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tRNALyS(UUU)

1 EDTA TERUMO®, I EDTA-2K
5 ml 1.5 ml
24
2 1.5ml Buffer EL 7.5 ml (QIAGEN GmbH D-40724 Hilden Erythrocyte lysis buffer)
15ml 15
4~6 5~10
Buffer EL
/ 15ml
1. 5ml 7000 /upl
1.0 ml
15
3 4 400 10
4 Buffer EL 3 ml (QIAGEN GmbH D-40724 Hilden Erythrocyte lysis buffer)
5 4 400 10
6 Trizol 1 ml (Invitrogen 50 ) 10
1.5ml WAISON, Human DNA-Free RNase-Free

DNase-Free

7 Chloroform 0.2ml Wako Ethanol 0.3-1.0% 99.0% 15
3
8 4 12000 15 0.5 ml

9 2-propanol  Wako 99.7 % 0.5 ml
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4 12000 10
75 1 ml 4 7500 5
10
20ml Nano Drop, ND-100 RNA
DNA DNasel  RNA PCR 0.2 ml
BI0-BIK

DNasel recombinant, RNase-Free Kit (Roche 04 716 728 001)

RNA  100ng/p 1 2u 1
DNasel recombinant 0.5u 1
Incubation buffer  10x 2u 1

15.5p |
PCR Veriti™ Thermal Cycler, AB Applied Biosystem Towa)
PCR
37 20 min
75 10min
4 for ever
DNase | Transcriptor First Strand cDNA Synthesis Kit (Roche, 04
987 030 001) PCR 0.2 ml
Lys primer rl: CCTGGACCCTCAGATTAAAA T11H250129, Tm 45.9,
FASMAC
Lys primer r2 GAACAGGGACTTGAACCCTG T11H250133, Tm 50
FASMAC

Dnase 1 RNA (13) 2.5p 1
Lys primer rl r2 (10p M) 1p 1

3u |
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65 10min

5xbuffer 2u 1
RNASE inhibitor 0.25p |
dNTPmix p 1
RT enzyme 0.25p 1
PCR Veriti™ Thermal Cycler, AB Applied Biosystem Towa)
PCR
95 30min
85 5min
4 for ever
PCR SYBR Premix Ex Taq (Perfect Real Time),

TAKARA
Lys primer f1 AGCATCAGACTTTTAATCTG T11H250132, Tm41.8
FASMAC
SYBR Premix Ex Tag (2x) 10u 1
Lys primer f1 (10u M) 0.4p 1
Lys primer r1 (10p M) 0.4p 1
ROX Reference Dye (50x) 0.4p 1
RT PCR 14 2p 1

6.8y 1

PCR 7300 Real-Time PCR System, Applied Biosystems
PCR

Stage 1 Holding Stage
Reps: 1
95 30

Stage 2: Cycling Stage

Number of Cycles: 40
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95 5
60 31

Stage 3: Dissociation Stage

Auto Baseline Auto Ct
1. [Analysis] [Analysis Settings]
2. [Detector] [Al1] [Auto Ct] SDS
3. [OK & Reanalyze]
4. [Report] [Ct] Detector
5 primer r2  [Ct] primer r1  [Ct] [dCt]

[dCt] negative control  [dCt] TRNAWS(WY)



tRNALS(UUU)

Cdkall
HbA1lc tRNALS(UUU)

PMDA




2
LRNAYS(UUU)
2
Cdkall
12 LRNAYS(UUV)
HbALc
2
PMDA
PMDA
2

tRNA

2014

POC

PMDA

11

6

PMDA

13 Kf~14




PMDA  HP

tRNA

27

tRNA

26

tRNA

26

28
26

28

14




PMDA




tRNA

Identification of a splicing
variant that requlates type 2
diabetes risk factor CDKAL1
level by a
coding-independent
mechanism in human.

Zhou, B, Wei,
F.-Y., Kanai,

N., Fujimura,
A., Kaitsuka,
T., and
Tomizawa, K.

Hum.
Genet.
4639-4650,
2014.

Mol.
23,

2014

7




