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1 miRNA
Tab.1 The sequences of primers used for miRNA construction
EILJEZ) 51w K

mCCR5-1Af 5’-gatccgcgqggagagcatgactgacatctacptgtgaagccacagatggggtagatgtcagtcatgctcttcatgcg—3'

mCCR5-1Ar  5'-aattcgcatgaagagcatgactgacatctaceccatctgtggettcacaggtagatgtcagtcatgetettegegeg=3'

mCCR5-1Bf 5’~gatccgcgdﬁ@gagcatgactgacatctacdctgtgaagccacagatgggggtagatgtcagtcatgctcttatgcg—B'

mCCR5-1Br  5'-aattcgcat@agagcatgactgacatctacdeccatctgtggcttcacagggtagatgtcagteatgetettgegeg=3'
mCCR5-1Cf  5'-gatccgegcagageatgactigacat ctaccictgtgaagecacagttgggaggt agatgtcagteatgetetatgeg=3'
mCCR5-1Cr 5’*aattcgcaqagagcatgactgacatctadEfkccaactgtggcttcacagaggtagatgtcagtcatgctctgcgcg—B'

mCCR5-3Af  5'-gatccgegeatigecaaacgetict gcaaatctgtgaagecacagttgggattt gcagaagegtttggecaatatgeg—3'

mCCR5-3Ar 5’—aattcgcaﬂg;tgccaaacgcttctgcaaaﬂcccaactgtggcttcacagatttgcagaagcgtttggcaatgcgcg—S’

mCCR5-3Bf 5’—gatccgcgqgggccaaacgcttctgcaaafgctgtgaagccacagatgggcatttgcagaagcgtttggcaaatgcg—B'

mCCR5-3Br 5’—aattcgcaqgggccaaacgcttctgcaaatgcccatctgtggcttcacagcatttgcagaagcgtttggcaagcgcg—S’

mCCR5-3Cf 5’—gatccgcgq§gccaaacgcffcfgcaaafﬁﬁptgtgaagccacagatggggcatttgcagaagcgtttggcaatgcg—3'
mCCR5-3Cr 5’*aattcgcaqtgccaaacgcttctgcaaaf@épccatctgtggcttcacaggcatttgcagaagcgtttggcagcgcg—B'

mCCR5-5f 5'-gatccgegdcagtgggactitggaaatacaptgtgaage cacagatggttgtat ttccaaagteccact gatgeg—3'

mCCR5-5r 5'-aattcgcatcagtgggactiiggaaatacapccatctgtggctteacattgtat ttccaaagteccact ggegeg—3'

mCCR5-6f 5'—gatccgcgqggctcttgacagggctctattntgtgaagccacatatggaaatagagccctgtcaagagttatgcg—S’

mCCR5-6r 5’-aattcgcaqaactcttgacagggctctatfnccatatgtggcttcacaaaatagagccctgtcaagagttgcgcg—S'

mCCR5-7f 5'—gatccgcgqggacaggttggaccaagctatgtgtgaagccacagatgtcatagcttggtccaacctgttaatgcg—B'

mCCR5-7r 5'—aattcgcaqggacaggttggaccaagctafgacatctgtggcttcacacatagcttggtccaacctgttagcgcg—B'

mCCR5-8f 5'—gatccgcgﬂg}gcaggtgacagagacfctfgtgtgaagccacagatgtcaagagtctctgtcacctgcatctgcg—3'

mCCR5-8r 5'-aattcgcagatgcaggtgacagagactcitgacatctgt ggecttcacacaagagtetetgtcacctgeatacgeg—3'

mCCR5-9f 5'-gatccgegd@gitcagaaactacctcitagttgtgaage cacagatggactaagaggtagtttctgaactetgeg-3'

mCCR5-9r 5’—attcgcaagg;tcagaaactacctcttagﬁccatctgtggcttcacaactaagaggtagtttctgaacttcgcg—3’

