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miR -223F1 miR -373 ZEIEW A M RESUEBRERFTAMAESE 7 d M JBHALEZSHANHENREER. Lk
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1.2 RNA REH
W5 1 R 5 2 3000 1+ min T B0 10 min, FFE_EEEL 12 000 1 - min ™', B0 5 min, B E N I R
win- FTBC GV i ST BRI B R, T ILVE B RS 38T - 80 CIEAE& AL
2 RNA W EBURHE Invitrogen 2 &) B Trizol 57156 89 347, RNA 41 B i F§ NanoDrop ~ 2000 i@ & 4
eI TG I 3% % 507 R 2 4R W74 PrimeScript™ RT reagent Kit, Bt RNA 4% , LA miRNAs 4% 5t
ZENG | YERHRE RGP (R 1) ,3K18 cDNA, Rl TSEE 3 E &’ PCR K.
#F1 miRNAs JZEIR5(4 (RT) XK/ ER PCR 5141 (F) 5

Gk A k2l

miR - 16 -5p - RT GTCGTATCCATGGCAGGGTCCGAGGTATTCGCCATGGATACGACCGCCAAT
miR -16 -5p - F GCGGTAGCAGCACGTAAATATT

miR -25 -3p - RT GTCGTATCCATGGCAGGGTCCGAGGTATTCGCCATGGATACGACTCAGAC
miR -25 -3p-F CATTGCACTTGTCTCGGTCT

miR -223 -3p - RT GTCGTATCCATGGCAGGGTCCGAGGTATTCGCCATGGATACGACTGGGGT
miR -223 -3p-F TGTCAGTTTGTCAAATACCCCA

miR -373 -3p - RT GTCGTATCCATGGCAGGGTCCGAGGTATTCGCCATGGATACGACACACCC
miR -373 -3p -F GAAGTGCTTCGATTITGGGGTG

BRRIEEY TGGCAGGGTCCGAGGT

1.3 3FER PCR

PCR i & EF K 15 wh, f45 1.5 pL ) ¢DNA,7.5 pL AceQTMgPCR SYBR® Green Master Mix,
0.5 WLIEME147,0.5 wL @RS pL KB, 551 K77 R BUEHE,95 C 5 min;2 #1595 C
10 5,60 °C 30 5,45 PMEF;95 € 105,65 C 605,97 C 1 s.miR -16 HNS(FE ), FHMAMEEEITEN
HHALH miRNAs KA R, MM RBREITEAR N 274
1.4 PCR F=¥5giE

FAZEFRF | #9347 RT — PCR,3% MY ISVEBEIR AL Ik 70 B8 PCR 74 , SR FH BRI BTG &0k AT & T /)
1) PCR =¥ 17 Wi, 315 PMDI18 - T iK%, 1k DHSo B2 54000, PCR X PHME e b JE , iR b 38
RS BIEATING , B I 45 525 miRBase A7 B miRNA FEEFI MBI 895 | B 510 34 3647 He X434
1.5 ZitxeaHm

R SPSS17. 0 BAFHEAT G 0 , FIAEA IR o R, ARBTFIAR S 88 2H 4R 55 20 28470 T 4L 1) 3
$#% F Mann — Whitney U #:36,P <0.05 HZERE S5 E L.

2 4 X

2.1 Mm% 3 # mRNA BIRiXKFE

R T HARSE R R MERG R R BT R B miRNAs AT 00T, W P45 REII PR FS) 5 miRNAs SCHE P31 —
B(WE ). LSS 3 7 miRNAs FRiEKFH miR -25 -3p BAREH AN 0. 18, B R A AREIH 0.
86, RJ5H0.41) ,miR -223 -3p R (IEH AN 3.29, REREE RN 7.83, RFH 3.42). 5IEH AM
o, B R X 3 MM TS miRNAs B EH R, ARG ME miRNA 53 FRE(P <0.01) , #:E T1E % AKF-
MR H TVEREE il 28 ( Receiver operating characteristic curve, ROC) #4723 81 miRNA 35K ¥, HiHE
ROC £ T 1R ( Area under curve, AUC) SEIPAG IR 3 F fi 74 miRNAs X £ % 858 1Y B B8 /7 , 42 AUC
fEH, miR -373 -3p f= K 0.873,miR -25 -3p FAKH 0.794. miR -25 -3p M4FFdEh 81.0% , RN A
66.7% ;miR -223 -3p R4 FMER 100.0% , REGH:H 61.9% ;miR —373 - 3p B REPER 90.5% , 557440
81.0% (K2, E3,84).
2.2 RESBMAL D3 M miRNAs RiEKF

