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Verification of transcriptome sequencing of FEN1 knockdown cell line by real-time quantitative PCR”

SU Qian ,WU Jie? ,DU Jiahui . YANG Fan ,YUAN Puyu ,LIU Songbai” ,QIU Xiugin*
(Suzhou Key Laboratory of Medical Biotechnology ,Suzhou Vocational Health
College,Suzhou, Jiangsu 215009,China)
[ Abstract ] To investigate the differentially expressed genes of DNA branching structure-spe-
cific endonuclease-1 (FEN1) gene knockdown cell line and control cell line,and verify the results by using the
The cDNA fragments were transcribed from the RNAs of
293T wild type and FEN1 knockdown cell lines, ten pairs of primers were designed for the ten selected genes,

Objective
real-time fluorescent quantitative PCR. Methods
and the expression of selected genes was quantitatively detected by using the SYBR Green dye method.

Results

seven genes of FEN1 gene knockdown cell line and control cell line were detected by using the real-time

Among the 10 differentially expressed genes, seven of them were successfully amplified. And the

quantitative PCR, which revealed that there was no significant difference in two of the determination results
compared with the mRNA-sequencing data,and the determination results of the other five genes detected by
In the

detection of intracellular gene expression levels,in order to improve the reliability of transcriptome sequencing

using the real-time quantitative PCR were consistent with the mRNA-sequencing data. Conclusion

results, the results need to be further verified by using the real-time quantitative PCR.
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1.1 #H
L1 itk ANB ERgiig R 293T 40 A4 52
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1.1.2 FZUE 55 DMEMGRibl K 57 4 iR
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A& B KRR AR A R A A FENT B —$0.F
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1.2.2 5 RNA 280 BOS BB R I 40 i . 5 85 57
T TR AR 22 v il (PBS) Pk 3 ¥k, FI PBS W 4 fifd . i 1]
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BT — 80 C kAl sl S BN S . I AGE fE ) Tr-
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1.8~2.1 Z[u). 72Tk 35t Mg Bl 38 e v UK IE Al 5 RNA
1) 56 B M

1.2.3 84 M cDNA R 5 s it ) & 1l
SRl 10 uL 16 % : Oligo dT 2 uL .dNTP 2 L RNA
4 pL, J& RNase X 7 /K (ddH,0) 12 pl, 65 C,5
min, 7K 2% 2 min; U EIRE W 20 pL, fm A 5 X
primer script buffer 8 pL. RNase inhibifor 1 pL.
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Primer script 2 pLL.Jc RNase ddH,O 9 yllaﬁﬂﬁizé\ﬁi
% 40 pL, PCR Y L& i1 F#2)¥:30 'C 30 min,42 C
30 min, 70 °C 15 min, 4 C 10 min, JFr B A K &

T —20 CHRAF.
1.2.4 %R PCR F£XBIE
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I E TG00 )F  7E RNA P30 43 5 i, o] 22 7 3] 3
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P38 K OF- A B 5L 2 K KO 19 B o FPKM .
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TRIK . 3 PR ST T AT S L MR A S AL I O 4 R 4R
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1.2.4.2 5lydil R4 s a0y g5 5 0 ik b
10 AN A #5522 5 3L ¥ 51, fl F Primer premi-
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BRI DA A . 8 id % M PCR X} H i R Bk
TP 3G, - BER RN e iE A% . HR S0 5 ) B AR 4
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#1 PCR3#EE

FERH 5193 (5'—3") PR (bp)

