&, SANNNTIGTCAGGCTATCGCGTATCG NN 3

ot

Annealed Hairpin siRNA Template Insert (order these 2 oligonucleotides)

1 RNA pol lll
/ ’ _ BamH| Sense Strand Loop Antisense Strand Terminator Hind 1l

5'-GATCC GTCAGGCTATCGCGTATCG gRi@.V.Xe)-(eT.) j GGAAA-3'
3- %AGTCCGATAGCGCATAGC‘ AAGTTCTCT AAAAAACCTTTTCGA -5'

Hairpin siRNA Structure
& sense sequence
) "~ ’ 5'-GUCAGGCUAUCGCGUAUCGY Y Ca
3'—CAGUCCGAUAGCGCAUAGC A AG
antisense sequence
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[0 TRPMSE
0

:

O Tpms
0 171382

10 101808218

O TRPM8
10 488170

O Tpms
10 100337634

(J IRPMS
0 100429414

O TrRPM8
10 541161

O 1RPMS

| BTN

transent receptor potential cabon channel

subfamily M member 8 [Homo sapiens
(human)]

transient receplor polential cabion channel,
subfamily M, member 8 [Mus musculus (house

mouse)|

subfamily M, member 8 [Rattus norvegicus

(Norway rat)]

transient receptor potential cation channel

subfamily M member 8 [Gallus gallus
(chicken)]

transent receplor potential cabion channel
subfamily M member 8 [Ficedula albicolis

(Collared fiycatcher)]

wansient receplor potential cation channel
subfamily M member 8 [Canis lupus familians

(dog)j

transient receplor potential cation channel

subfamily M member 8 [Cavia parcelius
(domestc gumea pig))

transient receptor potential cation channel

subfamily M member 8 [Macaca mulalta
(Rhesus monkey)]

transient raceplor polential cation channel
subfamily M member 8 [Bos faurus (cattie)]

transient receplor potential cation channel

Location

Chromosome 2, NC_000002 12
(233917373 234019522)

Chromosoms 1, NC_000067 7
(88234457 B8316575)

Chromosome 9, NC_051344 1
(83897030 BB9YO167)

Chromosome 7, NC_052538 1
(5504840 5670551)

Chromosome 7, NC_021670 1
(1008035 1042821, complement)

Chromosome 25, NC_051829 1
(45600006 45703702)

Chromosome 12, NC_0417651
(121363089 121462405)

Chromosoms 3, NC_037330 1
(113586057 113677802)

Chromosome 28, NC_036881 1

Page 1 | of78 Mew»

Ahases
LTRPCS LTmpC-6,
TRPPS, tip-p8

CMR1, LTRPCS,
LTrpC-6, TRPPS, Trp-p8
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Rattus norvegicus transient receptor potential cation channel, subfamily M,
member 8 (Trpm8), mMRNA

NCBI Reference Sequence: NM_134371.3
FASTA  Graphics

Go to

LOCUS NM_134371 4165 bp mRNA linear ROD 12-JAN-2022

DEFINITION Rattus norvegicus transient receptor potential cation channel,
subfamily M, member 8 (Trpm8), mRNA.

ACCESSION NM_134371

VERSION NM_134371.3
KEYWORDS RefSeq.
SOURCE Rattus norvegicus (Norway rat)

ORGANISM Rattus norvegicus
Eukaryota; Metazoa; Chordata; Cranlata; Vertebrata; Euteleostomi;
Mammalia; Eutheria; Euarchontoglires; Glires; Rodentia; Myomorpha;