HTHETEESR AR RS HL P 3 7 miRNA K3R3KKF, A RT - PCR KNS5 SRR IS T L 1E
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miRNA W IIER , R ESHEHS P RJIRE miR - 223 HXREK B, miR - 25 AxHREKERIE,
{HRFTHT 5T 3 # miRNA I HA X R 2K PR B8R TRFHA (LA 2C,3C,4C).

miR-16-6p RFFLEE
ATTCCGCTAGCAGCACGCTAAATATTOOGC GATCOTATCCATOOCGAATACC TOGGACCCTOOCAAAT

miR-25-3p WFER
CCAGAGATICATTGCACTTCTCTCGCTCT GAGT COTATCCATAOCGAATACCTOGG4COCTGOCHAAT

miR-223-3p WFLER
CAGAGATTTIGTCAGTTTGCTCAAATACCOCCAQTOATATOCATOUCOAATACCTOOGACOCTOOCAAAT

miR-373-3p MFLER
GAGATTGAACTGCTTICGATITIGOCLGT CTOTOUTATOCATOUCGAATACCTOGGHCCCTOUCAAAT

IEFAE AT SRR AFImIRNAS R IE 11 3190 ST FURR B A 5110 R MU B AN P51

Bl A Mg RNASHII R 25 R 447

3 i i

YERTRBIZETIT I, 74 miRNA KR 52 2 A, AR 5C B SCIRITGE L R B 2. A8 IL T miRNA )
BRI R 2, R SR, FK. RT - PCR AR ZHi L. MTE qRT - PCR 7, Tagman R4 94
W R , B AR, 25505 | RABUE AR SRR 2 I X B, A A T A #8438 9 miR-
NA RXRERR, A ITFEARLH P AT SR A, 51 16 1 2K B85 89 3 ' miRNAs (miR - 25, miR -
373, miR -223) YEABESEXT R, %% RT - PCR G5 R BT , B ARSE I Ao vEmadE (1 1) . [RIRT, 4S5 3 il
7% miRNA #2555 ORI I Taqman BREMIIEE RAH—8 017 R BI7ER RIX M miRNA A, 2%
5|9y a] LABAX Tagman BREH A THL M miRNA RkKF.
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(A miR-373-3p7E IE# A& B8 8 RATARSE ML H MFRILKT: (BYmiR-373-3pfEIE W A R EBHE B
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B4 miR-373-3pHIFRIkKF

I # miRNA BERT RASK B4R, WAl LR H IER A, i T I 15 miRNA & 54878, B — X TR
RHETTR, FINFEME + miRNA 5E B SR Sk SERE 9, ATIRFFE R R, B3
U R, 22 B AR JRT - PCR, Northen 438 JR A 2430 538 B U P S5 M U S 4 B S
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F4 M JE miRNAs B[R] a0 £ 98 8 AR 2 B9 3 FZH 2 miRNAs OB AR 8220, 7240 1L Y8 miRNA Y
FRlE, X R AR E AR RS 7 d BIMTE miRNA A4S %55 4 215 miRNA BTN, SCIe 4 R &
H,3 FEFR A miRNA e RER A FEARR M E AN REER TIEF ARG 0. R, KEZE0EHAHHE
XFRRE TREAS. XEN, miFPHx 3 # miRNA TR 5 F4HY, 8RS AESHS SR K
X4 miRNA, FH BB M. 7E BB L, X miRNA 52BN UM X 28 miRNA 58898 1%
HARLA L, FBH S E T M E AR miRNA BB RIAKFE. S FARYRBAHLUS, 175 miRNA kK TR
TR, —A UL I 7E miRNA E B3k B FALRBHBI, XL miRNA 15 RS REARIE HE LI K 2.

