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The expression of human-specific protein kinase-15 in the hyperplastic gingival tissues
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[Abstract] Objective:To detect the human-specific protein kinase-15 (NYD-SP15) gene expression in normal gingival tissue and
hyperplastic gingival tissues, observe the expression of NYD-SP15 protein in gingival tissues,and to explore the relationship of NYD-
SP15 and gingival hyperplasia initially. Methods: Reverse transcription-polymerase chain reaction (RT-PCR) and immunohistochemical
method were applicated to detect the expression of NYD-SP15 gene in gingival tissues of 27 cases of normal people and 40 cases of
gingival hyperplasia patients. The normal gingival tissues were the excision of gingival tissue during crown lengthening surgery (the
teeth were traumatic crown fractures) ,recorded as normal control group. The hyperplasia samples were the excision of gingival tissue
during gingivectomy,recorded as hyperplasia group. The half of all specimens were removed and stored in nitrogen liquid
immediately. The remaining half of the tissues with formalin,embedded in paraffin storage. Staining positive cells were counted under
the microscope and classificated by positive degree. The data of the experiment was analyzed by Stata 9.2 (StataCorporation College
Station, TX) software. Results: The expression of NYD-SP15 mRNA in tissues of hyperplasia group was significantly higher than that
of control group (P < 0.05). The immunohistochemistry results showed that the NYD-SP15 protein was highly expression in the
cytoplasm in normal gingival tissue. But,in the hyplasia gingival tissues,the expression of NYD-SP15 protein was highly in the
nucleus. Conclusion:The level of NYD-SP15 expression and location in the gingival tissues may be associated with the gingival
hyperplasia. However, the relationship between them remains to be further studied.
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Table 1 The basic characteristics of the four groups of cases

Ty N4 (n =27) A% (n=12) B#(n=13) C#l(n=15) GiitE P&
I (%) Tts 31.63 + 9.44 31.83 + 13.68  35.69 + 13.60  31.60 + 10.84 F=043 07296
M(Qx~03) 33.0(23.0~39.0) 29.5(18.5~46.5) 32.0(22.0~49.0) 31.0(24.0~38.0)

Min~Max 17~49 14~53 20~55 15~54

PRI (%) ] 3 12(40.00) 5(16.67) 6(20.00) 7(23.33) x*=008  0.9940
5’y 15(40.54) 7(18.92) 7(18.92) 8(21.62)
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1.2.1 RT-PCR CS2930 #2135 (SH I2MADZU) 94 . i FH %

D RNA $2HC. WA P HUH A R 2
A IR ARSI A TP | F TRIzol 3857 £ (Qia-
gen v A, FEE) FlH2 A R4 SUE RNA; @cDNA
BYE B RT W AR & (TaKaRa Biotechnlogy /A ], K
) M. B RNA 1 ug,5xPrime Script™ Buffer 2 pl,
Prime Script™ RT Enzyme Mix 1 0.5 wl,Oligo dT
Primer (50 wmol/L) 0.5 pl,Random 6 mers (100
pwmol/L)0.5 wl J&4, Il DEPC /K Be A 10 wl 520
W, T 37°CK 15 min, 85°CAE: 5 s; @PCR ¥4
% INYD-SP15 #il A B-actin 7F GenBank ' mRNA
FF311(AY027525 11 NM001101) 4351531 2 %5147,
W LA TAY ARG, 2 PAGE 4ifk, NYD-
SP15 b 51 ¥ ;5" -AGTTGGGGCAGTCATTTGGG-
3, FUE514 .5 -TCCTTTCAGGCTCATTTTGTTC-3"
PR YK 449 bp; N B-actin L5147 .5 -A-
CACTGTGCCCATCTACGAGG-3' ; T sl ¥ .5 -
CTTTGCGGATGTCCACGTC-3", ¥ Har=#) K & 256
bp; @PCR L W f& Z 7 : Premix Ex Taq 25 ul, Btk
2 wl, BRI I45 1 (10 p/mol) , K 2518 7K
21 pl, BARFK 50 wl, PCR KW 4514 :98%C 10 s,
56°C 30 s,72°C 30 s, 3t 30 MMFFF,72°C 10 min,
4°C 5 min, A B-actin {EFHHXS I ; ©PCR =4
191 B B WE BE IS FEL VK 70 B3 %5 5 3 @B PCR 7))

[l SYNGENE #EWE UG 53 BT R G0, W4 38 7= iy
VKA HEA T IR BEFE , ATl e RO WO BEAEL(TA )
%1 #% A NYD-SP15 mRNA 9 #H XF 35 15 & L)
NYD-SP15 FrEBtfY IA 5 B-actin 1A BYH{ERFE R,
EEN S,
122 SR (RAEMZ-2HF LAY E
BF ABC %)