Muroidea; Muridae; Murinae; Rattus.
REFERENCE 1 (bases 1 to 4165)
AUTHORS Huang Y, Li S, Jia Z, Li S, He W, Zhou C, Zhang R, Xu R, Sun B, Ali
DW, Michalak M, Chen XZ and Tang J.
TITLE TRIM4 interacts with TRPM8 and regulates its channel function
through K423-mediated ubiquitination
JOURNAL 3 Cell Physiol 236 (4), 2934-2949 (2021)
PUBMED 33837615
REMARK GeneRIF: TRIM4 interacts with TRPM8 and regulates its channel
function through K423-mediated ubiquitination.
REFERENCE 2 (bases 1 to 4165)
AUTHORS Luo QQ, Wang B, Chen X, Qiu HY, Li WT, Yan XJ and Chen SL.
TITLE Acute stress induces visceral hypersensitivity via glucocorticoid
receptor-mediated membrane insertion of TRPM8: Involvement of a
non-receptor tyrosine kinase Pyk2
JOURNAL  Neurogastroenterol Motil 32 (1), 1514-1528 (2820)
PUBMED 32391653
REMARK GeneRIF: Acute stress induces visceral hypersensitivity wvia
glucocorticoid receptor-mediated membrane insertion of TRPM8:
Involvement of a non-receptor tyrosine kinase Pyk2.
REFERENCE 3 (bases 1 to 4165)
AUTHORS Lai H, Liu C, Hou L, Lin W, Chen T and Hong A.
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Transcript exon combination :: AYB72783.2 [ECO;0000332) A
fNAseq introns :: mixed/partial sasple support

SAMDOR132277, SANDO#132295
[£C0: DR0B350]
WEEvidence Date- ENDES
PRIMARY REFSEQ_SPAN PRIMARY IDENTIFLEN PRIMARY SPAN cone

1-33 JACYVUR18000215,1  21973573-21973605
34155 JACYVURI8808215.1 21986378-21586499
156-229 JACYVURI0O80215 .1  21990123-215908156
230-386 JACYVURI0000215,1  21994565-21594721
Jg7-564 JACYVUR10090215,1  21995527-21995704
565-737 JACYVURI8980215.1  21997539-21597711
738-912 JACYVURI0920215,1 22000691 - 22000865
913-988 JACYVUR18880215.1 27001538-22002065
981-1178 JACYVUS10000215,1  22006569-22006766
1179-1281 JACYVUSI@020215,1  22910711-22018813
1282-1400 JACYVU@18080215.1 22012486-22012604
1491-1691 JACYVUR10096215,1  22017597-22017797
1692-1787 JACYVUR10000215.1 22019504-22819559
1788-1917 JACYW210000215,1 22820497 -22020626
1918-2063 JACYVUS12090215.1 22820985-22021134
2064-2176 JACYVURNI G020215.1  22024680-22624192
2177-2353 JACYVUE18080215.1 22024807-22025023
2384-248% JACYVUR10000215.1 22029107-22029158
2486-2627 JACYVUMI@900215,1  22820991-22030132
2628-2759 JACYVUE18090215.1 22031171-22831344
2680-2977 JACYVUM@O06215,1  22@833410-22033587
2978-3164 JACYVUR1E9D0215.1 228MI606-2204 17596
3169-3268 JACYVUMI0090215,1 27048361 - 228460
3265-1302 JACYVUO10090215,1 22049878-22049911
3383334 JACYVUS16800215.1  22053782-22053873

3395- 4165

JACYVURI0000215,1
Location/Qualifiers
1..4165%

Jorganiss="Nattus norvegicus"”

/mol_typu="sRRA"
/strain="p4"
Jdb_xref="taxon:18116"

/chromosome="9"

/map="9q35"
1..4185
Jgene="Trpn8"

22057483 -22058253
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finference="aligrneent :Splign:2.1.0" A
axon 38, .15%
Jgere="Trpab"
/gene_synonyms"CNH1"
Jinferences"aligneent :Splign:2.1.0"
DS 39,.3353
/gene="1rpnt"™
Jgone_syncnym="CHR1"

