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1. Glycine (Sigma, catalog number: G8898)

2. Mm% (Sigma, catalog number: A5177)
3. 3.5 cm Petri Dishes (Corning, catalog number: 351008)
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27.
28.
29.
30.
31.
32.

96 Well Round (U) Bottom Plate, TC Surface (Thermo Scientific, catalog number:
163320)

CellCarrier-96 Ultra Microplates (PerkinElmer, catalog number: 6055302)

2-6 F e T i

6~8 J& M B

MEM Alpha (Gibco, catalog number: 32571-036)

Sodium Pyruvate (100 mM) (Gibco, catalog number: 11360-070)

. EDTA (Amresco, catalog number: 0322)

. BSA (Lablead, catalog number: 0332)

. NaCl (Sigma, catalog number: S5886)

. KCI (Sigma, catalog number: P5405)

. Na;HPO4 (Sigma, catalog number: S5136)

. KH,PO4 (Sigma, catalog number: P5655)

. MgSO,4-7H,0 (Sigma, catalog number: M1880)

. Na lactate 60% syrup (ml/liter) (Sigma, catalog number: L1375)

. NaHCO3 (Sigma, catalog number: S5761)

. CaCl,-2H,0 (Sigma, catalog number: C7902)

. Penicillin-Streptomycin Solution 100x (BBI, catalog number: H225FA0001)
. AEMFEIEERR, NEAA 100x (Gibco, catalog number: 11140050)

. BHRERHIERR, EAA50x (Gibco, catalog number: 11130051)

. Mineral QOil (Sigma, catalog number: M8410)

. Poly (vinyl alcohol), PVP (Sigma, catalog number: P8136)

. DAPI (Beyotime, catalog number: C1002)

. Anti-Dnmt1  Rabbit polyclonal antibody (LA mDnmt1 (700-1076aa)

KRByt 5 i) )

Alexa Fluor 488 tric Ll 4% IgG (H + L) (Beyotime, catalog number: A0423)
Modified MEM (MMEM) (W3 W 77 )

KSOM (L% BC 77)

KSOM-AA (L& BLT7)

4% % 58 W [ 8 (LIEVRIC )

10x DPBS (Wi EC 77)
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&
1. AL BRAN MRS IR 48
2. ARXE/MB (Olympus, model: SZ61)
3. NG ITIRIE RS (PerkinElmer, model: Opera Phenix)
SEWPR
RSP SR USCERAS RIS /N R iR
1. RIS TRIEL
£ P4/ 3.5 cm Petri Dish, 231 >4: Sperm Dish: 1 ml MMEM #%7%; Oocyte Dish:
500 ul MMEM £53#3%; Fertilization Dish: 250 ul MMEM; Wash Dish: 4 4~ 30-50
Ul KSOM-AA K 51345 Culture Dish: 4 /> KSOM-AA 5323 30-50 ul {il. f7
B HEGFRETEN VMRS, BT 37 °C, 5% CO, 17 4H T 2/ 6 /M),
2. FETHER
2.1 HEx—HALEEALKN 2-6 ARMHER, EMRIESE hCG J5 12-13 /it
A o
2.2 SLEI S SRS, B TP Sperm Dish H, A 1 ml VRS 4k
TR =2, B 1.
2.3 K T3kEE. ¥ Sperm Dish A 37 °C, 5% CO2 H57=40H 1 /I
I FRREITHIRG FHBELL 1 x 100-2.5 x 108/ml 2 E .
3. URYNHuEA
3.1 HY 6~8 H# M RIE S PMSG, 48 /NGRS hCG, 13 /Nt s i i
Ik 7y B U0 5 B TP 47 1 Oocyte Dish Ht.
3.2 A 1 ml S &HEE-LRERINVE P S MI SPAK AR a4, R E
Fertilization Dish.
4. RHMZRE. TN 10-20 pl 3R68J5 HIFS+ 22 Fertilization Dish, 3:3% 4-6 /N .

Ve i IRIESEBR G I B T, D X FEIGRCFENC, A ZLHHERTAI
PR
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PRt gt . 2K 5 P 4T i/ 32 K SRR & Wash Dish IR+, 25507 2 ks 1
MAMRE Fr, )55 H 2 Culture Dish #4355,

AR F R B I B R IR, & 3% PVP [f) DPBS ¥t 2 e, &Yt
MRS RS (PFR 1.4) JHIRTHRSZ KB INI], ZFEU0: 8-12 /N 2 41/f1: 19-36
/NIy 4 Yff. 42-44 /NEF; 8 4ilfifl: 56-58 /NI 16 4iffl: 64-66 /NEF; FEAR: 74
NP

IR TGt
i ACE R UCEE R IR 96 FL U R B3R T G, B S8 45ial7m] 10 20 3R

P A5 P IR R R i ARG — 2 (R A % H i IO BTt

1.
2.
3.

B 100 pl 4% PFA £ %5 [# %2 15 min.