SLC7TA3 L TTGGTTCTTGGGTTCGTC 343
T : AGTAAGGCATCATCAGGGT

MAGEB2 il : AGGACCCGAGCGAGTGTA 255
il : GAATGCCAGCAGCAGGAG

HBE1 il : TGTGGAGCAAGATGAATGT 316
Fiit: CCAAAGTGAGTAGCCAGAAT

SLC6AIT | : CTGCTGATCCTCCTGATACGA 246
it : GAAGCTGGTGCCGCTGTT

KRTAP19 i ATCCATTCTATTGCCTTCA 125
T :GATTTCAGGTGACGGACT

GYPC i : GCTGACGOCCAGGAATGT 364
Fii: TCTTGGAGGGCAGGGTCT

ITPKB Ll : TGGTGGATGTGCTGAGGC 454
F i : CGATAGGCGATCAGGATGTT

SPINTT | : AKTACACGAGTGGCTTTGACG 354
il : TGAAGAAGCAGTAACCCAAGAT

EVAIC I3 : CACCTATGCCTGTGATGG 249
Tt : GGTCGCAGAGTAGATGTTG

TAL1 [l : GCACCTGGTCCTGCTGAACG 369

T : AAGAACCCGCTGCOGAGA

1.2.4.3 506E R PCR XM SYBR Green [ Bk
1756 & PCR, B0 Uk 4% S 4 7 25 S i Herfg vk . DA
Fi S5 77 ) cDNA SRR, ™ 4% 43 B K98 6 8 & I



2530

ML) & U B A AT LR A . A BIARRE 3
SEAL BRI BCE 3 A FIE XS IR B AR &R 20
pL,}i@%&ﬁ:&S C 155,57 C 305,72 °C 30 5,40 4>
PEIR. e 3 IHE A ST . 790t a & PCR P73 #k ik
FER T B 53 1 5197 51 A T

1.3 Giits#abs R SPSS19. 0 e it 8 F ik 17 48
THatr. 26 PCR 455 GraphPad Prism
HEREL. RS2 C e 3 8 0k A X 3R 38 7K F B 1A
AR ik K- RL 745 R, DL P<<0.05 B ZERA
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2.1 FENT @IS0 00 5 00 O L 26 11 7 B0 2 o
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SRR 10 2R RBILE, HEKBKPE I
2.

*®2 BRANFBNHEEREKF

2 SLC7A3 MAGEB2 HBE1 SLC6AL11 KRTAP19

Ctrl 0.949 16540. 089 447  1.122 850=20.143 561  1.064 990=£0.332 312  2.930 4600. 098 501 4. 789 950=2=0. 998 726

FEN1KD 0 0 0 0 0

P 5.00X107° 5.00X107° 5.00X107° 5.00X107° 5.00X107°
gk HRAWFRNHEREREKF

2 it GYPC ITPKB SPINT1 EVAIC TAL1

Ctrl 3.491 400£0.275 887  0.069 21140.016 159  0.080 04840.056 791  0.116 691+0.080 734  0.122 371£0.072 396

FEN1KD 0 0.880 63740.229 150 1.831 67040.063 303  0.758 406+£0.179 421  0.888 121£0. 105 156

P 5.00X10°° 5.00X10°° 0.000 2 0.000 8 5.00X10°°
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SLC7A3 —8. 80 18.00 <0.01
MAGEB 2 —6.00 12.00 <0.01
HBEL —7.00 14. 00 <0.01
SLC6AT11 —7.80 15.00 <0.01
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5% FENT 78I 3¢ 355 0 R 40 i P 56 IR 0 6 1k 22 57, LA
A LR R AN BT 4 G TR N ST N1
FIEE T FENT @K 40 itk SG67, I R FH #% 5% 41l )y
Ty kXt SG67 K B A 7t HE 40 00 AT T 5 s 4l /K F- 3%
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B2 AZEF G 2EE L (P>0.05), L B 4]
SRR G S 5 PCR K IR ) M. 59 AMRE I 1Y 5
AFLE 1, SLCTA3 K SLC6A11 ¥y )@ F u] 1% M 2k 1k
EARG AR 2 B mEEMA" . MA-
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At iR R EEE MY, HBED 3 E i 41 & = 1
— A3 W LA LA 7 FENT #7415 40 i
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