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=28 717

6.1.1

HE Cat. No.

2E

High-Performance Pro-
microcentrifuge Set, “MaXpin C-
12mt” Max. 13,50

DH.WCF01350

Column & MEZ|
=2l= 717

Multi-Mode Microplate Reader
PRO

TECAN Infinite 200

RNA 5= =3 7|7|

Milli-Q® Direct Water

Purification System

ZR0OQO16WW

A

oA

= A
T T

MiniAmp plus thermal cycler A37835

cDNA &4 717

QuantStudio 3 Real-Time PCR

System A28566

gPCR 77|

Al 9 BEE

6.1.2
- RNA kit

HE Cat. No.

RNA prep kit (RNeasy Mini Kit
250 prep)

1. RNeasy Mini Spin Columns
(pink)

2. Collection Tubes (1.5 ml)
3. Collection Tubes (2 ml)

4. Buffer RLT (Lysis buffer)

5. Buffer RW1 (Wash buffer)
6. Buffer RPE (concentrate,
Wash buffer)

7. RNase free water

74106

2-Mercaptoethanol (14.3M) 63689-25ML-F

>299.0% 4C

Ethanol BioUltra (500ml) 51976

>99.8% 15-25°C

50f9
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RNA extraction and PCR analysis protocol
- cDNA g AlY & gPCR
HE Cat. No. 4 B
!
dNTP Mixture (2.5 mM) 4030 A 32umoll  _5g
1.28 ml
I(R}’qe;i))mbmant RNase Inhibitor 2313A 5,000 U -20C
Random Primer (pd (N)6) 3801 80 nmol -20C
1. PrimeScript Reverse
Transcriptase (RTase) 2680A 10,000 U -20C
2. 5X PrimeScript Buffer
5-Pack TagMan® Fast Universal ABS- ) 4C
PCR Master Mix (2x) 4366073
ABsolute gPCR Plate Seals 4311971 - RT
PCR PLATE 4346907 - RT
6.1.3 M AlSF
-70% ethanol
=8 ZH % By
99.8% Ethanol | 70% - O|& =0, 10ml 70% ethanol0| 223t &
(BioUltra) (v/v) 2. 99.8% Ethanol 7 mL + PW 3 mL H{i&t
Purified 30% . 8A =H|
water(PW) (V/V)
6.2 RNA extraction
6.2.1 Al ZH| AlSF RLT solution IF 70% ethanol 2 sample =0 %A FH|
st}
6.2.2 RNeasy Mini spin column & sample =0t& &FH|BHCE
6.2.3 MIS 7L I O|Cjojat Z+aS| K738t RLT solution & L O{FC}
6.2.4 RLITE 22 1000p 2 AZO| LHA| S 72l5tH Lo strt.
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6.2.5
6.2.6
6.2.7

6.2.8

6.2.9

6.2.10

6.2.11
6.2.12

6.2.13
6.2.14

6.2.15
6.2.16

6.2.17
6.2.18
6.2.19

NOTE: Sample OtC} Bl S HFYFECH

ZF well O 70% ethanol 2 ZO0{=C|.

RLT 2F ethanol 0| & AO0|=% mO|ZUE = well 0 A= solution & H
£ 2 sample off siZdh= RNeasy Mini Spin Columns Off '&11 12,000rpm
30 = centrifuge StCt.

NOTE1: Sample OiCH ©= HHYEC}

NOTE2: O|=0| ZTldst= MEZ2| IE2 CF €2 12,000rpm Z=710f| A

A7 A2 H2|1 RWT HIHE 700 ul €2 F centrifuge 30 = =
E._I

22T 8% B2/ RPE HHHE 500ul F=7+8t1 centrifuge 30 & =ZICH
2Tl A H2|2 RPE HHIHE 500ul CHA| F7HSED centrifuge 30 =
S2r}

ATl 2% H2|1 gl column AME centrifuge 1 & =2IC}

Column Sl B&2Z MZ collection tube 2mhE &7|21 FIIZ 2 &
Centrifuge =ZIC}

NOTE: =2|l= &8t Collection tube (1.5ml)E sample ==t

Collection tube (1.5ml)0fl spin column 8| HEZPt &1 column Otz £
22 H2ELCL

Kit 0 2= RNase free water 30 ul €+=C}

52 32 &20M incubation 20| 22 S¢t centrifuge =EICt
centrifuge E0| collection tube(15 mhofl 2Z2Q =& CHA| column

membrane O €0{F1 2 & incubation ¥ centrifuge 2 & =ZICt

7 of 9



cellArtgen B R HRIM SN HS
oIzt B Itk 0|E Y #= 00 ver.
a

RNA =Z 9 pCR &M AlEH

RNA extraction and PCR analysis protocol

Human intestine organoid

6.2.20

6.2.21

6.3
6.3.1

6.3.2

6.3.3

6.34

6.3.5

6.3.6

6.4
6.4.1

6.4.2

6.4.3

MEZ|7} LM Collection tube(1.5 mhol 22 22 PCR tube 2 &7

Ct.

Plate reader 7|7|2 RNA ¥ & =TIt

cDNA g

2= sample?] RNA 5EE XF7| 28 5= 5 40 HE
oz =Tt RNAYDI Z(RNase free water) S A AHSHCL

dNTP 2} Random primer 1:1 2 pre-mix ZIE{A 2 ul ¥ EO{FC}

10p SfO[He= & Ho|A mto|HE = HEZ| Ci2A|ZICH
= *

L=

MiniAmp plus thermal cycler Off @1 KR Hd T2 0 A
=&t

S S A7l S 2 HM pre-mix & BHSO0lECt

AW Bh50] BLIM 4°Cot 2| BHS0f & 2 HR pre-mix 10ul
AoEn Mo 2 BN HHE 2 AlZIC

gRT-PCR

Sample cDNA FH|$HCE
NOTE: YA QICtE YL2L/0f rack =1 XHA3 =0/ & ofo/ZHE/OC=
H 0 ALE SIS,

96 well PCR plate 0| sample I} primer & O{€A HiX|=X| 02| A

ot
rot
il

>

F2% Primer & &H|SHC}
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Zt

644  PCRplate S €2 90 1 cDNAE

Cf.

6.4.5 Primer pre-mix & &H|SHCE

Primer pre-mix 18ul® @&Cf,

6.5 centrifuge (1248R)01| PCR plate €11

well HHO| 2 ul 4

6.4.6 PCR plateE 180 =Z{A DNAQL ZHX| oA HioHzx o

1000rpm 4°COfl 30=x HE =

2 SA|0| cDNA2} primer?t 40| =2 MEZ| Ct2A|ZICE

6.6 qPCR 7|A0| @11 EX4= A|%fotC
6.7 EM0| ELHH A1E =I5t |

Ht
=

N
o

oF
[=]

mjo

7 AbstCt,
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