BN 100 ul &% 0.1 M Glycine ] DPBS ¥t =1X.

TINELE 0.5% Triton X-100 1 1% BSA () DPBS 7£ = ii@i%E 15 min.

T T ROILFT, FHIRG DA RS DT R E A RV
I NG dit s AU EE UL S I B 70 TR B 5 1% BSA 15 /%— 21

BN 100 pl 14 0.1% Triton X-100 F1 1% BSA f¥] DPBS W, ZIREH 1 /)
ik 4 °C i

¥ Rabbit anti-DNMT1 $if&4% 1: 500 Wk T W, $%&F4L 50 pl A, =R
B 2 /M0 4 °C LR .

BN 100 ul 35 PAGE =K.

¥ Donkey anti-Mouse 488 Hif& 3 A #i4% 1: 1000 Foks, #%5fL 50 pl O, =
I E 2 /NETEL 4 °C iR .

I 100 pl 3 PG =K.

F21E 1. 1000 #F& 1 mg/ml DAPI 50 pl £% 15 min.

BRI 100 pl B 10%H ) DPBS [ 96 PerlinElmer CellCarrrier i+,

INE & Ve . FERL AT T 4 °C RAFEUT

v AR
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1.

JA A, FTHF Harmony B4, K 96 FLAR H S 4RI 5, TN & IR 3
SRy R

HRIEFTH 96 LR AL 5 ik 3% “Plate Type”, i 5x ¥4 .

WEMESH (B 1. R FHEE“Channel Selection™ % BANF 2 eiliE (1A,
Zkth: Alexa 488, Ex488/Em500-550; 15 f1: DAPI, Ex405/Em435-480) . 7£“Layout
Selection” HFiEFEMETE (Number of Fields), )i “Usein Test” J&, fidi L7
“Test” @EATFIASE (I 1B) o MR H i B 1 B B ' I 1) R O 5 2 /s R
173 A “embryo 5%7,

JE: Al “Channel Sequence” i FEAN R %t B F#RMTT, 6% 7] GEHT 2 o
Ve BT RHERIGR A (3L 70 um), A B AEET B A B/ S H A T T
s HARERAE, BFHSE LUMIILER 1, RN Find”.

YN0 Find {4 %2 “embryo 5x”] Online Jobs, #4731

LIBBR 3 Tin s R E FLE 5, Feffe 63x /KR, G EME, MRyE7Oh0E
JEVR BRI H], CROGEREE, W E HES E RN IR B AT SEI TR A . SR
5E Y J PRAT LA N “embryo 63”7,

VT BB RS HANGHIES (Navigation) Images SR ET, 4 Well PB4 7
Pt % F¥“Background for Well”.

i PreciScan B aif%, MKIKINE S/ “embryo 5x”F1“embryo 63%”J51817 .

I IEFCHIIRATE W ] 96 7L, FEHLIR 6 [T/ K GEITHIR KT R, EFX 7
LEIATRN] 7 51

i H Harmony AFAT 0 d i 5E, THERFE LUl I3k 2 KK 2.

ZERSH . KIKIEFE Setting—Data Management—Export Data, #1875 Kk HA
T RS 2T o i
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i0-101

A Experiment. | “embryo 5X = B Experiment:
Plate Type: Plate Type:

: e re— —
Autofocus: Two Peak (Defa |
Opt Mode: | Non-Confocel Opt Mode: | NonConfocs |
Live Preview Live Previewr
Max Duration: < Tmin Max Duration: < Tmin
Temperature: Temperature:

Cco2 P
o Co2
[ [ T
conin el | New Save.. | Test
Channel Selection =) |
. m Channel Selection @
Alexa 488 2 Channel(s)
N —
Layout Selection [«
i x
O — &
Snapshot e otwets: (2]
— Reset
octam [ A8l |
s (00l m el =
— S
L : e E—
HOECHST 33342 Use in Test: 2
S — _
Reset
o *
T —
Snapshot
. N
Ectan [ sl
- .
- -
- .
[ | Overatbeght [ 00|wm
Use in Test:

s |

B 1. HRSHRE
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*1: BREREFKE

Lz Ui ]

Input Image | Stack Processing i%£#¥ Individual Planes.

FAER

Find Image | i1~ Iad R, BN E K Find Cells A1 Find Nuclei £

Region FAEH, #4H Find Image Region F25 & fi %) £

REDT AN Channel £l Alexa 488; Method i%£# Common Threshold, #R®
P55 B 5E ) Threshold 244,

Determine | Method XY i%H{ Multiple Objects, Rescan Magnicication

Well Layout | g3y, ¥ % 1% & Object Margin (10~20 um)#F! Field Overlap .

SR |y,

Define R PR IERAE, B A Re oIk IERRIE T . BT84 R WA

Results 2.

A 2.

