20

FOPRAE  2017AR4R 244 5 2 1 RAR1213

BB -
W8 S S A bE A P IFITMs 5 1R 1k

LFARF-LEALEFFAFREFSAGAFFR (LA Fd 250200)
LLWAAEVNRELERT, WAAEHAMEALAM T TS, WERGEFHAFR LA Fd 250062)

£k AL

G A

[#&] A& TR EFFHBEES (Interferon induced transmenmbrane proteins, IFITMs) #) AR X B, BP

IFITM1. IFITM2. IFITM3. IFITM54=IFITM10. % @ 4RIR-FREALAERPAZER, @ERT-qPCRIGL B BA 71
854 BLCHEZE [15, 351 Z 0], AR RS ME s I b ok st 5| e 4% bk it A7 — H 6939, 8 RT-qPCRERE R
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Optimization of IFITMs Primers in Respiratory Tract infection Samples
ZUO Qing-li, LU Yan-qin, HAN Jin-xiang. University of Jinan-Shandong Academy of Medical Sciences, Jinan 250200, Shandong Province, China

[Abstract] Objective To optimize the five subtypes of interferon inducible transmembrane proteins, namely IFITM1, IFITM2,

IFITM3, IFITMS and IFITM10. Methods Extraction of nucleic acids from respiratory tract infection samples. Specific
primers were screened by qRT-PCR and Ct value was between (15,35), and the specificity of primers was verified
by agarose gel electrophoresis. Results IFITM1-3 was specific in the IFITM1 primers. IFITM 2-2 was specific in
the IFITM2 primers. IFITM3-2 was specific in the IFITM3 primers. IFITM5-6 was specific in the IFITM5 primers.
IFITM10-1, IFITM10-2 and IFITM10-3 were specific in the IFITM10 primers. Agarose gel electrophoresis bands of all
primers with specificity were single bright. Conclusion IFITM1-3 was superior to other primers of IFITM1 primers.
IFITM 2-2 was superior to other primers of IFITM2 primers. IFITM3-2 was superior to other primers of IFITM3
primers. IFITM5-4 was superior to other primers of IFITM5 primers. IFITM10-1, IFITM10-2 and IFITM10-3 were
superior to other primers of IFITM10 primers.

[Key words] Respiratory Tract Infection; Primer; IFITMs

AERIT T TR LE AL T B T Sk R OE 1 HE5EFE
TR (ARD) S o 995 23 2 WP R 4 ) 3 B
1, BRI A R A R AR /) L1 SEEORPRl  WRIE G IR R vk

LS 5 AT 98 0 JLARLE W, ) B &7 55 2 17 5
PP AT VR IT RE IR 2R U LI AR . FIRE A
S H (interferon inducible transmembrane
proteins, IFITM) '#E NKrfEIESADIER, 452
IFITM1. IFITM2. IFITM3. IFITM5FIIFITM10, f7iF
1154tk o TFITML. TFITM2A0IFTTM3 FIHTI0 25 4%
N B AR, {HIFTTMS R TR TTMLO7E MR i
I3 BRI G P (ORIE T o AR

W I ARAE G LB ERE

1.2 W®HMER  Qlaamp MinElute Virus Spin
Kit, WFQIAGEN., One Step SYBR PrimeScript
PLUS RT-PCR Kit. 6xLoading Buffer. DL2000 DNA
marker’) )T TAKARA. Nanodrop2000, -FThermo
Scientific. LightCycler480, MFRoche. EBIZER
Jukl, T A 2R S .

1.3 LWL

HE BN £EA, F, BFEL, MEARE, TR E: oFREE PR P IFITMs 69 R L £ F

AR $heFF
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1.3.1 5|¥it: #FGENEBANKH IFTTMsJE K]
FABET G 4): IFITML (N\M_003641) , IFITM1-1_E ¥
51¥): 5° -GAGAGAGGCCTGCGACAA-3’ , TFi#5I#:
5’ —CGTTTCAGTTTCTCAGAAGTGTG-3" ; IFITMI-2 Ly
51%): 57 -AGGCCTGCGACAAGTGAG-3" , Fi#5I#:
5° -TGGAACCTTGGAAGGATGGT-3’ ; IFITM1-1 i35l
Y): 5’ —GAGAGAGGCCTGCGACAA-3" , TiE5I¥:
5’ —CGTTTCAGTTTCTCAGAAGTGTG-3" ; IFITM1-2 Ly
51%): 5 -AGGCCTGCGACAAGTGAG-3" , FiF5I#:
5’ —TGGAACCTTGGAAGGATGGT-3" ; IFITM1-3_E¥#5I
). 57 ~TCGCCTACTCCGTGAAGTCT-3, FiE5I4: 5 -
ATGAGGATGCCCAGAATCAG-3" ; IFITM1-4_Lii#5|49):
5° —CCGTGAAGTCTAGGGACAGG-3’ , TFi#sl¥: 5 -
GTCATGAGGATGCCCAAGAAT-3" .

