CHAPTER 1V

RESULTS

MTT cell viability
1. MTT cell viability of NGF-deprived PC12 cells treated by BM extract in
normal-serum (NR) RPMI1640 medium

The effect of BM extract on viability of NGF-deprived PC12 cells
cultured in normal-serum RPMI 1640 medium was determined by measuring the
reducing of MTT to purple crystal formazan by living-cell mitochondrial enzyme.
The more purple formazan crystal, the more cellular survival. Cells were treated with
0 (control), 50, 100, 150, 200, 250, and 300 pg/ mL BM extract for up to 7 days and
measured for their viability daily. The experiment was performed in three-
independent replications with triplication in an individual experiment. Their
viabilities of each treatment in an individual experiment were calculated for their
averages, which were further calculated again for mean and standard error (SE) of the
same treatment from different independent experiments. The viability percentages of
the BM treated cells were compared with the viability percentage of the control from
the 1st day and analyzed by one-way ANOVA with a = 0.05.

On the first day, BM extract at all concentrations (0-300 pg/ mL)
displayed the cellular viabilities closely to that viability of the cells grown in the
absolute normal-serum RPMI1640 medium (the control) (Table 4). On the second
day, BM extract at all concentrations (0-300 pg/ mL) could enhance the cellular
viability higher than that of the control on the 1% day, especially, at the 50 pg/ mL
concentration.  Later, BM extract at all concentrations could bring the cellular
viabilities closely to that of the control on the 1* day again on the 3™ day. BM extract
at 50-200 pg/ mL concentrations could still dose-dependently rise up the cellular
higher than that of the control on the 1** day on the 4 day. At this time, BM extract at
150 and 200 pg/ mL concentrations could contribute to the significant increment
(Figure. 9). Since the 5" day, BM at nearly all concentration caused the cellular
viability closely to or higher than that of the control on the 1% day, except for the 300

pg/ mL concentration.
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2. MTT cell viability of NGF-deprived PC12 cells treated by BM extract

in apoptotic-induced serum-free RPMI1640 medium

NGF-deprived PC12 cells were brought up in the serum-free RPMI 1640
medium for apoptotic induction and cell viability was measured by MTT assay daily.
The cells were treated with 0 (control), 50, 100, 150, 200, 250, and 300 pg/ mL BM
extract for up to 7 days. The experiment was reproduced independently for six times
with triplication in each individual experiment and their cellular viabilities were
processed in the same way as those raised up in NR medium.

On the first day, BM extract at 50-200 pg/ mL concentration revealed the
cellular viabilities higher than that of the cells brought up in absolute serum-free
RPMI1640 medium (the control) (Table 5). Among BM extract at all seven
concentration (0-300 pg/ mL), BM extract at 50 pg/ mL concentration could elicit the
highest cellular viability on the 2™ and the 3™ days (Figure. 10). BM extract at 150-
300 pg/ mL concentrations rose up the cell death higher than that of the control cells
on these two days. The BM extract at 100 pg/ mL concentration could also enhance
the cellular viability slightly higher than the viability of the cells brought up in
absolute serum-free RPMI1640 medium on the 2™ day, but lower than that viability of
those cells on the 3" and 4™ days (Figure. 10). Since the 5" day, BM extract at all six
concentrations (50-300 pg/ mL) have diminished the cellular viabilities lower than that
of the control on the first day.

3. MTT cell viability of differentiated SH-SY5Y cells treated by BM
extract in camptothecin apoptotic-induced condition

The effect of BM extract on viability of differentiated SH-SY5Y cells was
determined by measuring the reduction of MTT to purple formazan crystals by living-
cell mitochondrial enzyme. The more purple formazan crystals appear, the more cell
survive. Cells were treated with 0.025% DMSO (vehicle), 5 pM camptothecin, and
BM extract at the 50 and 100 png/ mL concentrations for 12 to 72 hours and measured
for their viability daily. The experiment was performed in three-independent
replications with triplication in an individual experiment. Their viabilities of each
treatment in an individual experiment were calculated for their averages, which were
further calculated again for mean and standard error (SE) of the same treatment from

different independent experiments. The viability percentages of the BM treated cells
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were compared with the viability percentage of the absolute DMSO-treated cells at 12
hours and analyzed by one-way ANOVA with a = 0.05.

