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FEE: A SR VR AR RO U] p ot 1 SR s B e B U A, IR — AP L O
(ovarioles), FZHASMETE (ex vivo) K17\ UIE (egg chambers) 4EHrFEAThREE,
HFd ot AR AT EI N SR 0. ILIRAEE T S LB TR E R E, Mk
BRIORE, wUum ORI (follicle cells) & 4~8 FUZMIZH i —#f4 (cluster), HIJF
U1E SN BEANAE (oocyte) iLEE (border) J7 WILRE, BRILERATTRARIX HE 245 20 (140 i
L5400 (border cells). BLIRFEREZEFr U EEARINRE TR (B KIE 8 /B, DARIES W %2
AP R RS o TR T LSRN [R] BE R AL O = (R BB R B I 72, R I AR )k R 2%
(biosensors) [FI SRS 1518 7T 04k, IR L 7R A Bh T- I 25 0t 1 Bl
A PRI R M o

KEIR: AR, ABEgEM, RAMETR, SNELKE

M5
1. p-Dish 35 mm, low (ibidi GmbH, catalog number: 80136)

2. ADVANTEC NO.20 pH 4t (Advantec®, catalog number: 07010110)
3. IMIFEEI

4. BRI

5. TERFERURL

6. AbLr b (HESR )
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7. HERME

8. LW XK (ddH20)

9. Insulin (Beef), United States Pharmacopeia (USP) (Sigma-Aldrich, catalog
number: 1342208)

10. Schneider's Drosophila Medium (S2 5 7%##%) (Thermo Fisher Scientific, Gibco,

catalog number: 80136)

11. Fetal Bovine Serum (Thermo Fisher Scientific, Gibco, catalog number:
10082147)

12. RANEEFRI (WEHECJT)

13. REARUGE (WA TT)

LR

1. Dumostar % FARET (Dumont, catalog number: 0209-5-PO)
2. B0l (Eppendorf, model: Centrifuge 5424)

3. Leica EZ4 fA#LE5EE (Leica, model: EZ4)
4

Zeiss Observer D1 microscopy (Zeiss, model: Observer D1)

LYQ LS
1. AxioVision SE64Rel.4.8.2 software

— . A SRR DL AR O SR A

1. BRI o e (female virgin) 5503 Ik SR T 9 B R s 3245
FEIMN 2~4 FT-BE BEERORL, S8 )51 5 A RIS T IRE 18 °C IR, IR RR
HHE a IR, Rr LN

2. WRERBBBFaEmE T, FHFESDE L, AN 2~4 BUW TR B, 7
K WA AE 25 °C, 12 & 14 /N,
T
1) —SEEWIEL LR, HFF LG MR R ZZT ) 7T BB 75 5% B LU

RARINAIETER B o 2T HMERIE 79 95 T FEAR B AR -
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2) JKE 25 °C BFFRHAFEEL 14 IS, BIRISERE NI ELZ, TR A&
KBTI E AT e

T R ME SR e UM S DL YiE B LN (ovariole) BRUNE

1. FIHZAAIRSE (CO2) MR 2 3 3 KA/ i (1) e SR .

2. TEMPFEEI A I 150 pl AN TR (WA TT), FFE T BT .

3. FIH— RS PRI — R Rbe IR ) BUA M IR b, RN FLbd B A 350
WAERI O o F N —HE IR IERR = (B 1A AR 1) s, fifikth—
STAOAEIONE (K 1B A4 1) (Prasad 2%, 2007). 550§ 3 KaE W R

RIS LR AR ARG TR

PUAR 1. AAERSROR B RE R E H B SR

4. TEARSMEFERD, FH— RS AR R [ K & M e = s E (B
1C e 3ANRAR 2)],  F3hh— 87 R A B0 S AT o [ Ad 60, 40 A B i)
gIE (B 1C A EARLAR 2)], JF HoR BN Ay (& 1D AA 2), EHE b
TR E FRFTA (¥ 90 A B 2 R

5. /NOHUESBRIEIIENE (kTR E W BE 10), 45 A LG U0 S AT I T AR 2 B 8
~9 ff9pE E(K 1D RIS 2), FEMCEIREAL /NG, B — S8 R R I = —
g, ML, HIWTR BB B 10 Z AT ONE SRS U0 E 2 R R, T Al il
FIT LA EE I O =
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TE: L ZZ AT E ST FERI LT TRIRHI TR 57 P AN T2 K I ] 2 1R 28 TR T
A< BIULTERER N E W] 77 B G 10 22 EEHTIWEESE A =5BhifF
MW EHI LA [T BL TR TR 9708 (R AE #2555 1~2 N MERBERE ) J ) 9
B KRF RS R R T8 A IR IR

P 0 —e
PRAT 2. Y s M R I R =
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=. BiopETHRL

1. #E% ibidi u-Dish, FITHERA, il 2 frs, A6 I = JOK S AR A
TR mERE (K 2 Top view) (Chang 25, 2018), B Aksh s F2 AL AR H 8%
AR K LR .