OA YR SRR, ZHIR 2%, % 10
min ; B BERS K AL . To7K 2 ¥R .95%2 YK .90%1 X
80%1 ¥ ; ] PBS(pH7.4) ik 3 YK, 4K 3 min; @)
3%H,0, Z 5 FHEE 10 min, DhHKT P I M 484k
YIGEIEHE  PBS vk 3 1K, BHK 3 min, BEZE PBS
W QMIUEPUEMEE .0.01 mol/L FriEERREL iRk &
52 ;PBS(pH7.4) ¥k 3 W, BIK 3 min; @IE 1L 1M
BEA],37°C, 30 min; AN —PRE , ZIRT
I F 60 min,PBS WL 3 ¥k, K S min, BRI: PBS
W, ©@FEFKYI AN 1% BN MaxVision™ 3857, &
IR TWEE 15 min, PBS it 3 ¥, K 3 min, R 25
PBS & ; OARKYI AN 2 B EEEC ) DAB TR,
WA TR S min; ARKIUE, FARE Y, B
R AK IR WA, BRI K T, R 2RE B
PER R [, B AR FARR D) PBS AU —ditik
(R EE a5 Loy
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A ILEF TR 100 2R BRYEAN R, AREE 5 A
RS B 200 6 5 L A7) )P SA(ECR Lo R 5 e -2 <
10% 5 + :10% ~30% ; ++ :30% ~60% ; +++ ; 60% ~90% ;
-+t =90%,, FH = 50% 058 P,
1.3 “%itssx

FE I BURER FHEIEL = FRifE2E (x = o) Filiid s 4H1R]
PR A7 22530, PR FL SR ] Scheffe 155 %21
5B ] Kruskal-Wallis Bk IR 46, 2% Stata 9.2
(Stata Corporation College Station, TX) {4, o %N
0.05, P {EHUBUI, P < 0.05 2 A Geit2 X,

2 & R

2.1 F¥kaF NYD-SP15 2 B RT-PCR 4%

2 1% BENEHEERC R IK 73 B 480, TR W iR
S A RA TP 38 /T 500 bp BS54, 5
AR NYD-SP15 3£ R BeR/h—30(E 1),

2.2 F#RLd NYD-SP15 A B4 mRNA & ik &
HHF
H4E RT-PCR FE 25 R, R P AU 2 Ik

NYD-SP15
M N A B C

B-actin

449 b
o bp 256 bp

M:DI2000 Marker; N TF3 FH2HE; A ; LIS A= 2230 g 32 A4 12 1
T8 s B 25 A g A C T YR
Bl 1 NYD-SP15 3K PCR 4 H9)5 1% B8 BHEE it i vk &

Figure 1 1% agarose gel showing the PCR products of the

NYD-SP15 gene

A FHME, THEHHLERAE §,A B C 413 E F i)
ZH 41 NYD-SP15 mRNA ik 7K F 4504 0.29 +
0.12.0.37 £ 0.14.,0.38 + 0.10, ¥4 i 3 5 T 1E % F#R
ZH2H 0.06 + 0.12(P < 0.05) , 344 4 () -2 3 1k
KR 0.35 + 013, I 3 5 F 1R F A liR4L,
23 FHLAL P NYD-SP15 & & £ A 57
NYD-SP15 7E3Z A A hRA 21 24 S pHME 5k
2R RN TR Z MO )2, B
S RIE A, FEIER TR L h R8N T
U3 (1 2A) , FEd AE 25 WA 20 v v 2k 1 M (&
2B~D), FEANIEIZH A A% BH A G fo B B 1Y) o0 A 17
BUTEDLER 2, IR FE Y AR Al 4P ek 1 BRI R TE
Giit2 25 (P> 0.05),

A NYD-SP15 7EIEH A R0 4+ i h 3635 T3 ; B NYD-SP15 7E18 P A i 96 41 21 323k T M , o Bk ;€. NYD-SP1S 7E 2541
R A AU Rk T, A PH MR ;D NYD-SP15 76 A4 MR 4l 40 i 32 3k F A% , S PHME Rk

Kl 2 FERZIZUH NYD-SP15 H A RYZEIA (x 200)
Figure 2 NYD-SP15 protein expression in gingival tissue (x 200)
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Table 2 NYD-SP15 positive staining distribution in

different tissues

el - + A e R
N2 9 11 6 1 0 27
AZH 0 0 1 3 8 12
B 0 0 2 5 6 13
C#H 0 1 3 8 3 15

o KM EEAE B, AR BRIK 7 22 5307 /R . F = 43.58,P <
0.000 1;Scheffe 24387 7R : A \B.C 415 N 4140 L 22 F A G il
HX,P<0.000 1,
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NYD-SP15 3 P& 78 Xt AE K i 2 g ik 52 v, 3
i FEPUW T FE R PCR R BL—A 546 7 LA A6
BB, 7E GeneBank H YT 515 A AY027525,
N T AEYAIK 13q14.2,
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importin 3% exportin M- FEAZHTZ, IFAIZ24
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P LA e 22 25 TR OO € 28 R 00 e b 2 i 3
Tk R E AT RPEA ALY s NYD-SP15 2
TEAE R AR E RaE T R34 A i 21
eIl FHIAZ, RIAE IE #4851 4 21 NYD-
SP15 BRI EMNAZER, TnizEATELEYRE
AR AT REAFTEREAZ S IR Rl W 22 B L i —20 by
HA B E IS B S Re A HEAEM
(53]
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