At 24-48 hours, DMSO attenuated the cellular viabilities of the
differentiated SH-SYSY cells lower than that viability of the cells treated by absolute
0.025% DMSO at 12 hours (the vehicle control) (Table 6). From 12 to 48 hours, 5 puM
camptothecin could slightly decrease the cellular viability to lower than that of the
vehicle control at 12 hours. BM extract at all concentration (50-250 pg/ mL) tended to
have the same pattern of cellular viability as that pattern of the cells treated by
absolute SuM camptothecin, which displayed the cellular viability less than those of
the vehicle cells at 12-48 hours (Figure 11).

Immunoblotting

1. Immunoblotting of NGF-deprived PC12 treated by BM extract in
normal-serum (NR) RPMI1640 medium

To determine the effect of BM extract treatment on total Tau and

dephosphorylated Tau-1, NGF-deprived PC12 cells treated with 0 (control), 50, and
100 pg/ mL BM extract for 2 days were immunoblotted with the phophorylation-
independent tofal tau protein (Tau 5), dephosphorylated-dependent Tau (Tau-1), and
house-keeping GAPDH protein antibodies in triplicate independent experiments. Tau
S antibody recognizes all Tau and Tau-1 antibody recognizes only Tau which their
Serlgs, Serl%, Serlgg, Serzoz, and Thr’® (numbering based on longest human brain
isoforms) are not phosphorylated, and therefore exhibits decreased immunoreactivity
when there is an increase in phosphorylation at Tau-1 epitope (Shelton and Johnson,
2001). Density of each protein band from the triplicate independent experiments was
quantified by Scion Image program calculated for an average. The relative amount of
total tau protein was normalized to its corresponding average of GAPDH protein.
After that, the percentage of total tau protein was quantified by comparing each
relative amount of total tau protein with the relative amount of total tau protein of the
control. The final data were analyzed by one-way ANOV A with a = 0.05.
Immunoblot showed that BM extract at both 50 and 100 pg/ mL concentrations could
reduce the amount of total Tau expression in NGF-deprived PC12 cells, grown up in

normal-serum RPMI1640 medium. However, BM extract at 100 pg/ mL
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concentration could contribute to the dephosphorylated Tau (at Tau-1 site) increment
in these cells (Figure. 12). Because of the grater increment in dephosphorylated Tau
(at Tau-1 site) and more decrement in total Tau (Tau 5), the BM extract could dose-
dependently accentuate Tau-1 immunoreactivity (Figure. 14). This might suggest that
BM extract could attenuate Tau phosphoryltion (at Tau-1 site) in NGF-deprived PC12
cells, grown up in normal-serum RPMI1640 medium.

2. Immunoblotting of serum-free apoptotic-induced NGF-deprived PC12

treated by BM extract

Immunoblot showed that BM extract at both 50 and 100 pg/ mL
concentrations could reduce the amount of total Tau expression in NGF-deprived
PC12 cells, grown up in serum-free RPMI1640 medium. However, BM extract at 100
ng/ mL concentration could contribute to the dephosphorylated Tau (at Tau-1 site)
increment in these cells (Figure. 13). The BM extract at 100 pg/ mL concentration
higher increased both total Tau (Tau 5) and @phosphorylatéd Tau (at Tau-1 site)
higher than BM extract at 50 pg/ mL concentration did. Thus, BM extract at 100 ng/
mL concentration could slightly improve Tau-1 immunoreactivity (Figure. 14). This
might also suggest that BM extract could diminish Tau phosphoryltion (at Tau-1 site)
in NGF—deprived PC12 cells, apoptotic-induced by serum-free RPMI1640 medium.

3. Immunoblotting of camptothecin apoptotic-induced differentiated

SH-SYSY cells, treated by BM extract

To determine the effect of BM extract treatment on total Tau and
dephosphorylated Tau-1, differentiated SH-SYSY cells grown with only RPMI1640
medium, 0.025% DMSO (vehicle), 5 uM camptothecin, and BM extract at the 50 and
100 pg/ mL concentrations for 12 to 72 hours were immunoblotted with the
phophorylation-independent total tau protein (Tau 5), dephosphorylated-dependent
Tau (Tau-1), and house-keeping GAPDH protein antibodies in triplicate independent
experiments. Tau 5 antibody recognizes all Tau and Tau-1 antibody recognizes only
Tau which their Ser'®, Ser'”, Ser'”, Ser’, and Thr*® (numbering based on longest
human brain isoforms) are not phosphorylated, and therefore exhibits decreased
immunoreactivity when there is an increase in phosphorylation at Tau-1 epitope
(Shelton and Johnson, 2001). Density of each protein band from the triplicate

independent experiments was quantified by Scion Image program calculated for an
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average. The relative amount of total tau protein was normalized to its corresponding
average of GAPDH protein. After that, the percentage of total tau protein was
quantified by comparing each relative amount of total tau protein with the relative
amount of total tau protein of the control. The final data were analyzed by one-way
ANOVA with a = 0.05.

