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(FE] BHH MEEBES imentin AL RT TR EAS KT Lg% w0 (PCL2 4 f8) 5
ey Hoe, Fik MAERMEOBALET T RE, T8I RPN AL Z; KRBT HAE pcDNA3, 1b(xF B
) B EEGRE(VIimA) AHBEOHEEART T ME(Vim mut 20) # 3 PC12 4 e, o 3 & R 481 A
# (Cyclo-ManN pro) 43 5 RAFE L4 TR 0.3 d, #iTMHNILEE LT oM (@RFHVP 2R KER
SHAZRmBE ), BR RIHELSBALLEE T AL 19(T-G).97(A-G) . 100(T-G) ¥ %k B & G
AR RBE(RDYA 1404 bp) T4, Cyclo-ManN pro & B a7 5 4 2 5, Vim 2849 PC12 e T 440 2 %
KELE AP Z R @I E 2 XK T BaF Vim mut 48[ (61, 98+19. 03) pm wvs. (51. 09 £ 14, 45) pm ,
(51.49+14.78) pm, (6. 60+0. 25) % ws. (4.27+0.18) % . (4. 76 £0. 33) %3 (78. 01 +18. 31) pm ws. (69, 98+
12.85)pm . (68, 45413, 84) um, (10. 624+0. 25) % ws. (8. 1141, 22) % .(5.8940. 60) % ], Z ¥ A % F & L
(P<C0.05)., &t RHMEaBAENSHTHER PCL2 Minit,
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[Abstract] Objective To construct a vimentin glycosylated mutant plasmid,and to study its impact on
rat adrenal chromaffin cell (PC12) cell differentiation. Methods The vimentin glycosylated mutant plasmid
was constructed,and the gel electrophoretic was performed and the sequencing identification was performed.
The empty plasmid pcDNA3. 1b (control group),vimentin plasmid (Vim group) and vimentin glycosylated
mutant plasmid (Vim mut group) were used to transfect PC12 cells, which were cultured for 0,3 d in the con-
dictions of treatment and non-treatment of exogenous oligosaccharides (Cyclo-ManN pro) respectively, and
the cell differentiation records and quantitative analysis (the cell average neurite length and differentiated neu-
rite cells percentage) were performed. Results A recombinant plasmid containing a glycosylation site muta-
tion site 19(T-G),97(A-G) ,100(T-G) was successfully constructed (about 1 404 bp in size). Before and after
Cyclo-ManN pro treatment, the average neurite length of PC12 cells and the percentage of differentiated neu-
rite cells in the Vim group were greater than those in the control group and the Vim mut group [ (61. 98+
19.03)pm ws. (51. 09+ 14, 45) pm, (51, 49 + 14, 78) pm. (6. 60 +0. 25) % ws. (4. 27 4+0.18)% . (4. 76 +
0.33)%;(78.01+18.31)pum ws. (69.98+12, 85) um, (68. 45+ 13, 84) um, (10. 62+£0. 25) % wvs. (8. 11+
1.22)%,(5.89£0.60) % ], the difference was statistically significant (P<C0. 05). Conclusion The glycosyla-
tion modification of vimentin could be used for PC12 cell differentiation.
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F 3 B Invitrogen 2 Fl; PCR i #] PrimeSTAR,
dNTP Il T RAR A AL R (AL 50 A BR 24 " M-MLV
T B SR I T A A (AL O AE R A R A F) 5 R
il ¥ N Y (EcoR 1 /Xba 1), Y it B R AR R 2L
(T HE W T HA TaKaRa 23 &) 5 K # 5 B
Topl0 FRVE T 5 H K= 11 BE 5 B A= 1k F A7 P s B i
L VKGR 7 W T 75 [ Biowest 28 &l s DNA #Ricd 91 T K
AR (AL 50 A BR 2> w5 RNA il 42 12050 & 1
it B DU R RS W) e S AR W T B
ALY TR B W TR B R R S T AR
AR AL ED AR R S TAESG W T ik
WA PR W) 48 I OB W T 22 02 PR T B2 T 4 b
ARAFVOCRMEEW T HA Olympus 28 A s B 82
HL UK A I T b s — AR )

1.2 ZFi&k
1.2.1 HMAEERBEOMX AL

H 5L R BE#R B PC12 40 i RNA il 42, 38 B
W HE 1) mRNA, 38 i ¥ 5% 5 PCR (reverse tran-
scription PCR,RT-PCR) , 3KEUE T 25 11119 cDNA, %
519, PCR 43 51 4K B P 85 11 T 6 PR e B R ik
oo ] F B, T A OB 5 4 BT 43 S peD-
NA3. 1b 5P E A AV (EcoR T /Xba ) )57 iE 4
B IR R M R T A0 L O e N 9T R AR B M v B T B
I R BRI UK S E 2 T B AE TAY TRA
H AT ¥ . RT-PCR [ B MK & : RNA 2 pg. 5%
RNA PCR Buffer 4 pl.. MgCl, 4 pL., 10 mmol/L
dNTP Mix 8 pL..Oligo dT 1 pLL.MML enzyme 1 plL.
DEPC @4k % 20 pl. R4 BAE M 65 °C 5
min, W4 W 37 °C 1 h,99 C 5 min,5 C 5 min,
—20 CH . PCR I & & : Template 0. 5 pL,
Primer(sense) 0.5 pl.,Primer (Antisense) 0.5 pl,
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10 XPCR Buffer 2. 5 pL.2. 5 mmol/L dNTP 1 pL,
PrimeSTAR 0.5 pL #84li/K 19.5 pL. PCR &N 5%
P B (98 °C 5 min,98 °C 30 s,67 C 30 s,72
C 2 min, 35 DE ) 5 WIB & OB 5L b 47 5 R AR
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R (TN HNEIR (A);34: ZE MR (S) 72 NN & MR
(A)]. H 108 bp F B (IE 11 51 4. 5'-AAA GAA
TTC ATG TCC ACC AGG TCC GTG GCC TC-3',
5. 5'-AAA GCG GGT GGC TGC GGT CAC
ATA G-3"),J5 1 346 bp F Bt CIE [ 5] #: 5'-AAA
TAT GTG ACC GCA GCC ACC CGC-3', [z 1514y .5
AAA TCT AGA TAC TGC GCC GTT GCA CTG AGC
CT-3") . RKASKIER A BLOE M5 #:5'-AAA GAA
TTC ATG TCC ACC AGG TCC GTG GCC TC-3', % [
31%.5-AAA TCT AGA TAC TGC GCC GTT GCA
CTG AGC CT-3"),% EcoR 14 £ K Xba 1417
M. B A B#E AT PCR 88 5 3 17 58 e f UK 43
M B R L2 1 404 bp, 55 LIk 45 58007, 43 )
FiT 100 bp(E 1A) .1 000~2 000 bp(E 1B) .1 000~
2 000 bp(E 1O AR s H IR B, WA 1,
2.2 EMEFOBANT T TARENERE

HEHTA MU F W EARTER R B (Y
1 404 bp) B E LA, ZE R — LUK A5 F . Vim mut 41
H, K A8 TR R4, LI 2,
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