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Table. | 835 Hitachi High Speed Amino Acid Analyser

Column Size 2.6¢>X250mm
Resin Hitachi Custom lon Exchange Resin #2619
System A System B
Analysis Time 4 hours 6 hours
Flow Rate
Pump | (buffer) 0.275mi/min (190kg/cm?) 0.180m{/min (120kg/cm?)
Pump 2 (ninhydrin) 0.300mi/min ( 30kg/cm?) 0.200m{/min ( 20kg/cm?)
Programme
Buffer Change (Li-citrate Buffer)
I (0.155 N, pH 3.00) —2 65min (17.88mi) 99min (17.82ml)
2 (0.255 N, pH 3.70) — 3 8l » (4,407 ) 122 7 (4.147)
3 (0.805 N, pH 3.46) — 4 126 » (12.387 ) 191 » (12.42 ")
4 (1.000 N, pH 4.40) ——5 158 » ( 8.80~ ) 241 » ( 9.007 )
5 (1.200 N, pH 7.07) —>6 185 » (7.437) 290 » ( 8.827)
6 (0.200 N, LiOH ) — 1 197 » (. 3.307) 310 » (3.507)
Temp. Change
34T 43C 32 min 49min
4301 —— 47 » 69 105 »
47 ———> 667 100 153 »
667 —— 687 176~ 269
687 — 34 200 310 »
Buffer compositions:
Lithium LiOH Li LiCl Citric E thano! Thio- 25%
Buffer concentration pH citrate acid diglycol Brij-35
(N) (g/1) (g/1) (/D) (g/1) (mi/1) (ml/1) (ml/1)
Ist 0.155 3.00 — 9.80 2.12 35 40 5 4
2nd 0.255 3.70 - 9.80 6.36 13 30 5 4
3rd 0.805 3.46 - 9.80 29.67 12 - — 4
4th 1.000 4.40 - 9.80 38.14 3.3 - - 4
5th 1.200 7.07 - 47.00 29.68 — - - 4
6th 0.200 — 8.40 - - - - - 4
Ninhydrin reagent:
Ninhydrin 80g
Methylcellosolve 31
5 M sodium acetate buffer (pH 5.5) 11
Titanium(111) chloride (15%) 6.8ml
System(A)

[
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Fig. | Typical chromatogram of 43 ninhydrin-positive compounds obtained with a high-speed amino acid analyser. The amount of each amino acid
to be analysed was 2.5 nmole. The following amino acids were prepared:cystathionine (1.0 nmole) ;proline, sarcosine, B-alanine and anserine

(5 nmole);and urea (250 nmole).
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Table. 2 Colour Values of Carnosine and Homocarnosine
Retention Area atio Reaction Buffer Reaction
System Peptide time 440nm time flow rate temp
(min) 440nm 570nm 570nm (min) (ml/min) (T)
KLA-5
’ Car 245 0.4 (0* Loxiot | o408 |
i — \ 6.3 0.63 95
Hoar 246 0.5x10°  2.x10t | 0.246 | |
835 .
= PR T
Car 170.12 3.2X10° 3.4X10° 0.94 | !
(A) — .70 0.275 H 98
Hear 171.52 2.9%10° 13.2X 10° \ 0.22 Li
Car 261.29 5.3 103 7.9%10° 0.67 1
(B) _ — 2.62 0.180 ! 9
Hoar 263.36 3.9%10° 21.5X10° 0.18 L i
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SRR AS100 ER U= &7 3 /BEDBT —Frk & L H
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2B WNTIZI002%5 1R W8 & TR L 1=,
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570nm) % Table. 2 |Z7550 1=,
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Fig.3 Effect of ninhydrin reaction time.
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Fig.4 Effect of ninhydrin reaction temperature.
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Fig.5 Chromatogram of amino

acids in 33.3 ul of CSF collected from a Reye's syndrome patient.
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Fig.6 Chromatogram of amino acids in 50 ¢! of urine collected from a bandshaped keratopathy patient. The asterisks

to contain other unknown compounds.
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