At 12 hours of the experiment, 0.025% DMSO (vehicle) and 5 pM
camptothecin could slightly reduce both the amount of total Tau (Tau 5) and the
amount of dephosphorylated Tau (at Tau-1 site) expression, compared to the absolute
RPMI1649 medium. BM extract at both 50 and 100 pg/ mL concentrations could be
able to ebb down the amount of total Tau expression lower than the 0.025% DMSO
could. On the other hand, BM extract at both concentration, could rise up the amount
of dephosphorylated Tau (at Tau-1 site) expression greater than the 0.025% DMSO
could, especially for BM extract at 100 pg/ mL concentration (Figure. 15). Therefore,
BM extract could vivid dose-dependently enhance up Tau-1 immunoreactivity in
differentiated SH-SYSY cells, apoptotic-induced by camptothecin for 12 hours
(Figurel6).

At 24 hour of the experiment, 0.025% DMSO (vehicle) and 5 uM
camptothecin could enhance up both the amount of total Tau (Tau 5) and the amount
of dephosphorylated Tau (at Tau-1 site) expression, compared to the absolute
RPMI1649 medium. BM extract at 50 pg/ mL concentration could enhance up only
the amount of total Tau expression, compared to the absolute 0.025% DMSO.
However, extract at 100 pg/ mL concentration could increase up both the amount of
total Tau and dephosphorylated Tau expression, compared to the absolute 0.025%
DMSO, with the greater extent in the amount of dephosphorylated Tau expression
(Figure. 17). BM extract could have impacts on the reduction of Tau-1
immunoreactivity in differentiated SH-SYSY cells, apoptotic-induced by camptothecin
for 24 hours (Figure. 18).

At 48 hour of the experiment, 0.025% DMSO (vehicle) could slightly
reduce both the amount of total Tau (Tau 5) and the amount of dephosphorylated Tau
(at Tau-1 site) expression, compared to the absolute RPMI1649 medium. The absolute
5 uM camptothecin could enhance up the amount of total Tau expression but ebb

down the amount of dephosphorylated Tau (at Tau-1 site) expression, compared to the
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absolute RPMI1649 medium. BM extract at both 50 and 100 pg/ mL concentrations
could be able to diminish the amount of total Tau expression lower than the 0.025%
DMSO could (Figure. 19). Thus, BM extract could again dose-dependently accentuate
up Tau-1 immunoreactivity in differentiated SH-SY5Y cells, apoptotic-induced by
camptothecin for 48 hours (Figure. 20). However, this increment of Tau-1
immunoreactivity at 48 hours of the experiment was at little extent than that increment

at 12 hours of the experiment.

Determination of gene expression

Tau ¢cDNA content in the SH-SY5Y cultured cells brought up with the low-
serum RPMI 1640 medium only (the control cells), 0.025% DMSO, 5 uM
camptothecin, and BM extract at the 50 and 100 pg/ mL concentrations for 12 to 72
hours was evaluated by PCR analysis, using primers specific designed to amplify
region covering the Exon 10 of the longest isoform of the tau mRNAs. Two PCR
products were predicted, the 254 bp fragment deriving from 4R isofroms (expressing
Exon 10) of the tau mRNAs and the other 200 bp fragment deriving from 3R isofroms
(excluding Exon 10) of the tau mRNAs. The density of each PCR band product was
quantified. The relative density of each PCR band product was determined by
normalizing with the density of PCR band product of each corresponding GAPDH
cDNA to determine the mRNA expression of the fau gene.

As shown in Figure. 22 A (upper panel), no any PCR band product was
detected from each condition of 12 and 24 hour culturing cells (lane 1 to lane 10).
When the cells were cultured for 48 hours (Figure. 22 B, upper panel), the 3R isofroms
of tau mRNAs were expressed from in the SH-SYSY cultured cells brought up with
the absolute low-serum RPMI 1640 medium (lane 1) and 0.025% DMSO (vehicle)
(lane 2) but the 4R isofroms of tau mRNAs were expressed from in the SH-SY5Y
cultured cells brought up BM extract at the 50 p1g/ mL concentrations (lane 4). At this
time the 4R isoforms were revealed with the highest expression. When the cells were
cultured for 72 hours (Figure. 22 B, upper panel), all cultured cells expressed 3R
isofroms of tau mRNAs (lane 6, 7, 9, and 10) except for the cells brought up with 5uM
camptothecin which displayed not any PCR band product. At this time, high tau
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mRNA expression was detected from in the SH-SYSY cultured cells brought up with
the absolute low-serum RPMI 1640 medium (lane 6) and 0.025% DMSO (lane 7).



