1/5

Figure 1
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Figure 2

The Ambrx Upstream Process on 54 Scale
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1} Production cells
» E. cofi glyceral stock (QDgy, 17)

= Using 20, 100, 500

lil) Main fed-batch culture

If) Pre-culture in 3 shake flasks

¢ Pre-~culture in 0.5-| shake flask

« 100 ml batch medium with 7.5 g glucose 1!

¢ Incubate at 37 °C and 250 RPM until ODy,,
=4-5

» Residual glucese in the pre-culture medium

should be more than 2 g It

» Medium: Batch medium starting volume 2 |
* Inoculate the fermentor to an initial ODgy, 0.2
+ Approx. 8 h batch phase until pO, spikes
» 20 h fed-hatch phase with the feeding profile:
8;=322 g glucose 1 ?
Fo=9.6 mlh' (1.5 g glucose I'' ' 7)
Ueq =018 0" for20 h

Frogx = 1928 mihr! (19.3 g glucose I 11! ?)

IV} Induction
* The culture reaches an GDy, about 120.

» At 2 h b.i. start Y feed.

» At 1 h b.i. add 200 ml balus 40% glycerol and
decrease giucose feed to maintain pO,, at 30%.
« At the time of induction, a) stop glicose feed,
by add 14 ml pAF, and ¢) induce with 4 ml bolus
of 20% arabinosa

* At 2 ha.t. start 40% giycerol feed at 114 mi !

s induce for 4 h,

| V) Harvest

« After 4 h induction

* The cuiture remains at about 120 0Dy,

s Cool the fermentor to 10 °C

+ Centrifuge 2 x 200 nl of culture cells

» Pack and freeze cells in piast bag at -80 °C
« Ship 200 mi cells to Ambrx by World Courier
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Figure 3

hGH Periplasmic Release vs. Homogenization

A. Periplasmic Release B. Lysis by Microfluidizer
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Figure 4

Ambrx Upstream Process at CMC
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1) Praduction cells
» MCB AX702 produced at CMC i

i « Use about 1 ul MCB to inoculate culture tube

with 2 ml batch medium + Kan.

:  Incubate at 37 °C and 250 RPM until OD

1-6

1y Pre-culture in shake flasks

» Transfer 0.01- 2 mi from culfure tube to

* 60 mi batch medium + kan in 250 ml shake flask

» Incubate at 37 °C and 250 RPM until ODy,
=2-8

11} Main fed -batch culture

« Medium: Batch medium starting volume 2.5 |

» Inoculate the fermentor to an initial OD ,, 0.05

« Approx. 10 h batch phase until pG spikes

« 14 h fed-batch phase with the feeding profile:
S, =400 g glycerol |

F,=86mih"
P =015 " far 12 h
Fgx = 60.4 mi h~t

The feed 1 remains constant at 60.4 ml/h for 1
h.

IV} Induction

« The culture reaches an OD 4, about 60.

s At 1 hb.. (14 i feed time ) a) stop the

glycerol feed, b) start an YE / glycerol mixture
fead at 108.7 ml/h. Watch carefully the OUR
development. ¢} add 21.25 ml (4.0 g} pAF. For pH
control, see text!

» At induction (15 h feed time ), add 1.25 mi 20%
arabinpse.

= [Induce for 8 h.

%

V) Harvest
+ After 8 h induction
« The culture reaches about 80 0D 4,

« Centrifuge the culture medium right away




5/5

Figure S
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linear, 30 kDa monomethoxy-poly(ethylene glycol)-2-aminooxy ethylamine carbamate
hydrochloride