/note="cold menthol receptor
/codon_start=1
Jproduct="transient receptor potential cation channel
sublfamily N senber 8°
/protein_id="KF 599194, 2"
/db_xref="GenelD:17] 384
/db_xraf="RGD 2
Jtranslation="NSFEGARLSMARSARNGTLCSTRTLYSSVSRSTOVSYSESDLVRE
TQANFKEKRECVFF TRDSKAME SICKCGYAQSOQHIEGTQINQRE KMNYKKHTXEFFTDA
FGDIQFETLGKKGRYLRLSCOTDSETLYELL TOHWHLKTPNLVISVIGGAKNFALKPR
MEEIFSRLUIVIAQSKGANIL TGGTHYGLMKY IGEVVRINT ISENSEENIVAIGIAANG
MVSNADTLIRNCDDEGHFSAQYIMDOFMADPLY T LDMNTHLLL VDNGCHGHP TVEAK
LENQLEXYISERTSQDSNYGGKIPIVCFAQGGERE T LKAINTSVKSKIPCWVEGSEQ
TAONTASLVEVEDVLTSSMVKEKLVRFLPRTVSRLPEEELESHIKWLKE ILESPHLLT
VIKMEEAGDEVVSSATSYALYKAFSTRECOKDNMNGRUEL LLEWNQLDLASDE TF TRD
RRWE SADLQEVMF TAL IKDRPEFVRLFLENGLNLQKFLTNEVLTELFSTHFSTLVYRN
LQIAKNSYNDAL L TFVMKL VANFRASFMKEDRSSREDLDVELHDASLTTRHPLQALFT
NATLONKKELSKVIMEQTKGC TLAALGASKLLKTLAKVEND INAAGESEELANEYETR
AVELFTECYSSDEDLATQULVYSCEANGGSNCLE LAVEATDCHF TAQPGVONF | SKQM
YOEISRUTENWEI ILCLFIIPLVGCGLVSFRKEKPIDEHEKELLNYYVAFF TSPFVVESH
FVWEYTAFLLLFAYVL LMDFHSVPHTPEL TLYALVEVL FCOEVROQWYNNGYNYFTDLMW
WD TLGLFYT TAGTVFRLHSSNKSSLYSGRVIFCLOYTIFTLRLIHIF TVSRNLGPK
LIMLOREMUIOVFFFLFLFAVNMYAFGVARQGE LRONEQRNENIFRSVIYEPYLAMFGO
VPSDVDSTTYDR SHOTF SGNESKPLCVELDEYNIUPRFPENTITIPLVCIYMLSTNILLY
NLLVAMFGY TVG IVOENNDOVWE FORYFLVOEYONRLNIPFPFVWERAYE YMVWEKCFK
COOKERNTESSACCT ANEDNE TEANEGVMCENYL VK INTKANDRAEEMAHRFRQLDTK
LN GLLEETANKIK™

piac Toaturs 2112..2174
/gene="Trpmt"
/gene_synonym="CMH1"
/note="propagated froe UniProtkB/Swiss-Prot (Q8RA55.4);
transmembrane region™
misc foaturs 2241..2383
/gene="Trpag" *
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Jinference="alignsent :Splign:2.1.0" ”

ppu— 1978, .3168
/gene«"Trpmg®
Jgene_synonym="CMR1"
Jinferences"aligrwent :Splign:2.1.0%
i 3169, .3268
/gene="Trpat"

/gene_synonym

CMR1"
/inference="aligneent:Splign:2.1.6"
=xon 12659, 3302
/gere="Trpag"®
/gene_synonymw="CMR1"

Jinference="allignsent :Splign:2.1.0"
= X0 1583, .3394

/gone="Trpa8"

/gene_synonym="CHi1"

Hnference="alignsent:Splign:2.1.08"