47

e
Y o™

e

T6°'1+99'9¢ 17°5+96'S8 0L €+0¥"98 LEGI+EE 6L 06'61+C1°S01 vS ITHEDE0T €0°01+01'€8 £
OSP+88' vy €€ TFETETI 88 EI+¥S 6V 1 10'¥T+2S 91 €7'0T+80°'1T1 TTITH6Y P11 0T'81+0€°96 9
76°'1+99'9¢ 17°5+96°S8 0L €+01'98 S6'T+SY'EL OT'¥1+9€98 €S°S+ES69 6T°0+S1°99 S
TS TIH91'IS  STEIFHS0ST «mc.mﬂﬂmw.mf «ow.mﬂma.ﬁi 8Y v +70'9S1 61°6+SL'TET LT 0T+0S°S01 14
60'TH9€'69  95'9FS1°001 v1'0I+C0 €11 vS6+€8'101 98" T+SS 101 80 TT+L6°011 96'6+10°901 T
€0'6+86°101 60°'L+0T'6T1 TEII+LY'TEL 9€'v+EV9T1 61'S+ILIE] 8ETI+IS ¥ 9L6+00°€T1 [4
65 TTHBL'16 0TL1+98°96  SI'LTFLY'8I1  SITIFHE €01 89°SHVS 16 68 11+£6°86 8TL1+00°001 [
00€ 14 00T 0ST 00T 0S 0
sAe(q

T /81) O B.IIUIIUOD JIBIIXI JAIY

00 >d, 'S0°0 =P WM VAONY Aem-ou0 o1sTIE]S Aq PozZATRUR 91oM PUB AT STUBIIN
pajuasaidar eep [V 6-¢= u dnoi3 yoeg “Ajiqeia LA 210w oy ‘readde [e1sK1o uezeuuoy ajdind 10w oy,
Aep T oY) U0 JoBNXd NG AUB OU YiIm Pajea) S[[oo Uy} Jo Jeyy 0} pasedwod a1om oFeusoiad A1[1qeia oy “wnrpaw (YN)

0Y9TIIND Y WnIds-[eurIou uf sAep £ 10§ 19e0Xd JAF Aq pajeaq) ‘S[[a9 71D paaridap-oN Jo a8ejuasaad Aiqeia LLIN ¥ 998



48

500 >d, "SO0=0TIA VAONY
Kem-ouo Aq pazATeue o1om BIEP [V "JNSFUBSIA Siuasaidar req yoeg 6-¢= u dnois yoeqg ‘Aep 1«1 92U} U0 JoeIXS

NG Aue ou yjim pajean s[[90 a3 Jo ey} 03 paredwod a1om 93ejusdiad Ajiqera oy, “wnipaw (YN) 0P TIADY
Wn.I9s-[euriou ux sAep § 10j 3980xXd JAF Aq Pajedy ‘s[19d 71Dd paardop-oON jo a3ejuddsad LMiqeIa L LA ¢ 2 1Sy

(Tw /31) U BIIUIIUOD JIB.NIXD A

Aep
ST 93y}
uo |92

Jw /81 pogTw /81 pSz Tw /81 0oz Tw /81 0gT Tw /8r 0T Jw /Bros |w /8o josuod

WORR RN R KON
B ERIE

F OST
- 00T

T

T

(1013u0) ¢/) agejuddaad LypIqeIA LI

B 14

*Aep 3s T 93 U0 S[[39 [013U0J Y} .,«o A1iqera 3y 03 paredwrod ‘wnrpaw
0PI TIIAY WNIIS-[BULIOU ) UI SABP  10] JOB.NIXI JAIG
Aq pajeaxy ‘s[[ad 71DJ paAlIdap- oN Jo aSejuddsad Aiqeis LLIA