B HARREFERBRTR
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R 2: RBERTHRE

LR

YL

1. Image Input

FAKEE

Stack Processing i#£#¢ 3D Analysis, 4:i% Stack KEJZ. &
Control [t # Representation # i HXYZ"5(“3D", 7E
PG b St Bl bR A B T BB OR AT MR BT, 45 R &) 3 K Jif
GREIE

2. Find Image Region
SE LA

Channel & ¥ Alexa 488; Method i%£#% Local Threshold, 1R
P15 558 W B &3 Threshold 23, /4)i% Closing, Filling
F1 Close Regions at Image Border i3

fir % Output Population 2y Embryo; 4 Output Region &

Embryonic Region.

3. Find Image Region (2)
5E N4 A%

Channel % £ DAPI;
4 Output

ROl i #% Embryo, HA&[F L.
Population & Nuclei; #14  Output

Region & Nuclear Region.

(Option1) Select Region
(T3 1 )SC 447 400 A X 3

H T AL AR, 3025 X I3 M AZ 1) 5 A3 AT ) A D
HHMIX 5y, T RES RN R AL NS S aRE R . AT
B I 3 2 AL A A0 A% TR A

Population #%£#% Nuclei; Region i%£#% Nuclear Region; Method
it Resize Region, #ii \& &l Outer Border fH, %A
1~2 uym,

4. Select Region
5E S L

Population #%#& Embryo; Region #%£#t Embryonic Region;
Method i # Restrict by Mask. Method-Population % #
Nuclei; Method-Mask Region i%£#% Nuclear Region; 4)i% Use
Inverted Mask.

Output Region 77 % A Cytoplasmic Region.

AR T B T ik 17 A R

Properties

THE LB A T R

5. Calculate Intensity | Channel £ % Alexa 488; Population i%£# Embryo; Region
Properties i%#% Embryonic Region.
WIS ERS SR | o0, Method P304 o i HAF A BT A0 155 58, A0
Eifg (Mean), &Af (Sum) %,
6. Calculate Intensity | Channel it £ Alexa 488; Population ¢ Embryo; Region

%% Cytoplasmic Region.
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7. Calculate Intensity | Channel i Alexa 488; Population i£# Embryo; Region

Properties 1% $ Nuclear Region.
THE AR S TR

8. Calculate Proterties Population & Embryo, Method i% ¢ By Formula. R4 7

RS B BV E A RIS B TS | X315 5 B LA
(Option  2)  Calculate | #4fs 7 Z ik 7 € Population #1 Region, A7t Method T4
Morphology Properties SR IR A FE A AT IR, WiRAR, RS
(i 2) THETEA SR
Define Results MATIBAT TR S5 IR AE -

TE: T2/ 5 0 I P X AN IR R 2 92 2 508 2 s
» TEIEH AR B

Evaluation RAFSPHTREF fG, N Evaluation, JEHUITA 740 A i FLidE

& 3. BRI =4EN. A, ZF550; B, 2 4f0fiEiG; C, 4 4f/iEfG; D,
8 i
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RRECH
1. Modified MEM (MMEM)

% 3. Modified MEM (MMEM)

Ry PR
Alpha-MEM -
Sodium Pyruvate 0.33 mM
EDTA 0.01 mM
BSA 3g/L
Penicillin/Streptomycin (100x) 1x

M B e ilJE ] 0.22 pl i kidig, 70%1-80 °C fR1F, WI{E 4 °C {RfF— .,

2. KSOM (£ 4)

= 4. KSOM

5% LR
NaCl 95.0 mM
KCI 2.50 mM
KH2PO4 0.35 mM
MgSO4-7H,0 0.20 mM
Glucose 0.20 mM
Sodium lactate 10.0 mM
NaHCO3 25.0 mM
Sodium pyruvate 0.20 mM
CaCly-2H,0 1.71 mM
EDTA 0.01 mM
L-Glutamine 1.00 mM
BSA 1g/L

Penicillin/Streptomycin (100x) 1x
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M B e a4 ] 0.22 pl i kidig, 70%1-80 °C {17, WI{E 4 °C {Rfr—JH,

3. KSOM-AA
100 ml KSOM 1537 540 78 0.5mI NEAA Al 1ml EAA Bl 0], W] 7E 4 °C {547 — & .
4. 4%ZFEWEE (4% PFA)
FREL 2 g 2 5 R K 22 50 ml 5.0 1, N 40 ml ddH20 £ 200 pl 0.2 M NaOH,
60-70 °C /KB E 52 &R (£ 30-60 43%F), A 5ml 10x DPBS, % pH {4 7.8
JRERZE 50ml. T 4 °C#LRAE 2 M.
5. 10x DPBS
MREL 80 g NaCl, 0.2 g KCI, 1.42 g NaHPO,, 0.27 g KH2PO4 % T 800 ml 25
FK, RSN pHERY R 74 EAEBEFRKERR 1L, Ml sk KE G =ik
TRAF o

Boigt
 ERf Bkl O FU BB B B H  (2019).

S5 3k
1A i, M.RSBEITI, K. SCRRE, R JUMRA. (2004) /NEUIRHG M S dim GREIRD . b
At FEE AR,
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