@200 3395..4165
/gene="Trpad"
/gena_synonym="CHR1"
Jinference="aligrment :Splign:2.1.0
ORIGIN

ogogoagctc tiggctpttt goagcogetce acggeasogat gtocttcgag gRagcTogRe
61 tcagcatgag gagccgcaga aatggaactc tggfcagcac CCggacccty tactccageg
121 tgtctcggeg cacagacgig tcctacagtp saagtgattt ggtgsatttt attcaggeasn
I81 attttassss scgagsotge gtoticttts ccagogo
241 geaagtgtgy ttatgoccag agccagcata togaaggcac ccagatcaac caanatgaga
301 eagtggssctas casasancac accasggagt thccaacags cgectttgges gacottongt
161 ttgagactct EREFAAgAAS gicaagtact tocgettatc ctgtgacocyg Ractctgasa

coaggceaty gogogcatat

471 ccctotucgs wetgetgace cageactigie scctcasasc accomncelyg gleatctong
481 tRacgRRtRR ARccasasac tttgctttga agccocgcat gegcassatc ttcogtcgge
541 tgatctacal cgetcagtet manggggeat ggattcttac cggaggeact cattacpgpc
601 tgatgaogta catagRtEag RLRRLRARAR ataacaccat cagcaggaac tcggasgaga
641 acatcRtRRC COLCRRCAtO FCRRCCLIRRR BCALRRLCLC coacagggac accctcatca
721 ggoatigtgs tgatgagegs catttticag ctcaatatat catgpatgac ttcatygagey
781 atcctctcta catcctggoc aacoatcata cccacctget gottgtggac ascggttgte
tgagt
591 gcoccagtca ogattccanc tatggtggto ogatccccot cptgtgtttt goccaggrog
961 glygaagege sactttgaas gocatcaaca cotetgtcaa aagtaagate coctgtutyy
1921 tggtggoagg ctcggRERcag attgccgatg tgottgccog cotggtggeg gtagaggotg
1881 ttttaacctc ttecatggtc saagagaage tggtacggtt ttiaccccge actgtgtocc

BAL atggacaccc cacggtggas gccaaactte ggaatcaget ggagaagtac atet

Spatt pagapctpis tcaaatgect casagaaatt cttgagadce w
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NIH National Library of Medicine

National Center for Biotechnology Information

Nucleotide Nucleotide  ~ m

Advanced Help

FASTA « Send 10" «

Change reglon shown v

Rattus norvegicus transient receptor potential cation channel, subfamily M,
member 8 (Trpm8), mRNA

ence: NM_134371.3

Customize view v

NCBI Reference

- Analyze this sequence A
A . Run BLAST
NM_134371.3 Rattus aorvegices trancient recoptor potential catice chanmal, subfamily M,
menber 8 (Trpa8), =ANA Pick Primars
AGAMGAME TCTTGGCTGTTTOAGCAGC TCCALGLCAAGATG TCCTTCEALGLAGCLAGGL TCAGLATGAG
GAGLOGLAGAAATGEARC T TEGGCAGTACCCERACCE TGTAL TCCAGCG TG TL TLGGAGLACAGACGTG Highlight Sequence Features
TCCTACAGTGAMGTGAT TTGGTGAAT TTTATTCAGGCAAAT TTTAAMAAACGAGAATGCGTCTTCTTTA
COAGAGALTCCAAGGLCATCOAGAGLATATGLAAGTGTELT TATGLLCAGAGCCAGCATATIGAAGGLAL
COAGATCAAL CAAAAT GAGAAG TGRAAC TACAAMMACACACCAMGRAGTTTCCAACAGACGCCTTTGAG Articles about the Trpmé8 gene -

GACAT TCAGT TTEAGAL TCTGOGLAAGAANGGCAAGTAL T TACGLT TATCCTGTGACACGGAL TCTGANA
CCCTOCTACGAAL TGCTGAMCCCAG CACCTCAMMACACCCAMCTOGTCATCTOM TGACGGALTGG
AGCCAAAAAC T TECT T TGAALCCALGUAT OGO AAAATU T TLAGTCOLLUTGATCTACATCGLTCAGTLY
AAAGELGGLATGGAT TOTTALCGOAGGCAC TCAT TALGLEC TOATGAAL TACATAGG T GAGLTOG T GAGAG A8 1equlatod ¢
ATAACACCATCAGCAGGAAL TCGGAAGAGAAC AT CG TGO CATCGECATAGCGOCC TGOGOCATGGTCTC aritenl Tole
CAAMAGLGACACCCTCATCAGLAAT TG TGATGATGAGGEACAT T TT TCAGC TCAATATATCATGRA TGAL
TTCATGAGAGATCCTCTCTACATCCTOGACAMOAATCATAM COMCTACTGOTTATGAMAMIGGTTGTC
ATGEACACCCCACGLTGLAAGCCAAAL T TCEGAATCAGL TGGAGAAG TACATCTCTGAGCOCACCAGYCA glucocos
MATTCCAACTATGOTGLTAAGATCCCCATOGTATATTTTGCCCAGGGAGG TGLAAGAGAAALCTTTGAAA