mCCR5-10f 5’*gatccgcgdgjgccaaacgcttctgcaaafgtgtgaagccacagatgtcatttgcagaagcgtttggcaactgcg—S’

mCCR5-10r 5’~aattcgcag;;gccaaacgcttctgcaaafgacatctgtggcttcacacatttgcagaagcgtttggcaatcgcg—3'

mCCR5-13Af 5'-gatccgegefcaagtgtcaagiccaatctatgetgtgaagecacagatgggeatagattggacttgacacttgatgeg-3’
mCCR5-13Ar 5’-aattcgcatggagtgtcaagtccaatctafgpccatctgtggcttcacagcatagattggacttgacacttggcgcg—B’

mCCR5-13Bf 5'—gatccgcgcgggtgtcaagtccaatctat@ﬁptgtgaagccacagatgggtcatagattggacttgacacttatgcg—3'
mCCR5-13Br 5'—aattcgcatg@gfgfﬁﬁﬁ@fﬁéﬁﬁfﬁfﬁfﬁﬁpccatctgtggcttcacagtcatagattggacttgacacttgcgcg—B’
miR-lacZf 5’—gatcctgctagaatcgctgatttgtgtagfégttttggccactgactgacgactacgcatcagcgatttcaggag—B'
miR-lacZr 5’*aattctcctg@ﬁﬁfﬁéﬁf@ﬁfff@f@fﬁ@fﬁgtcagtcagtggccaaaacgactacacatcagcgatttcagcag—S’

mi RNA
2 PCR
Tab.2 Primer sequencesfor construction of reporter plasmids
H 4R & kL ElE/EA S ElkzL2dl
pST Luc-C5A CHAf 5'-ctacgatagatctatggattatcaagtgtcaagtcc—3'
C5Ar 5'-gcatggatccectgggagagacgcaaacaca—3 '
pST Luc-C5B C5Bf 5'-ctacgaattcatccatagatctegetgettgtcatggteatet—3 '
C5Br 5' —gcatggatccgetegggagectettget-3'

b © 1994-2010 China Academic Journal Electronic Publishing House. All rightsreserved.  http://mww.cnki.net
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Congruction and Ildentification of Artificial mi RNA
Targeting to HIV-1 Cdl Receptor Gene CCR5

WAN G Ying-bin ,CHENG Tong ™ ,WEI Li-hua,ZHANG Tao,
LIANGL uping,XIA Ning shao

(National Institute of Diagnostics and Vaccine Development in Infectious Diseases ,School of Life
Sciences , Xiamen University ,Xiamen 361005 ,China)

Abstract : The chemokine receptor CCR5 isone of the major co-receptorsfor HIV-1 cellular entry. HIV-1 replication can be blocked
to some extent by inhibiting the expresson of CCR5. RNA interfence(RNAI) is a sequence specific intracellular mechanism of gene
silence. Recent studies have shown that microRNAs(miRNAS) posses more characteristics of inhibition and expresson mechani sms
than small interfering RNAs(SRNAS) . In this study ,we explored the construction of artificial miRNA element against CCR5 effec-
tively and specifically. Fourteen miRNA sequences were selected based on the sequence of CCR5 gene and the target sequence in the
stem-loop structure of the native miR-30a was replaced with the artifical miRNA sequence separatedy. Using various reporter plasmids
containing different target sequences,the activities of the constructs against CCR5 were determined and miCCR-13A was selected
from the candidates. miCCR-13A expresson vector was then trandected into CCR5-postive TZM-bl cells, miCCR 13A expresson
was confirmed by RT- PCR detection in trandormed cell s ,and the CCR5 expresson was effectively inhibited by miCCR-13A in trans
formed cell s comparing to control cells. Results al o showed that cell viabilities and intracellular statl and asal mMRNA level s were not
affected by miCCR-13A expresson in transormed cells. miCCR-13A is a promising candidate for future research on HIV-1 therapy.

Key wor ds:CCR5;RNA interference;artificial miRNA



