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Reticulocyte rich red cells concentrated to about ten-fold was recovered by
centrifuging the red cells from normal and nonanemic bloods consisting lower
reticulocyte percentages (<1%) in the cooling chamber at 8°C at 15,600 x G
(maximum) for 30 min. The reticulocyte rich-red cells collected by this treat-
ment proved to be useful for the hemoglobin synthesis of blood from normal

and/or nonanemic individuals.
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B FBELE LTUHINLTRbh T 5 HIER
phosphate esters?, ficoll®, bovine serum
albumine®, regnografin*®, X dextran T
409 % i \Wic BEAREMENSHEIATE
o, Thbo B X - T HEBRK reticulo-
cyte rich red cell (¥ E$# amino acid mix-
ture D ~€ S r VYV ARHERCIEHETS
LR T ET SEERGT B R LESRD
5. ki, MREHRERIZTE 5T ERBIRC
BRI DD LN EE L, KAk M
FLELE (B 0.4cmx &X 4cm, HEE
400 pl) HH - EEED (REELT] ¢ 15,600
X G)$5HZEILEbIEREAMKF D reticulo-
cyte ) 10B BB TE, ~E/ e VAR
PR ED TH -l DTHET 5.

ERMEE LIV FE
My : heparin jnic# 5 ml £m Ui KR
M wFEH L,

LeERAEEAEK: 130mM ELF VY
A—b5mM #EA Y v 2—7.4mM ¥t~ 7%
T AR E AV,

) VIERREW T B ~E eV AT A
7R 77 4 ~REHKRELTOED I
DIEER T L, = OB pH I3 XTY v
i< 6.8 1T L7=", )

Buf. L: 50mM AnAh 7 b=& / — L, 8M
REXEL5mM UV v bV v A,

Buf. IL.: 50mM A 7 b= %, — 2, 8M
R#EZ2ET 10mM V) vEEZF bV Y A BEK

Buf. IIL.: 50mM A Fr =& 7 — 2, 8M
REAXEST 2.mM ) VB + U v ABK.

reticulocyte DE#E : heparin hmc Bim L
7o Sml O REIMIE % LB AEK T H,
3,000 rpm T 5 ZfEmLD, M, BSmEREAX+
SEDBREFRMER > £ D, ZOHEE 3[E
< DBEULB I 2ml OFRIMERA IR T
7o, MRVNEOE (B 4mmx kX 4cm,
WAEE 40D KO EL, BE BC #
Eppendorf i&{04HERR 54128 (RA®E LT ¢
15,600x G) T 304 fE=E LD L, packed cell |k

B 10 % Dk &A% Tk reticulocyte
rich red cell £ LT HE 7 (Fig. 1). = o
cell #oX¥ D~ /e v VEREBRITH:.

Peripheral Blood :~5 ml

> 3000rpm
Red Cell : ~2 ml

15600 xg
> ¢, 30min

Reticulocyte Rich Red Cell:~.0.2ml

i) Reaction Mixture: 1.2 ml
“C-Leucine: 7.5 pCi
ii) Incubated at37°C for2hr
iii) Washed with Saline
iv) Lysed

Hemolysate :~,0.5ml

Fig. 1 Procedure of the concentration of
reticulocytes from the peripheral blood
and of the biosynthesis of hemoglobin
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(0.2ml) % reaction mixture (amino acids
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3,000 rpm, 15 4-feliE0 L, WIS % 758 L
7. S OEHER Sk reticulocyte BIMEK
#0.5ml NFHTX B,

EE~NE S EVOSH

(D) ZeevodEtl: g~ r VR
ME% KTHI[/MHER L, kKB TT1%E
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@2 CM wnrmr—RAHhFHsr=bS 57
Bers7/evyosdHi?: #H10mg © 7=
v 0.5ml o Buf. I @¥s» LFEL L.
Buf. I C¥#{tLL72CM £ r—2A (CM23,
7y b=vED) 2 HFa (ER0L6cmXxEX
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THE% 0.3ml/min HE L, 4 Buf. I ¢
PEHE Lic /7 r EVBRE » 7 A LBTCEE
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L#z. >\ Buf. II (30 ml) & Buf. III (30
ml) &WFicEEE L, Nat GEic X h B-§47
rEV (-7 rEVLEEERE) RBHEL,
X B Buf. IIl C a8/ r €Y % ZL1C %
HL” (Fig. 2). &tube diz 1.2 ml F04%
», ThEZhOBRKE L 280 nm THE L7,
% tube HO RI » % v b (dpm) 3727V
—20 8ml DAt A1 7 P BHEK
lml X0 K1ml #hnz, |E, »©rLL
¥ 30 HHEERCBEWDL, BEYvFL—
v avhwrvE— (Mark III) CHIE, B-8
IO a7 e € v OHEMRE R L O £iEH
fEinb FRFhD B/a Haw KRdic,
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reticulocyte LD PE X = 2 —2F L VT
N—REED 1 X T 4T /g \», reticulocyte
BAERT « BOBE 2D T 0 BIMFESY KD,
Table 1 i < 3k 5iC [EWHAMK F D reti-

o0—o0 eracen
oD dpm
0.6 3000
0.4+ -2000
0.2- L1000
] L]
0 10 20 30 40 tube no.

Fig. 2 Analysis of the biosynthesized hemoglobin in vitro from normal
peripheral blood with CM cellulose (CM 23) microcolumn chromato-
graphy. This analyzed blood sample contained 2.8 percent of Hb A,
and 0.2 percent of Hb F as minor hemoglobin components. The data
resulting from this analytic method were as follows:

radioactivities (dpm)
B/a ratio
B or non-a chain a chain
specific activities 7077 5922 1.20
total activities 6830 5906 1.16
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Table. 1 The percentages and ratio(Rc/Ro)
of reticulocytes contained in the
original red cells (Ro) from the
normal peripheral bloods and after
centrifugation at 15,600 xG at 4°C
for 30 min (Rc).

reticulocytes (%)
case Rc/Ro
Ro Rc
I 0.7 6.8 9.7
1T 0.2 2.0 10.0
111 0.7 7.4 10.6
v 0.5—0.6 4.5—5.0 7.5—10.0
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