GUCATCAACACCTOTETCARAAG T AAGATCLCCTRTIGTEL TGE TERAAGEL TCEGLGLAGAT TGLLEATE

TGATTGCCAGCCTOATGOAGG T AGAGGATGTTTTAACCTCTTCCATGE T CANAGMIAGL TGATACGGTT

TTTACCCCGOACTGTGTCCCGELTGLCTGAAGAGGAGATTGAGAGC TEGATCAAATGGLTCAMAGAAATT

CTTGAGAGCCCCCACCTOCTCACGGTCATCAAGATGHAGGAGET T GEAGAL GAGGTCG TGAGCAGCGLCA Reference sequence information
TTTCCTACGCOGOTGTACAAAGCCTTCAGCACT MATGAACAAGAC AAGGALCAACTGGAACGGACAGC TGAA Rals o \ 3
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Primer-BLAST A tool for finding specific primers
Finding primers specific to your PCR template (using Primer3 and BLAST),
Primers for target on one template Primess common for a group of sequences
Retrieve recent results Publicatior Tips for finding specilic prifmers [ Save search parameoters ) ( Resot pago ]
PCR Template
Enter accession, gi, or FASTA sequence (4 el terred) @ (S Range ©@ (TCiew )
NM_134371.3 Erom To

Forward primer
Reverse primer
Or, upload FASTA file Orran. . Dain He BrBpaHo

Primer Parameters

Use my own forward primer ©® (ce=)
(5'->3" on plus strand) ]
Use my own reverse primer © (oew
(5'-»3 on minus strand) ;

Min M3
PCR product size 70 1000
# of primers to return 10

Min Opt Max Max T, difference
Primer meiting temperatuces 57.0 60.0 63.0 3 &
(Te)

EXOI’\/‘""O" selection A relseq MRNA saquence 35 POR template Input &8 requirad 1o options In the saction 0
Exon junction span Primer must span an exon-exon junction v | @
Exon junction match Min 5 match  Min 3 match  Max 3 match
7 4 8

Minimal and maximal number of bases that must anneal toaxons at the 5 or 3 side of tha jnction 0

Intron inclusion Prienes palr must be separsted by ot least one intron on the corresponding genomic DNA 9
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7 4 8
Minimal and maximal rumber of bases that must anneal 10 exons at the 5 of 3 slge of 1he Junction (2]

ratod by al least one intron on the caresponding genamic DNA (7]

Intron Iinclusion
Intron length range

Prirnés pait must be seg

Maa

10000 | @

Min
1000

Note: Parameter values that differ from the defauit are highlighted In yellow
Primer Pair Specificity Checking Parameters

Specificity chock Enabie saarch for primer pairs specific 10 the tended PCR 1errolate ©

Search mode Automatic v @

Database Refseq mRNA v |®

Exclusion Exclude predicted Refseq transcrints (accession with XM, XR prafix) Exchude unculiured/anvironmental sample sequences e

Organism 10116

Entrez query (options

Primer specificity stringency Primer must have atJeast. 2 v total mismatches to unintended targets, including

2 v |mismatches withinthelast! 5 v 'bpsatthe3 end @

ot least
lgnore targets that have. 6 v or more mismatches 1o the primer. ©
Max target amplicon size 4000