IFITM2 (NM_006435), IFITM2-1_L3F514:
5’ -GCCTGGGCTTCATAGCATT-3" , TFWisl¥W:
5" -CATGGGGTGAAGTCACCTGT-3" ; IFITM2-2
LW 5% 57 -CTCCGTGCCTGACCATGT-37
T 5 #: 57 ~ACGTCGCCAACCATCTTC-3" .
IFITM3 (NM 021034), IFITM3-1 RyWEsI¥:. 5° -
GCCTGGGCTTCATAGCATT-3" , TFisI¥: 5 -
CATGGGGTGAAGTCACCTGT-3" ; IFITM3-2_Lii#5|%90:
5’ —TCCCTGTTCAACACCCTCTT-3" , FiF5I4: 5 -
CGCCAACCATCTTCCTGT-3"

IFITM5 (NM_001025295) , IFITM5-1_Ei#514:
5" ~TTGATCTGGTCGGTGTTCAG-3" , TFi#5I¥: 5 -
CAGGTCACCAACCACCTTCT-3" ; IFITM5-2 Lii#5|490:
5’ —GGTGTTCAGCACCCTCTACC-3" , FiF5I¥: 5 -
CAGGTCACCAACCACCTTCT-3" ; IFITM5-3_L3iF5!4:
5’ —CGGTGTTCAGCACCCTCTAC-3" , Fif#sI#: 5 -
CCAACCACCTTCTGATCTCG-3" ; IFITM5-4 L3iF5]40:
5" —GGTGTTCAGCACCCTCTACC-3’ , Fi#sl#: 5 -
TGTAGCACTTGGCTTTGGAG-3"

IFITM10 (N\M_001170820) , TFITM10-1_L-3i% 51 4:
5’ —GCCATGCATCCTCAGCTT-3" , TFiEsI¥: 5 -
CTCCAGCTCCCACTGAGC-3" 5 IFITM10-2 Li#514:
5’ —CCACCGAGGTGAACGACTAT-3’ , Fi#sl#: 5 -
TCGCACTTTGAGGGAGTAGG-3" ; TFITM10-3_ L3 5| 40:
5" —TGGTCCATCTTCAACTTCGTC-3" , FiEs|¥: 5 -
TCGCACTTTGAGGGAGTAGG-3" ; IFITM10-4 L3 5|4:
5" =TGGTCCATCTTCAACTTCGTC-3’ , FiE5I4: 5 -
TCTTGTCTCGCACTTTGAGG-3" .

1.3.2 AZER$EE S E & #idQIAamp MinElute

Virus Spin Kit#$& BN #E 5 - i SR . A
60 u 1PEMBLF X, 737 FiNanodrop20004% R & H e
WCHATIZIR E &, bRl 5 T-80° CHtifr & H .

1.3.3 RT-qPCR: M A One Step SYBR
PrimeScript PLUS RT-PCR Kit, 10u 1K %,
NN N2x0ne Step SYBRRT-PCR Buffer 5ul;
PrimeScript Rtase 0.2p1; Mix TaKaRa Ex Taq
HS Mix 0.6wl; LEJf. Fi#Fgl¥ (10um) BN
0.5u1; Template, 20ng; RNase— free ddH20, %
FEOL]L,

BRI, (EA2°C R R 5ming HIR AR
PE, fE95C N M 10s; RJE 519 38 S N A5 MG
(95°C, 10s; 60°C, 10s; 72°C, 10s), J&fFHIZER
R 1AMERR (95°C, 5s; 65°C, 1min; 97°C, 0.11°C/
s). AHI40C, 30s.

2 &% R

IFTTMUA R AR 2 WP 1. TRTTMI-1 26 & B R 4F,
IFTTMI-2 41, IFTTML-4EHE 4. TRTTM2H A
LR ILIE2. TFITM2-15] 4t 438 06>35, TFITM34
fEeih 2 W2, TFITM3-1519 6 1, IFITM3-2°F4T
SRS E A BT, T

TFTTM5 4 i h 28 W &3, IFITM5-1, IFITM5-2
Bz, HXE, BRIFITM5-4Ct{H ~24. 96, H:
AEIYICHE I K T35, TFTTMIOM M h 2k W4 . B
IFTTMIO-ATERF AN, Fa 51 e P S o

3 & i

IFITMX G E B Z MR A XA, WEveritt
£ T L TR TTM3 G 0k F 7R 370 o 7 5 6 35 PR o1 1
o ASZHGE WA IFITMs IS 514, ) IR 3 Je
Yy B R L P BT AL RR, AR CLE R/ A
R Ry e e S A R G 51 . BAE N AT
W T SR G R A P TR TTM SR I AEmRNAZK - b ) e Tk 42 ik
A

I B IFTTML- 348 T B D5 i & 51
IFITM2-24 FIFITM2-1; TFITM3-2%% fift il 28 45 5 vk
U, WIFITM3-1H 4, IFITM3-240 T IFITM3-1;
TFTTM5—4 %7 fife h 2645 S P 4F o TFITM10-1. IFITM10-2
FIFITM10-3¥ 4 B Uf R 7 Pk, T IFITM10-4%F 7
ZE, ML T g H.Ct > 35, (F#% 40 ®)



