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Z AV 7= 188 ribosomal RNA DOFEBLE THIITEL
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C. IEHERBLUVER
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NR1 (E5+)
£Ny Bt bnrwarg . CRINDREHeverse

m:l/:/\-[:;:] NR1 (E5)

M

SRR Sewand

Exon 5

ey

Exon 20 Exon 21 Exon 22

Fig.1 Location of primers specific for each splice variant in NR1 gene

Table 1 Primer sequences designed for each splice variant in NR1 gene

mRNA target Primer name Amplicon size

mNR1-1 mGRIN1-1&3_Forward 5’GATAGAAAGAGTGGTAGAGCAGAGC-3’ 122bp
mGRIN1-1_Reverse 5-ACCCCCGGTGCTCGTG-3’

mNR1-2 mGRIN1-2&4_Forward  5’-CTGGGATCTTCCTCATTTTCATC-3’ 123 bp
mGRIN1-2_Reverse 5’-CCCCCGGTGCTCTGCA-3’

mNR1-3 mGRIN1-1&3_Forward  5’~GATAGAAAGAGTGGTAGAGCAGAGC-3 126 bp
mGRIN1-3_Reverse 5-CAGTGGGATGGTACTGCGTG-3’

mNR1-4 mGRIN1-2&4_Forward  5-CTGGGATCTTCCTCATTTTCATC-3’ 128 bp
mGRIN1-4_Reverse 5*-CAGTGGGATGGTACTGCTGC-3’

NR1 ES(+) GRIN1-N2-Forward 5-AACTATGAAAACCTCGACCAACTG-3’ 102 bp
GRIN1-N2-Reverse 5’-GGTCCCTGGGTCAAACTGC-3’

NR1 E5(-) GRIN1-N1-Forward 5-GGAGCGTGAGTCCAAGGC-3 117 bp
GRIN1-N1-Reverse 5*-GGCAGAAAGGATGATGACCC-3’
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A template: NR1-1 standard C

; i g primer:

5 - NR1-1 Template NR1-1 standard NR1-2 standard
g’ i Primer pair ~ ¥Ru1 NRL2 ¥RI3NRI4  NRLD NRI2 NRI3 YRI4
<, /

1 /:‘! primer:

0 NR1-2

-10 246 81012141618202224262830323436 NR]'S

Cycle number NR1-4
B Dissociation Curve Template NRI1-3 standard  NR1-4 standard
0.45 Primer pair  NRi.1 ¥R1-2 NRI3 NR14
~~~~~~ NRi-1 :
ez) 0.35 ——NRI-2
= 0.25 NR1-3
R O 1 NR14
8 0.15
2o
0.05:
60 70 80 90
Temperature(C)
Fig 2 Specificity of real-time PCR primers. (A) Amplification plots of SYBR green
real-time PCR for NR1 splice variants (NR1-1~4). (B)Melting curve analysis of
SYBR Green real-time PCR product of NR1 splice variants (NR1-1~4) after 40
cycles. (C)Agarose gel electrophoresis of SYBR Green real-time PCR product of
NRT1 splice variants (NR1-1~4) after 40 cycles.
A
template: NR1 (ES-) standard
7
6 ~1q~ primer:
5 NR1 (ES-)
o 4
& 4 . .
< C Dissociation Curve
! __ primer: 0.4519
. " NR1 (E5+) ~ NR1 (E5+H
-10 2 4 6 81012141618202224262830323436 .g 0'35- g% NRI (ES_)
Cycle number *§ 0.25- fi
B = { !
2 0.151 J i
template: NR1 (E5+) standard = I
7 . 0.05] {
6 - < primer: . . .
5 e NR1 (E5+) 60 70 80 90
g 4 .
[N : /4= primer:
<, / 2] NRI (E5) Temperature(C)
0 o4
E]

i
024 6 81012141618202224262830323436

Cycle number
Fig 3 Specificity of real-time PCR primers. (A) Fluoresent data showing
specificity of real-time PCR for NR1(ES-). (B) Fluoresent data showing
specificity of real-time PCR for NR1(ES5+).(C) Melting curve analysis of
SYBR Green real-time PCR product of NR1 splice variants (NR1(ES-),
NRI1(E5+)) after 40 cycles.
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Fig 4 Relative quantification of mRNA expression levels of NR1 splice
variants mRNA in hippocampus and cerebral cortex of SAMRI1 and

SAMPS.
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