49

T /31) uoneIIUIIU0I J2B.1IXd JNY

09°0+LL'ST v9'0+vE vl 06'0+6€ €1 9L 0+6T 11 $8'1+05°S1 06 S+8%'9T 86°L+¥E €9 L
vS 1+6€'81 €S 1+61°81 8Y I+EL L] 8¥ T+EL°9T LL T+98°81 TT8I+709S 68°9+86°9L 9
6L°0+L9°91 LO'T+60°ST 0L’ 0+ES'H1 SEP+1E8I 90" T+HPL 91 S8+t 0Y ST6+L 9L S
6T 1+71'S1 LETH0SET 6E 1+€8°El 00 T+6€ 71 0S'T+66'¥T 88'91+0T° 101 T991+6¥'SP1 14
1S 1+SP°S1 85" 1+69'v1 S8 IFILYI 66'9+TS'LT V6 L+61°LL ELYT+09°TEL TY'S+L8¥01 £
6€ €+LT0T 95°€+99°1T 6L €+19'TT 0S'9+9L v¥ 99'6+91°801 €9'T1+0S 0€T 16'6+6TS11 4
LE6+E0°0F vS 6+v166 Sy'S1+01°TTl 65 VI+0T9T1 61'9+SS¥T1 8S'L+€0'9T1 00'8+00°001 I
00€ 0ST 00T 0ST 00T 0s 0
skeq

"$0°0 = D YIM VAONY KBM-3U0 01ISTIRIS Aq PIZA[RUR 91oM PUB AT STUBIIA
pajuasardar ejep [y '8[-¢=u dnoi3 yoeg “Aupiqea L[N 10w oy ‘[eIsA10 uezewnoj ojdind a1ow oy, Aep [ 9y} U0
081X g AUB OU UJIM PIJeaI] S[[99 3} JO Jey) 0) paredwod axom safejusorad AJI[IqerA oy, ‘wmipawt (9 TIIAIdY 991j-Wn.Ias

padnpur-onojdode ur sAep £ 10§ marmuuow vdoong Aq pajeay ‘s[ed 71Dd paArtdap- 19N Jo adejuadaad Aiqeia LLIAN S 9198l



50

B0 =0 TR Y AQONY
Aem-ou0 onsHels £q pazA[eue a1om ejep [V "§1-€= U INISTFUBSIA pajussaidal Teq yoeyg “Aep s OU} U0 J0BNXS NG Aue
OU 3IM pajean S[[39 9y} JO Jey) 03 paredwod axom saFejuaoiod AJN[IqeIA QU ], “WNIPIW ()9 TN 29.J-WNIds pasnpul

-opoydode ur sAep ¢-g 10y maruuow ndoong Aq payeaqy ‘s[ed 71Dd PIALIdIp-ION Jo a8ejusoaad LyiqeiA LLIA 0T 21nSig

(Tux /1) vonBIIUIIWOI JIBIIXI AL

Aep 1sT
qw qw W qw W qw 9yl uo
/81 o0e /8Mosz /3dooz /8Most /8oor /3Mos qw /g [oJjuod

(1013u09 ¢/) d3ejuddaad Lypiqeia L LN

Aep IS 3Y) U0 S[[39 [013UO0 ) JO AJI[IqEIA
Y3} 0} patedwod ‘sAep {-7 10J WNTPIW IIIJ-WN.IIS UI JIBIIXD JAY
Aq paean ‘syrad Z1Dd paAridap-IoN Jo a8ejuddrad AypIqeIA LLIA




51

06'S+T9'8L  IL'S¥OI'6L  L6'THF908 £V 9+YT T8 [8°T+SS9L 9S P+6€6L 0T'T+99°6L 6¥ 1+L6'98 8v
mwo.mﬂom.mo «oo.mﬂmm.vo «om.mﬂmﬁ.mo «mo.mﬂow.mo «om.mﬂ:.mo «mm.mﬂi.mo b S+HP6'6L S6'S+S9vL 144

$S'6+88'88  SI'S+96'L8  ¥P'L+90°88 L9"8+ST€6 Tr8+1176 L1°8+5S°€6 06°L+001 $8'S+00°001 Al

(114 00¢ 0ST 001 0S urddyjoydw OSNA 091
(Tux /31) woneUIIUOI JIBIIXI A AU %S70°0 TN iy,

'S0°0>d ., 'SO°0 =P YIM VAONY Aem-ouo0 o1JsTIRIS AQ pazA[eue pue JNFS + UBdA Aq pajuasardal eiep

IV "¢ =udnoi3 yoeg ‘(e) sInoy 1 1e S[[20 PAJeas}-d[OIyaA Y} JO AJN[IqRIA 91 0 paIedwod S0y 7/ 03 7] 10] SUOHBIUIIUOD

