hybridization buffer ¥ ** 37°C » O/N -
g % 12 500 pl washing buffer ( 2 409 formamide 2 2xSSC) &
37CHr A HFE 10 » 48 > ‘@& 4. 14 (up to 7000 rpm then release)
£ 2 TTBS (1M NaCl, IM Tris, 0.1%6BSA, 0.19% Tween20 #& = =< -k ¥
100ml) # % T Fiks % 0 &= 10 A4k e % P DAPT % 4 (1
g/ml) o
Bk gt fpl @ * ZIESS AXOPLANT 1+ = & pcds » 2 #ici 58 1<
PR S, 3P4 (CCD camera)ff P~ » Hc = ¥ g2 ikl @ * Axio
Vision 3.0 °
4 =~ § 3 B4 (electron microscopy)iE &

EF2eh g Y o & B line 34520 & L4 iy enst B (A f2 i
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M T VO EERDIP RSP arFpgstt 5 - BR2 4 )[R 16 /) PR K
7B A TR G P H 2% (49 paraformaldehyde, 2.5%

gluardialdehydlosung in 0.1 M cacodylate ) *<if & » F§ % #-5 ] 2% 14
o e N "f ' * % ek % = (0.2 M cacodylate, 0.2 M sucrose )

B-iE e 5 “,/TT 64 x — W — e R 2 1S F 2% (29 osmium, 0.5 M

-\\
N

cacodylate ) i {7 = -] e B 70 2 14 S 3 N “’T‘ AL 196
agarose % * > P~ 10 ul e 19¢ agarose if | ¥ T is A FlEgm M B o
FHRF S S o] B R F I ROR S FHE Rk 9% 3R 1 509, 70
9%, 8096, 9094, 95%, 959%, 1009, 100%, 100% % 15 ~ 4&fs » £ &7
= % 10 4 48 1,2-propylene oxide %i-k 33 3% o 35 F 2 {7 & 32 > Bop
527 propylencoxide 2 11 1 v 5B & » B H T BEIHRWAE T T F
e O/NV % 2 E 2P~ T 2 R ok » | 4v » #1195 & propylene
oxide "' (] 5 21 1 R &R B 2 T F B 1) FF o B F 2 b ehgt
PMBREZTEA 3SR B ARG B B R 4 0T e
BE > 2 60C a4 16 ] FFiR 7 3 M g 3 7
¢ RF PR E R o FIAQE S B g Bl ) 0 T A
P gy AT B UARATE Y B ende [ B D enie R A
3| # + > jF - iF Toluidine blue ( 1g toluididine blue, 1g alconox /%

& 100ml d,HL,0) & Fa-H % d > F 45 & £ %%12 0.IMPBS
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Ak ST AR T BLBREBALE S P i 2 (53 4PT 7
EEARE S R 0 e A L R AR 2324 ¢ > £ 2 Uranyl

acetate (509 alcohol 1 Uranyl acetate 4¢ {=i% % ) 20 » 48 > & ¥ 14
lead citrate 40 % 4& (4g lead citrate, 0.1ml 10N NaOH > 10ml d,H,0 ) >

BRI AHBTRAELELMNTENTFRERREFHRESE -
A
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