2. WRIARR S ON E A AR AME SR 100 pl iE T BRI, JRE I 50 ul &
SMEE TR B TR (K 2).

Top view

ibidi p-Dish Lateral view
—N\ ﬁiﬂﬁ?%ﬁ\

B 2. BRLAFIERENREE

VO B GBI AR B B e
1. CREFRIURAE RS T, S MR R GIR BRSO = (K 3A-3B), % FIHLET
o WEGIEFR AR, SN G0 HES AR B B B AR AR AS (] 3C-3D)

K3 EMETERIE (A-B) LEMRER (C-D) KR
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2. L 20 fEEmAEasE, NG, B AxioVision  SE64Rel.4.8.2
software  [IE Y BRCFRRE JebstE], FEHIAEIERE 3 Ak A
(I 4, BIE 1~4),

- H Microscope -~
-8 Cameras AxioCamMR.3: Exposure
=) Incubation 400us 60s B SR
&€= VivaTome | 579¢ ] 000000000006000 "~ 3. BRI
122 Scalings | —_—
== Multidimensional Acquisition 5% 200%
i...5 Multidimensional Acquisition P 100 % | el ,'=i—' | 4 FOLREIRE
H - =
.l Smart Experiments
- HOR [(] Auto Snap  [] Auto Live
/A] Image Processing S
s E-,q:enmem’,_;t T REERE Reflected Light Shutter

B SRR [# closed |[ open | €

Channel Definition

Dye: FITC -

Color: | @

Name: FITC

[ Snap ] [@ Extended parameters ] OK ] ’ Cancel

Exposure 2. iﬁﬁﬁ)"ﬁﬂ‘]‘fﬂ

Time:

Mode:
°) Auto @ Fixed ©) Camera

Hardware Settings
During acquisition ...

User: FITC -

After acquisition ...

User: RL OFF -
@ Current Autofocus

Channel Actions
l > Channelpunll lﬁg Duplicate I
IH Save to pool l l)( Remove I

B 4. SUEIRRESERT BE DT 1-4

3. TEENR s 8lUae, & 30 obiEEEgIE SR, W AxioVision
SE64Rel.4.8.2 software H#%#{E (pause), FEHXTE (refocus), F4kL:HAHE
(& 5, L% 5~9),

1) 1 (photo-toxicity) : 1 KHTHEIERT 7] 54 T 1T 1] )] g LR 52 1R 200 91 2 7=
ot 7 M (photo-toxicity) . NI RMMTFHEHEBNWERE (K3), HILHT
T JE]JE] B 17 12 TR 1T 8P 2 1 -5 R (R T 1% 57 T v X

2) WEEBIEHEKE: UEUHHMEDIERFES), M (oocyte) £Z&H4K,
TS T IE TS BRGNS A, X LEBY RACH I I TRAFNAE ik T (AT
3).
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3) MIBUFEZEF N FENITZR: ibidi p-Dish (EHELE/H L L, BRI LA THE
WEHINE, EER LGV T RE T Sl EN R, TR0 A0
BHIBR . W AR E R EH L — KR

Workarea x
B Microscope

#-fl Cameras

=) Incubation Multidimensional Acquisition - 0 % (7] l

&= VivaTome - o
122 Scalings 1 = — 8_ m%ﬁg
£-&. Multidimensional Acquisition R/
i~ Multidimensional Acquisition b | et v i s €21, 722, 24, Past
L. Smart Experiments |

=T HDR | cancel |
/A Image Processing X | -
o Bxennen O 1] FFIEE |

| Time Lapse

Interval Settings
Maximal Speed 5. e (6] A P 15 B = Multidimensional Acquisition Pr... |23 11
@ < 1of1

IB Interval ‘S.Gﬂu £ | Minute 'I

Duration Settings =
3 T tefit

mal Dura

sCydes [101 5 [ Coloulate | =
I © Duration  [5.000 = ‘Hour V‘I -
6. KRR E - =

NextImage in 2min50s: C=1, T=2, Z=1,
Pos=1

Settings before/after Timepoint

b
before time point... Pause Position
- @ o ——— | .
after time point... - r——
- (G2 —eeeey)
9.
(a) BREFT AR LT 8] LUK TR AR HK” Pause” {8
®
(b) PH¥E5E5#” Continue” 4RERMER
7. R

Bl 5. SAUEN GBI E ST 5~9. IR 9 (Q)AK T HT R B R I 7] DL A% 5B 0t
FEiH i Pause™ % (b) 1% 58 J5 #“Continue” 4 241 1% .

m 4 M 4 -@ 00:00;11 f 00:00:30

IR 3. B = 40 B e 5
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BREC TS

1.

Bt

RAHME TR (AR 1 ml)

48% Schneider's Drosophila Medium (S2 £57%#)
50% Fetal Bovine Serum

200 pg/ml Insulin (T 0.1 N HCI)

20 pl MERIEAZROR (LN P FEIR fl % R )

WAMEFRR TR B, Bisefs, DUKA4RIE pHE, %2I7E 6.8~7.0 ZIA]

U SR e R AR

Sk 10 SO S e R I BERI MG B5 92 T 29 °C 14 /M, 4 10 A BERBELL CO2
K5, BN 1.5 ml Eppendorf &1, FFIIA 100 ul S2 B577M, BEW. 25184 °C
L 20,000 x g B0 2 708, FFRE I A H Eppendorf & R 52 L,

1. BHEERI: MOST 107-2311-B-006-002-MY3;

2. HEMWIAIL: The Headquarters of University Advancement at the National

Cheng Kung University granted by the Ministry of Education, Taiwan.
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