T /81 0ST 03 0§ Y3 Je J0eNXS NG pue ‘urayiopduwred N ¢ {(3[01Y9A) OSINA %ST0°0 ATU0 £q pajean S0 oy} Jo a8ejuaorad

AVTIqeIA LA Y} pue s1moy 7| 18 S[[30 352y} JO ANIqRIA Y} JO Jey} 0} paredwiod a1om safeiusoiad AJ[IqeIA oY *SInoy 7/ 03
T 10§ wnipaw (9T JINdY WnIas-mo[ A[uo ur dn usmoad ‘s[[ad XSAS-HS PaI1enud.Iapip jo adejuddrad Aiqers L LIA YL 9 9[qeL



52

S0°0>d, SO0 =71 PM VAONY Aem-auo

onsnels Aq pazA[eue pue NFS F UBdN Aq pajussaidal eiep [[y "¢ = U dnoiS yoeg *(B) SINOY [ Je S[[30 PIILAI-O]OIYOA )

Jo 1811 0) paredwoo d1om sagejuaoiad A1[Iqela oy, *sInoy gy 03 T J0§ SUOHELIIUIIU0D Tl /S (ST 01 (S Y3 J& JIBIXD
NG pue ‘upsyoyduwred 1 ¢ ‘(GPIYIA) OSINA %ST0'0 ATuo Aq pajeany ‘s[ad oy jo a8ejuddaad Aiqera LLIA UL 11 2an31

(sanoy) aung,

sinoy gty sinoy ¢ sinoy zt1 =z

unayoydwres + Tw 31 05z @ 000 =
urayioydwres + Tw /81 00z @ m

- 00°0¢ S

uroapoydwres + T /81 051 E

()

unayoydwed + Ng T /81 001 @ - 00°0% b
e

woayjoidures + g Tw /81 05 | | dogs S &
suore urdeyoidwe) M ¢/ 2 a..w,

. - 0008 b

(S1omy24) Quote OSINA %S00 S

- 00001 s

m..m

- 00021 ®

=

0

SINOY T J& S[[3D Pajed}-ddIY[dA Y} Jo AI[IqeIA 3y) 03 paaedwod ae)xs
] Aq pa3eaq) ‘S[[9d XSXS-HS PAIenuddyIp jo a8ejuadsad Aiqeia LLIA




53

100 50 0 standard Tau
= <«—— 04 kDa

Tau-5

Tau 1
GAPDH

The amount of total-Tau (Tau 5) and
dephosphorylated Tau (Tau-1) expression
normalized to the amount of GAPDH expression
of NGF-deprived PC12 cells, cultured in normal-
serum RPMI1640 medium
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Figure 12 The relative amount of total tau (Tau 5) and dephosphorylated Tau
(Tau-1) expression of NGF-deprived PC12 cells in normal-serum
RPMI1640, treated with BM extract for 2 days. Each group n =3. All
data represented by Mean + SEM
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The amount of total Tau (Tau 5) and
dephosphorylated Tau (Tau-1) expression of NGF-
deprived PC12 cells, cultured in serum-free
medium, normalized to the corresponding amount of
GAPDH expression
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Figure 13 The relative amount of total tau (Tau 5) and dephosphorylated Tau
(Tau-1) expression of NGF-deprived PC12 cells in serum-free
RPMI1640, treated with BM extract for 2 days. Each group n=3. All
data represented by Mean + SEM
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Figure 21 Single-selected immunoblottogram of differentiated SH-SYSY cells at
12 hours (A), 24 hours (B), and 48 hours (C). The cells were grown up in
absolute low-serum RPMI 1640 medium (lane 1), 0.025% DMSO
(vehicle) (lane 2), 5 uM camptothecin (lane 3), and BM extract at the 50
(Iane 4) and 100 (lane 5) pg/ mL concentrations.
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Figure 22 Tau PCR band products (upper panels of A and B) and GAPDH PCR
band products (lower panels of A and B) of differentiated SH-SY5Y
cells at 12 and 24 hours (A) and 48 and 72 hours (B). The cells were
grown up in (left to right) absolute low-serum RPMI 1640 medium (lane 1,
and 6), 0.025% DMSO (lane 2 and 7), 5 uM camptothecin (lane 3 and ),
and BM extract at the 50 (lane 4 and 9) and 100 (lane 5 and 10) pg/ mL
concentrations for MK = Molecular weight marker, NG = Negative

control, PS = Positive control





