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313 Resuspend cells in conditioned nedium (collagen at 1.5 ng/m) at a
concentration of 5 x 105 cells Im at 1.5 times volune of the ECS of the
cartridde 1 Inject the cell/collagen mxture into the ECS 1 Incubate cells
in described cell culture systemfor nore than 1 week 1 Harvest cells and
wash once with cold phosphate buffere ialine (PBSI 1 Take an aliquot to do
cell count on haenocytoneter For KG 1 /{ell's For CHO GFP cells 1 Resuspend
a total of 1 x 105 Resuspend a total of 1 x 105 cells in 50ul of PBS (with
2% cells in 500ul of PBS bovine calf serum i Add 20ul of anti-CD34 FITC
conjugated and anti-CD38 PE conjugated anti bodi es and i ncubate on ice for 1
hour. Included are also isotype control antibodies, ie, incubating cells
with FITC and PE conj ygated antibodi es Wash twice w3} cold PBS and
resuspend in 500ul of "WBS Run sanpl esbn flow cytoneter Fig. 3

. A3f . Aal % A@©s Mvh45 h( h#. #. 02<| =30%p9~8?

?x° T N=?33?2f x7 7T 8?2?f T PPp33?7gp87?y” 33?73@W??3373?33003300?333303033333° 030~??7
222227 227222222222222(47? g@????????????????f~g?‘vag~g_9yﬁ‘f‘fg533f‘“‘?gg??

222722222222222222222?21?p gf f ~| gOf 233;
330g??30g2¥827730" 23233 30333333333009330‘3?3030???4




722222222222" 8s2308" 22330} nf f f 2230~ 9033331?7p00?131822??320139?030" f gf * ~ff n
2200 " ~?f g 33303:"3 % H45 C H H(H

#. #. P~XXPXX2XX?XXX| X | 8Xx?2?p~g????~| | BB | ~2?272~~2?" 2722922220999 | ??
??2?2??2??p0 0003~f f f f v~vf  333~f g?3030?33?30s3007?0 ffg3~ff~~<""ff fg f " 0333
33333??3000~?f 03033?2030012000| 2| 2| 2121?21 21211~ |I]|]]|]|>~>?~03003? fg| ~~?

’><??????f f30 ?33R2ABPENd Ol fid IDnATIORAB J=AB M3 J88IRG2B 04400.33000003
“fffoffgf ~ ~gffffgBnl) at a concentration of 5 x 10° cells /ml at 1.5 times
3303?7?3333333303304@82 3880 3BBBTARBRR?333737337?33p| f fg?2wf " x??23? >?° "
T ?007?f f ppf " " " 33307333330003330800789 0?’?| T ~ff ggf f 03307??33?337<5~97?7~7~
~0~?33??989>7?" " " >3333398~0~0~>>>f 0~ f{
0~??~?~~~~~~ “ff~g~??03300p~?~~~>?>27> >>>>8>8>>>x>|9>9>9>99>99>9>9>9>9>x9 >
2>29>77>7>7>7>2>2>7>0~ >'>>gw&’iﬁe)@WSO'WB%B@ﬁ%3@*99903300303333339933999> 0
#1038307373?7?~" q<~p~0080I | | ?7?33337??13??30333300?333??300?0??7?3?733??7
333003330070833300333007x27f g~~g30;
38" " ?x0° 3333313300<?<| ?| | ?~| ~7?| ~’7~~’7”7ii~??’?’????’??00~~>>>’7>>> ~0x| ~| @ p~p?~??~
?2~7~ °~c0~~~~||°|°|°|°°|°°°97799 22| 2M>2>2>7>22~22~2~2>?>27~" ?>~p?~p?~?~~@

P~P~2~2?2 ~ P~~~ |~~~ P~ teac om>5kgs$xxL>$ﬂo~~>> ~~~~~~ | ~| 2~?2~~| ~| ~?
Doy o 3131 29 2] 2] 2ot owfogn] 3psh =] | 22| -2 2| - - | [ -1
| ~| ~| ~~~?| ~?| ~?~ 0|0|p3????????????>>9 ~~~~~~~~ |~||9|9|9|9999||?|9| | 2?2?2°?272?>

>????7?7?>7>7>>7??3?01s? g%+-234BFI LPWK\ " pb&( no~yt oj e_ZU] ca] c8alU] ca] ca] cPa] ca] cP
a] ca] cPa] ca] cPa] caU] ca] ca] caD] ca] ca] c¥ a] caV] ca] ca] c"a] caD] ca] cal] ca] c, a] c4a
] cal] cRa] cRa] ca Harvest cells and wash once with

%-234BFI LPWK\ " b&( no~yt oj ecald)] crijosphate c AjufetesPafalilec Pa] ca] cPa] ca] cPa] cal] ca]

ca] caD] ca] ca] c"a] caV] ca] cBS)a] caD] ca] cal] ca] ¢, a] c4a] ca] ca] ca] ca% H%

109 ()- % 109& ()-0% 109%&&' () - Fl YA0%R () -9% 109k ()-S

109%&' () - %6247 @A\BFWj ] ?FlO% u& () - 10&& &810&&  F+10%R&&' () -

s109%&' ()-)30@0%& () - O%f&' P Zé\f\ RH10- u10- ul0-u"10% u& ()-3

&l s@.0% u& () - 10%\/U|\/U&' %/w llgcount on

t 1098S& ()-\ " & m-\ =\ RH109 ?’}‘°°>4‘%”1‘ 3&' ()-:10f10% 1 & ()-Y!'f109%& ()- Yf 10%&

() Y410%2 o) KG)-}1’a<bBH§#10%\IN& () 3s# 0%&' () 310%&' () FoxCHOGHP cells&' ()

S 1 x109%88&' () -: | hz[ <\ - @409 () -
! s#lO%o<p<&' ()-3!'s#10%k& ()-3 Nor mal " " Headi ng 13] c" ['Heading 23]c"
"Headi ng 33] c" " Headi 43] c" "Headi ng 53] c" "Headi ng ¢3]c" "Heading 73]c"
"Headi ng 83h adéq G R qéefaul t Paragy eha™Y Btal RFYG RERSTUVWBTI nes
New RomanAr bé (mﬁﬂoévE“t ry\Vior dDogLfEER500ul of PBS
" #$UR ()*+
<= >’>@\BCDEF TUVV\XYZ[\]"_ abcdef ghi j kIl mopqgf st uvwxyz{|} ~

" H#S0R () *+, - /0123456 89:
<:>’?@\BCDEFG—II JKLMNCOP STUVW(YZ[ \]~_"abcdef ghi j kl mopqf st uvwxyz{| }~
" #$UR' ()*+,-./0123456W89:
<=>? GRGRERRHo? %W@W@béﬂaﬁjr@deef ghi j kI mopaf st uvwxyz{| } ~
I " #39Ra00-ED38. /@23&@@&3‘38@ artbd@RBCREGGH J KLIMNOPQRSTUVWKY
incubate on ice for 1 hour. Included are also
isotype control antibodies, ie, incubating cells
with FITC and PE conjugated antibodies

l

Wash twice with cold PBS and
resuspend in 500ul of PBS

v

Run samples in flow cytometer

Fig. 3