Allow splice variants s PCR temolate input) ©

Note: Parameter values that differ from the default are highlighted in yellow

Allow primer 10 amplify mRNA spiice varfants (requres refseq mANA sequer

Show resafis In a new window Use new graghic view Q

G NM_1343713

B Tomé vansie B Primer desigr X +

IUIID'.II nmiucu PI VUuuLlL DT
deviation
Splice variant handling

Get Primers

P Advanced parameters

r-

INAAN
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Primer pair 1

Sequence (5-»3) Template strand ™™ ocs Selt complementarity Self I comglementarity

I orwsrd ptimes GAGAAGCTCTIGGCTGTTTGA e S8 50 4702 400 100
Reverse primer GACAGAGCCTGTTGATEGCTTIC Mirus LS B 50.00 300 200

Product length w7
faon junction GBL/YEY (reverse premer) on teerglate N 1 M4

Pr on or
= s Rattus rorvegicus transsent seceptor potential cation channel sublamidy M, merrder B (Trpm@) miRNA
product length 297

tarwsrd primer 1 GARAMGCTCTIGECTICTITIGA N

enplate F | 43

Reverse primer 1 CALAGAGGTIGTTGATGLOTTTC 23
Tesplate 98 877
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Mani wnunabkosi PHK (shRNA)

5S'ANNNLIGTCAGGCTATCGCGTATCG "\NNN\L 3

D

Annealed Hairpin siRNA Template Insert (order these 2 oligonucleotides)

RNA pol Iil
BamH| Sense Strand Loop Antisense Strand Terminator Hind lll
5'- GATCC GTCAGGCTATCGCGTATCG CGATACGCGATAGCCTGAC TITTTTGGAAA-3'
g G/{AGTCCGATAGCGCATAGC VeI a (@ (% M GCTATGCGCTATCGGACTG | AAAAAACCTTTTCGA -5'
*G
C

D

Hairpin siRNA Structure

sense sequence 0
5'-GUCAGGCUAUCGCGUAUCGY ~ CA

A
3~ CAGUCCGAUAGCGCAUAGC , AC

antisense sequence G



Journal List » PLoS One > PMC4366198
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PLoS One. 2015; 10(3) e0118870. PMCID: PMC4366198
Published onfine 2015 Mar 19, dol: 10 137 1/jourmal pane 0118870 PMID: 25789740

Knockdown of Glutamate Cysteine Ligase Catalytic Subunit by siRNA Causes the Gold
Nanoparticles-Induced Cytotoxicity in Lung Cancer Cells

Min L, Yureee Zhao, and Xiyme] Zhang”
Pedro V. Baptista, Academic Editor

* Auther information « Aricie notes + C - Transfection of siRNA in A549 cell line
I = = silencing of GCLC was performed using a siRNA knockdown system. A non-specific control
siRNA duplex [5-UUCUCCGAACGUGUCACGUTT-3'], GCLC siRNA-1 duplex
Associnted Data [5'-GCUAAUGAGUCUGACCAUU (dTdT)-3'], GCLC siRNA-2 duplex [5'-CUAUGUGGUGU UUGUGGUA
(dTdT)-3'] and GCLC siRNA-3 duplex [5'-GUAGUAUUCUGAACUACCU (dTdT)-3'] were purchased
from the Sigma—Aldrich. In brief, A549 cells were plated into 6-well plates at a density of 1.5x10°
per well. The next day, cells (~60-70% confluence) in each well were transfected with the negative
control, GCLC siRNA (75pmol in free of FBS RPMI1640) using Thermo Scientific DharmaFECT
Transfection Reagents (Thermo Scientific) according to the manufacturer’s instructions. One day
. later, the medium was changed to normal growth medium and the cells were cultured for an
' - additional 48 hours. The transfected cells were collected and used for PCR, western blot analysis,
and GSH levels measurement [25-27].

* Supplementary Materials
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Figure 1. Analysis of the human IL2 promoter with ConTra v3 in
exploration mode followed by visualization of a ...
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