WEPFRR MIE miRNAs Zi{E TAERRE 2R (ROC) #E4T4347 , 1158 ROC #4R T AR (AUC) SR iF44
BRI YE miRNAs X &S 8HE M T EE 177, AUC #R35E 1, RS ). AT 4 B AUC (54
2 ANBZESCERIGETE IS , A < M8 miR - 373 - 3p # AUC B i R WICHRIRE ™ . P M 3% miR -25 - 3p
B AUC {HE/NA 0.794 , 13 miR -373 -3p B AUCHEZE N 0.873. ¥ E 2. & 3 FIKl 4 5 AR
B, BB SR B AR AT LIS AR 4123 49 miRNA R3A M2 Rk, miRNA £ kK& AUC {3t/
B, REUF R, X — R, 25355 | AT LARISRAE NG R _EAG I miRNAs, [RIi 76264 miRNA 1 5 4 4%
BYI N RE R R IZK R miRNA, DR SRS REE. B TALRPNRERAENETETRE
7 AP R 2 BIR £ 9 TNM I, BTLAX 3 F miRNA 150 B R BB IS WR &9 M Bt — B R
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Predictive Value of Serum miR -25, miR -223, and miR -373 as
Promising Biomarkers in Esophageal Squamous Cell Carcinoma

Qin Jianping'”?, Tao Juan®, Li Yingying', Chang Weidong', Wang Li', Zhao Xiru', Wang Linsong'

(1. College of Life Sciences, Henan Normal University, Xinxiang 453007, China;
2. King Clinical Laboratorial Centre ,Zhengzhou 450000, China;
3. School of Life Science and Technology ,Sanquan Medical College, Xinxiang Medical College, Xinxiang 453003, China)

Abstract; It is to investigate the feasibility of serum miRNA as a diagnostic marker. The relative expression of miR - 25,
miR —223 and miR - 373 were detected in serum among health control, esophageal squamous cell carcinoma patients before and after 7
days of surgery and in esophageal squamous cell carcinoma and adjacent tissues by qRT — PCR with stem — loop primer. The experiment
results showed that the relative expression of three kinds of serum miRNAs were higher at preoperative esophageal squamous cell cancer
patients than health control and the patients at 7 days after surgery. AUC were 0.794,0. 839 and 0. 873 among three miRNA, respec-
tively. At the same time the levels of three miRNAs were higher in cancerous tissue than in adjacent tissues. Therefore the three miR-
NAs in serum mainly come from tissues and higher expression of three serum miRNAs resulted from esophageal cancer tissues. These re-

sults suggested that miR —25, miR -223, and miR373 have great potential to be as candidate of diagnostic markers.

Keywords : esophageal squamous cell carcinomas; serum; miRNA; diagnostic markers
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Cloning and Analysis of Sex-biased NUPTSs in Spinach

Li Shufen, Jia Keli, Su Ting, Yuan Jinhong, Deng Chuanliang, Gao Wujun

( College of Life Sciences, Henan Normal University, Xinxiang 453007, China)

Abstract; The transfer of plastid DNA into nuclear genome leads to the formation of nuclear plastid DNA ( NUPT). The inser-
tion of NUPTs is an important force to drive the evolution of genome and chromosomes both in animals and in plants. However, it is
still unclear about the relationship between the insertion of NUPTs and plant sex chromosome origin and evolution. In this study, sex
different NUPT sequences were screened and isolated using genome substractive hybridization technique, and further validation and a-
nalysis were also conducted. A total of 39 valid sequences with the length between 75 bp and 308 bp (average of 154 bp) were ob-
tained from the spinach substractive hybridization library. Blastn searching revealed that 12 sequences were related to chloroplast DNA |
showing over 98% similarity with spinach chloroplast DNA. The results indicated that these 12 sequences were NUPTs in spinach ge-
nome. Finally, two stable male-biased NUPTs with size of 146 bp and 199 bp were obtained by further genomic semi-quantitative PCR

validation, demonsirating that these two NUPTs accumulated more in spinach male genome than in female genome.

Keywords : Spinaciaoleracea ; nuclear plastid DNA ; male-biased



